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0: Introduction

About the Fluorolog®-Tau-3 Lifetime
System

The main parts of the Fluorolog® Tau-3
Lifetime System are: @
* apersona computer Note: Keep this and the
»  SpectrAcq controlling computer other reference manuals
» date-of-the-art optical components near the system.
» DataMax for Windows™, the driving

software.

This manual explains how to operate and maintain a Fluorolog® Tau-3 Lifetime Sys-
tem. The manual also provides tutorials to learn how to operate the system. For a com-
plete discussion of DataMax, refer to the DataMax Data Collection Handbook (con-
tains data-acquisition information) and the Grams/32® User’ s Guide (contains post-
processing instructions for data manipulation), which accompany the system. For po-
|larization measurements, see the Spex® Polarizers Manual. Hardware information is
given in the Fluorolog®-3 Operation Manual.
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Introduction

Theory behind measurement of fluorescent lifetimes.
Experimental setup and procedure for cross-
correlation frequency-domain measurements.

Laboratory setup and how to unpack the system.
How to initialize and start the system, check system

performance, and switch between dynamic and steady-
state modes.

Measurement of fluorescent lifetimes. Setup, scan
options, datafitting.

Anisotropy decay acquisitions, including background
theory, procedure, scanning, and datafitting.

Phase-resolved measurements, including theory,
experimental procedure, scans, and parameters.

Time-resolved measurements, including theory,
experimental procedure, scans, and parameters.

Laboratory exercises to help the user learn to operate
the instrument.

Various accessories to extend the range of
experiments with the Lifetime System.

Potential sources of problems, their most probable
causes, and possible solutions.

How to keep the Lifetime System running properly for
years to come.

Instrument specifications and computer requirements.

How to do a basic experiment with the Tau-3.

A list of some useful technical terms related to
fluorescence spectroscopy.

Important sources of information.
Printouts and reference notes of selected initialization
configuration files.

Specialized procedure to align the Pockels cell, only
performed with permission from Spex® Applications.
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Symbols used in this manual

Certain symbols are used throughout the text for special conditions when operating the
instruments:

the equipment. Jobin Yvon®, Inc., is not responsible for damage

I A hazardous condition exists, or danger exists that could damage
Warning: arising out of improper use of the equipment.

™
\
L.ll

Genera information is given concerning operation of the
equipment.

19
"!i!ﬂ

E——1 Note:
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1: Theory of Operation

Introduction

The Fluorolog® Tau-3 Lifetime System is used to measure the decay of fluorescence or
anisotropy by a population of fluorescent molecules. The instrument design uses cross-
correlation frequency-domain measurements of the phase shift and demodulation fac-
tors across a frequency range. The resulting data are fitted to solve for the respective
decays found in the population of molecules.

This chapter explores measurements of fluorescence lifetimes and anisotropy decays,

explains the theory behind data acquisition and fitting algorithms, and reviews the spe-
cific hardware used.
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Fluorescence lifetime measurements

A fluorescence lifetime is the mean length of time between absorption of a photon, and
emission of light by a population of molecules. Fluorescence lifetimes generally are
about 107 s, although decays can occur as short as 10" s, and as long as 10” s. Phos-
phorescence decays, which occur via a different decay mechanism, may last from 107 s
to>1s.

The processes of fluorescence and phosphorescence are illustrated in the Jablonski dia-
gram below. A molecule absorbs a photon, rising from a ground electronic state to an
excited singlet state. In fluorescence, the molecule returns to the ground electronic state
after a period of time called the fluorescence lifetime. In phosphorescence, the mole-
cule undergoes intersystem crossing to a triplet state, and then decays after a longer
time back to the ground state.

Singlet state (S,)

le——"\V\J

Singlet state (S;)

Triplet state (T;)

—— NN
mission

Absorption of light

Fluorescence e
Intersystem crossing—s.

Phosphorescence

Ground state (So)

Jabtonski diagram.

There are three general methods for measuring fluorescence lifetimes. Two of them are
time-domain, while the third is a frequency-domain technique:

* Pulse method

* Time-correlated single-photon counting

* Phase-modulation

1-2
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Pulse method

The pulse method uses a pulsed light source in concert with a detector, to measure the
decay of a sample directly as it occurs. The detectors must possess an appropriate re-
sponse time. This method, a time-domain technique, is that used by the Spex” Phos-
phorimeter. The system sweeps through the decay in fluorescence intensity by varying
a time delay after the incident light pulse. The observed variation in intensity is used to
construct the complete decay curve. After measurement, the pulse width, a number of
instrumental parameters must be deconvolved (mathematically removed) from the data
in order to fit the data properly:

* Incident pulse width

* Incident pulse shape

* Instrumental response function

Deconvolution is unnecessary if the pulse width and instrument response function are
much shorter than the lifetime of the sample.

Time-correlated single-photon counting

Time-correlated single-photon counting is also a time-domain measurement used to
construct a fluorescence-intensity decay curve for a given unknown. This method
measures the statistical distribution of the intensity decay by recording the amount of
time elapsed from the incident flash of light until the detector records the first emitted
photon from the sample. The resultant histogram is analyzed with Poisson statistics to
create the intensity decay curve of fluorescence for the sample. These systems usually
require a high-performance flashlamp or pulsed-laser source, with suitable photon-
counting electronics, in order to perform time-to-amplitude conversions.

Phase-modulation method

Like time-correlated single-photon counting, phase modulation does not measure fluo-
rescence decay directly. Instead, the sample is irradiated with a sinusoidal continuous-
wave excitation. The fluorescence response will be modulated, with constant phase-
shift and reduction in signal compared to the excitation. The output beam’s response
function is measured and then fitted. Thus, this technique is a frequency-domain meas-
urement. Below is a derivation of the frequency-domain lifetime measurements.

1-3
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Theory of frequency-domain lifetime
measurements

The responses of any system to an excitation impulse or a continuous sine wave may be
interconverted via the Fourier transform. To put it non-mathematically, the response
may be decomposed into a weighted series of harmonic components, called the Fourier
spectrum. A Fourier spectrum also may be used to construct any arbitrary harmonic re-
sponse.

Two examples of the Fourier transform, as applied to fluorescent systems, are shown in

detail below:

*  Multicomponent fluorescent decay

* Decay of fluorescent anisotropy for an isotropic (i.e., spherical) rotator with a single
lifetime

Basic definitions

The complex Fourier transformation of an impulse response, /(¢), gives a real and an
imaginary component, denoted R and /, respectively. R and / are defined by the equa-

tions
R= ZI(t)cosatdt (1.1)
1= ZI(t) sin axdt (1.2)

0
where sina and cosa represent the harmonic excitation at a circular frequency, w
Non-mathematically, the Fourier-transform components are the result of integrating the
product of impulse response and harmonic excitation over all time, #, from 0 to infinity.
The observable quantities (phase, @ and amplitude, M) are derived from the transform
components by the definitions

1

= arctanﬁ—‘,

@ 7 (1.3)
M=+R*+1I?

e (1.4)

Notice that the experimentally measured response function contains all components for
all measured times. In practice, however, the instrument measures only for a limited
time, truncating the data and harmonics. Therefore, the recorded data only can ap-
proximate the full harmonic response of the system.
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Transformation of the Lifetime Equation

The decay response of a population of excited molecules with a single lifetime, 7, fol-
lows standard exponential decay:

Iey=1e " (1.5)

where [ is the initial emission intensity. For an ensemble of non-interacting excited
states with various lifetimes, the impulse response is a weighted sum of exponentials:

I(t) = Za,.e_? (1.6)

Here [ usually is set to unity. The pre-exponential weighting factors, a;, are related to
the observed fractional-intensity contributions, f;, by the relation

fizart, (L.7)

Real part of thetransform
For a multiple-lifetime model, the real part R of the transform equation, (2.1), using the
exponential-impulse model, is

Zl(t) cosaxdt ZZﬁZaler'A cos awdt

= ZﬁZaer'A cosaxdt (1.8)

This corresponds to a sum of definite integrals of the general form

—ax _ ca
ZCC cosbxdx —m (19)

where a = I;-*l, b= a c = a;, and x = t. We can write the real part of the transform, R, as

art’
R= !
Z‘Cr—lhz_,_w (1.10)

i

T

1

2
z-i
2

We simplify this expression, by multiplying by to give the final form for R:

art,
R=Zm (1.11)

i
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Imaginary part of thetransform
The derivation of the imaginary part, /, of the transform is similar to that for the real
portion:

z 1(t)sinaxdt = Zﬁz aie_r'& sin awdt
0 i

0

_Zﬁz T'&smatdt (1.12)

This last expression is a sum of definite integrals, of the form

e sinbwae =— (1.13)

2
0 a*-b

where a = 7', b= @ ¢ = a;, and x = t. As with the real part, we multiply this equation
by a ratio equal to 1:

2

[:Z a0, ><L
_ airi
‘Zm (1.14)

Again, as with the real part, we replace the pre-exponential factors a; by the observable
fractional intensities f;. This gives:

R=y s (115)
_21+a)12 (1.16)

Next, set R and / for one component, set the fractional intensity f; = 1, and calculate the
observables, @and M, as defined in equations 1.3 and 1.4:

_ 1
R= s
o ar

Then the phase, @ becomes

1-6
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wr

+(,_)212"'

b
Q= arctanﬁ—
1+’ 12"’

= arctan wr (1.18)

and the phase lifetime, 7, becomes

_tang
T,= (1.19)
w
For the modulation, M, we rearrange the expression:
2 2
M? :ﬁ wr 'l +ﬁ ! 'l
1+ 2l M+ 2R
1+’
(1+a? 2l
S (1.20)
1+a’1 '

and the modulation lifetime is

11
T, :51/7—1 (1.21)
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Transformation of the time-resolved anisotropy
equations

Derivation of theimpulse expressions
Anisotropy, 7, is the ratio of the difference in parallel and perpendicular intensities to
the total emission intensity:

-1
rE—— (1.22)

tot
Here the total intensity, /,,; = {) + 2In. Further useful expressions are:

rl,, =1, — 1
Iy =1, —2I,

(1.23)
(1.24)

Rearrangement of the basic definitions of anisotropy and total intensity gives an ex-
pression for the parallel component of the intensity, /. Substitution of 1.24 into 1.23

gives:

My =1, =31 (1.25)
or

1 =%Imt(1—r) (1.26)

Rearrangement of the definition of anisotropy gives an expression for the parallel com-

ponent:
L =rl, +1; (1.27)
Then we substitute in 1.26 for the perpendicular component:
1
I,=rl, +§Imt(l -r) (1.28)
1
=31 (1420) (1.29)

The Tau-3 measures a time-dependent property, so we convert the equations for / and
I into time-dependent forms:

1-8
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1
1,(0) =§Im,(t)[1 ~r(1)] (1.30)

I(1) = é[mt(z‘)[l +2r(1)] (1.31)

The impulse equation for the decay of the total intensity, /,,/(¢), is a standard exponen-
tial decay,

~N |~

1,,()=1¢

The anisotropy decay, 7(¢), has an analogous form,

t
r(ty=re °®

where the initial (limiting) anisotropy is 7y, and © is the rotational correlation time. For
brevity, we use the symbol I" for 1/7, and 1/(6®) for ©. Then ® corresponds to the rota-
tional rate. Let us substitute these impulse equations into 1.30 and 1.31. The result is:

I.(t) = %e_’rCI —roe“”“’fh (1.32)

I(H)= %e_’rCI + 26 (1.33)

The initial intensity, /p = 0, so is not written in the equations. Next, we transform these
two equations into the frequency domain. The procedure is similar to that for the life-
time impulse equation. One difference is that we need the real and imaginary portions
of the perpendicular and parallel components of the transform, D), Ng, D, and N,. Four
integrations are necessary; only the integration for the real component of the parallel
emission is provided here in detail.

D, = ZIH(t) cosw,tdt
hée—zrcl +2roe_6®t ha

e " cosadt

—r +60]

]
oM ok oMk o

W W=

cosaxdt

2r0b|' +6CDq

r
3 .3
T @ +lr +6o (1.34)

7€
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Similar methods result in expressions for Ng, Dn, and N

r robr +6CDg
D =_3 4 .3
O +r2 a)2+0|_ +6¢g2 (1.35)

« 26
=S (1.36)
+1 @+ +60] :
0

_ .3
M W +r +6<1>g2 (1.37)

[
+ w|e

ND—w2

One observable is the differential phase, A = ®g— ®. Derivation of A is as follows. We
start with 1.3,

N I
tan CDH =—
D,

an®, = N (1.38)

Then

tanA = tandCDIj - CD"|

_ [taanDIDg - tandI(D |]
1+ tanfo, Jrano | (1.39)

We substitute Nj/D) for tan(®) and No/Dp for tan(®Pp), giving the equation for A:

NoD - ND,

A = arctan 1.40
DpD + N, N, (1.40)

But A is the square root of the ratio of modulated amplitudes, M:

_ DN
- D2+ N2 (1.41)

Another observable is the ratio of modulated amplitudes, A = M|/Mn.

1-10
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Unlike polarization, the average anisotropy of a mixture is a linear function of the indi-
vidual anisotropies and their fractional intensity contribution to the total intensity:

r=2.0n (1.42)

Therefore, anisotropy is preferentially used for rotational analysis.

Anisotropic rotator with two correlation times

The decay of anisotropy over time, when more than one correlation time is involved, is
a linear sum of weighted exponential components—expanded forms of the impulse
equations for an isotropic rotator:

ot ot
0,

r(t) =rjge © -ge (1.43)

The two different correlation times are denoted @; and ©,. The g parameter is analo-
gous to fractional intensity: g assigns a fractional anisotropy loss to a particular correla-
tion time. A linear expansion of 1.43 provides expressions for larger numbers of corre-
lation times:

t

r(t) = rozgie_al
2.8 =1 (1.44)

1-11
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Hindered rotatorswith one correlation time

A hindered rotator is a rotator whose angular displacement is less than 360° (limited ro-
tation). This yields a residual anisotropy value, 7., at times much longer than the fluo-
rescence lifetime of the molecule. A simple model for the hindered decay of anisotropy
is:

@[~

0y =D, ~rle® +r, (1.45)

An example of this type of rotational decay is found in probes attached to proteins or
membranes. Expressions for the harmonic response of this model are derived by substi-
tuting the appropriate 7(¢) into equations 1.30 and 1.31, followed by Fourier transforma-
tion into the frequency domain.

1-12
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Fitting lifetime and anisotropy models to experimental
data

The analysis of experimental multi-frequency data is an interative process that attempts

to fit an appropriately chosen model to the data. The analysis varies the model’s pa-

rameters (e.g., lifetime, fractional contributions, anisotropy, etc.) in a direction that

minimizes the deviations of the model from the data. Decisions on how well the model

suits the data are based on an examination of the statistics of the fit:

* aplot of the residual deviations with frequency

* the value of the reduced chi-squared, )(,2, a numerical value that reflects the overall
goodness of fit.

Reduced chi-squared, x;?

The reduced chi-squared for multiple-lifetime analysis is defined as:

2
x =X (1.46)
v

where Vis the degrees of freedom in the system. For lifetime analysis,
V=2NQ-P (1.47)

where N = number of frequencies, Q = number of wavelengths, and P = number of
floating parameters.

In 1.46, the x* parameter is given as:

X = ;0% o, -, +§éb% -M, (1.48)

Here, ®,and M, are the observed values of the phase and modulation at a frequency w
@, and M., are the expected values of the phase and modulation at that frequency,
based on the current values of the floating parameters (lifetimes and fractional intensi-
ties). P, and M, are computed using equations 1.3, 1.4, 1.11, and 1.14 at each win
the experimental data set. dp,,and 0, are the estimated uncertainties in the experi-
mental data. The floating parameters are varied in order to minimize ;. Each compu-
tation is halted when a minimum is found.

Reduced chi-squared for anisotropic multi-frequency data

Fitting of rotational models to multi-frequency anisotropy data uses the same technique
with the inclusion of limiting anisotropy, o, correlation times, ©@;, ©,,..., and fractional
anisotropy losses, g, as fixed or floating parameters in the fitting algorithm. The re-
duced x* then becomes

1-13
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2

1
= bOw - chgz +§ 7 Mo cwgz (1.49)

w

1
2__
Xr V

Essentially, the phase and modulation are replaced by differential phase and modulation
ratio, along with their uncertainties. A.,, and A\, are computed according to the anisot-
ropy model chosen for the fit.
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Experimental setup

Major components of the Tau-3

Host computer

The top end of the Fluorolog® Tau-3 starts with DataMax, the software using the Win-
dows™ platform. DataMax controls all aspects of measurement in both steady-state
and dynamic modes. DataMax software resides in the host computer, which may be
supplied by the user, or purchased from Jobin Yvon"®.

Spectr Acq controller

The host computer is linked to the SpectrAcq controller via a
serial port. The SpectrAcq accepts high-level commands from
DataMax, and executes them to handle low-level control of
the entire system. The SpectrAcq controller runs data acquisi-
tion and processing in the steady-state mode. It then commu-
nicates with the Lifetime Drawer via an Analog-to-Digital
(A/D) board, in order to transfer instructions and data for life-
time measurements. The SpectrAcq is a PC-compatible sys-
tem containing the appropriate power supplies and control
cards to work with the Fluorolog® Tau-3. The DataMax boot
disk, kept in the 3'2"-floppy-disk drive of the SpectrAcq, con-
tains all of the necessary drivers for your Tau-3 instrument’s
specific configuration.

The SpectrAcq directly controls:

* Power for the core spectrofluorometer

*  Monochromators and sample-compartment accessories (e.g., slits, shutters, autopo-
larizers, and sample changers)

* Links to the detectors for steady-state signal processing

* High-voltage DC bias to the photomultiplier tubes

* Links to the Lifetime Drawer

Lifetime Drawer

The nickname for the electronics tray inside the electronics

rack is the “Lifetime Drawer”. The front plate of the

Drawer houses the Lifetime and Steady-State LEDs to

indicate the system’s operating mode. The Drawer’s

functions are to

* set the radio frequency (RF) applied to the Pockels-cell
modulator and photomultiplier-tube housings, and

* collect and process data from each detector channel
during dynamic measurements.

In order to control the applied RF, the drawer connects to the dual-channel synthesizer,
usually located just below the Lifetime Drawer in the electronics rack. For signal acqui-
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sition, the Drawer connects to each lifetime-detector housing with a 9-pin—9-pin cable.
At the other end, the Drawer connects to the SpectrAcq with two 37-pin cables—one
for SpectrAcq input-output and control, and the other for data transfer.

Dual-channel synthesizer

The dual-channel synthesizer is a PTS dual 310-MHz synthesizer that provides two
separate frequency-locked signal outputs (Main and Auxiliary). The frequency range
for the dual-channel synthesizer is 100 kHz—310 MHz. Each channel is connected to an
RF-amplifier. One channel applies RF signal to the Pockels-cell modulator; the other
channel applies an RF signal 41 Hz higher to each detector housing. The 41-Hz beat
frequency thus created allows cross-correlation measurements of the phase and de-
modulation values.

RF Amplifiers

Two Amplifier Research RF am-
plifiers take the attenuated RF sig-
nal from each channel of the syn-
thesizer, and apply the appropriate
voltage to the modulator or detec-
tor bases. The RF amplifier for the
modulator is placed on the instru-
ment table near the modulator, and
delivers RF bias to the Pockels
cell.

The photomultiplier-tube amplifier
is mounted on the bottom of the electronics rack. This amplifier supplies RF voltage to
a three-way splitter on the side of the modulator box. The splitter divides the bias into
three equal components, which are then applied to each individual lifetime-detector
housing. With only two detectors (1 reference and 1 emission), the extra output carries
a 50-Q dummy terminator load.

Each amplifier has a marked and preset output-power dial. This is set at the factory, and
should be adjusted only by a Jobin Yvon® Service Engineer.

DC high-voltage bias supply

An external Bertan™ DC high-voltage supply is used to bias the Pockels cell at a level
for the greatest possible depth of modulation for the system. The bias is mixed with RF
signal as it enters the modulator box, passes across the Pockels cell, and is terminated
with a 50-Q load.

Pockels cdll

The Pockels cell is the heart of the Fluorolog® Tau-3. The cell is a birefringent potas-
sium dihydrogen phosphate (KDP) crystal, whose polarization is proportional to the
bias applied along the longitudinal axis of the crystal. The crystal is enclosed in a fluid
with a matching refractive index, to minimize losses in transmitted light. The Modula-
tor Assembly includes the Pockels cell, crossed polarizers, collimating lenses, and bias
electronics. The Modulator Assembly is an electro-optic modulator. This means that the
light transmitted through the Pockels cell is modulated at the AC frequency applied to
the cell.
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A highly collimated beam of light is gathered from
the excitation monochromator (or user-supplied ex-
ternal laser), and directed through the first polarizer,
allowing only the horizontally polarized component
of the excitation beam to reach the Pockels cell. The
polarized light passes through the Pockels cell,
whose polarization is varied between 0 and 90°,
depending on the applied AC signal. The emitted
light’s polarization is thus rotated by the current po- EE
larization state of the cell. The emitted light passes i
through a second polarizer on the exit side of the

cell, which selects the vertical component of the beam. When the polarization is at 0 or
90°, no light is transmitted. As the polarization changes from 0 to 90°, so will the
amount of transmitted light.

Modulator Box

In summary, when an RF signal is applied to the Pockels cell, the polarization state of
the cell changes at a rate equal to the applied frequency. Thus, the light emitted from
the Modulator Assembly is modulated sinusoidally at the synthesizer’s applied fre-
quency. This emitted beam is directed onto the sample.

Detector housings

At least two lifetime-detector housings are available on each Tau-3 system:

* The reference photomultiplier-tube housing (between modulator and sample)

* The emission photomultiplier-tube housing (on the emission monochromator or the
output port of the sample compartment)

Emission detector housing

The emission photomultiplier-tube housing monitors the sample’s fluorescence re-
sponse to the incident light. The AC signal, DC signal, and phase of the emission signal
is sent to the Lifetime Drawer for processing. The photomultiplier tube requires a high-
voltage DC bias for optimum sensitivity, and a cross-correlation bias (41 Hz higher
than the RF bias to the modulator) to ease signal processing. (Processing a signal at 41
Hz is easier than at ~100 MHz.)

Reference detector housing

The reference detector helps remove instrumental variations from the measurement by
providing a phase-lock on the measurement. The AC, DC, and phase of the modulated
excitation beam are sent to the Lifetime Drawer for processing. The measured phase
shift for the standard and unknown samples is the phase of the emission detector minus
the phase of the reference detector.
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2. Requirements & Installation

Selecting a location

Before unpacking the Fluorolog®-Tau-3, select its permanent location. The instrument
should be placed on a stationary table or laboratory bench with ample room for the in-
strument, host computer and peripherals, power supplies, and any optional accessories.
Try to leave room around the instrument on all sides, for maintenance and use.

The location should include room for:

* Instrument table

*  The spectrofluorometer itself

* OneRF amplifier

» High-voltage bias supply

e Xenonlamp

» Lifetime electronics rack (on the floor next to the spectrofluorometer)
= Dual-channel synthesizer
= |/Odrawer
= The other RF amplifier

* Host computer

»  SpectrAcq controller

@Note: The host computer and SpectrAcq should be
located close to the spectrofluorometer and elec-
tronics rack.

Jobin Yvon® recommends that you prepare the area where the instrument will be placed
in advance:

» Select aproper location for the instrument.

* Have the selected spectrofluorometer table ready.

» Solveany electrical, plumbing, or space issues prior to installation.

*  Set up the host computer, if already provided by the user.

» Havethe equipment brought to the laboratory.
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Surface requirements

Consider the following when setting aside space for a new instrument:
* Location of the host computer and its peripherals.
» Location of the SpectrAcq
* Room for optional accessories (e.g., external laser, temperature bath, etc.)
»  Space for sample preparation

The lifetime rack must sit on the floor next to the
spectrofluorometer table. The SpectrAcq should sit ‘
near both the spectrofluorometer table and the ,

lifetime rack. The external power supplies (Pockels- Waming: Do not place
cell RF amplifier and DC high-voltage bias) should any power supply di-
be on the lab table next to the modulator compart- rectly in front of the
ment. The host computer may sit on top of the rack xenon lamp exhaust

or on the lab table, if desired. fan. This can cause
the lamp to overheat.

a—

i T

[T Tl
-
= Note: The instrument table should be able to support a
mass of at least 240 |b (109 kg) for the instrument.

@Note: Users who work with other RF devices (ESR, NMR,
etc.) should place the lifetime system as far as possible
away from these devices, to minimize any radio-
frequency interference.
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Environmental requirements

Maintaining a stable environment around the instrument is essential for good results.
Changes in temperature and humidity can influence the performance of system elec-
tronics, the output of the source, the response of detectors, and the efficiency of optics,
as well as affect the luminescence from your samples.

* Ambient temperature 15-30°C (59-86°F) + 2°C.

* Ambient relative humidity <75%.

* Low dust levels and a clean laboratory environment.

‘Warning: Do not block exhaust inlets and outlets, or place
electronic components in front of warm exhausts. These
exhausts are found on:

» Both sides of the xenon lamp housing
* Rear of electronics rack (double fans)
* Side of modulator compartment

* Rear of RF amplifiers
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Electrical requirements

Voltage

* Factory preset at 110 V + 5%/60 Hz or 220 V + 5%/50 Hz

» Three-conductor power cord connected to the system frame (earth) ground.
This ground provides a return path for fault current from equipment malfunction
or external faults.

‘Warning: For all instruments, ground continuity is required for safe

operation. Any discontinuity in the ground line can make the in-
strument unsafe for use. Do not operate this system from an
ungrounded source.
Jobin Yvon®, Inc., is not liable for damage from line surges and
voltage fluctuations. A surge protector is strongly recommended
for minor power fluctuations. For more severe voltage fluctua-
tions, a generator or an uninterruptible power supply is sug-
gested. Improper line voltages can damage the equipment se-
verely.
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When the Fluorolog®-Tau-3 arrives

The Fluorolog®-Tau-3 Fluorescence Lifetime System is delivered disassembled. The

shipment should include:
e optical modules
» lifetime electronics rack
* system controller

» optional equipment and accessories (e.g., host computer, if ordered)

 cables
* software
e manuals

Examine the shipping boxes carefully. If damage is evident, do not continue with the
installation. Notify Jobin Yvon® and the shipper at once.

-

i .

@Note: Many public carriers do not recognize claims for concealed damage
reported later than 15 days after delivery. For a shipping damage claim, in-
spection by the carrier agent is required. Therefore, the original packing
material should be kept as evidence. While Jobin Yvon® is not responsible
for damage occurring during transit, the company will extend every effort to

aid and advise.

All Lifetime Systems require installation by a Fluorescence Service Engineer or local
representative. When you receive your instrument, call Spex® Fluorescence Service or
your local representative to set up an installation.

To avoid damage, unpack the
equipment as close as possible to the
selected location of the instrument.
Jobin Yvon® suggests that you unpack
the equipment in order to set the major
components on the table, while also
checking that al parts have arrived
undamaged.

‘Warning: The Spex® Lifetime Sys-
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Package contents

The spectrofluorometer and its accessories are contained in packing cartons. The Life-
time Electronics Rack is shipped in a crate with the feet bolted to a skid. If a host com-
puter or any special accessories were included in the order, they accompany the instru-
ment, unless specified by Jobin Yvon®, Inc. See the Performance Test Report or the
salesorder for alist of all items shipped or back-ordered.

General checklist for a basic Lifetime System

Quantity Item Part Number
1 Xenon lamp housing FL-1007
1 450-W ozone-free xenon lamp FL-450X OFR
1 Excitation monochromator
Single FL-1004
Double FL-1006
1 Modulator compartment FL-1021
1 Sample compartment FL-1000
1 Emission monochromator
Single FL-1004
Double FL-1006
1 SpectrAcq Controller FL-1016
1 Lifetime rack 37180
Dual-channel synthesizer 99150
I/O Drawer 37385
2 RF amplifiers 99152
1 Tau-3 emission detector housing 400081
1 DM 302 photon-counting module DM302
4 6' (2 m) and/or 2' (0.6 m) RF-bias cables 37685 or 37686
2-3 RF bias cables for lifetime PMTs 37689
2-3 Lifetime signal cables 37195
1 1/O control cable 37186
1 DASsignal cable 37187
1 10-dB attenuator 90361
1 20-dB attenuator 90362
1 5-W coaxial terminator 90363
1 HV cable for external DC bias supply 37733
2 Laser targets
Vertical target 37293
Pinhole target 37294
1 Monochromator control cable 400108
1 Reference detector cable 33979
2-3 HV cable for SpectrAcq HV supplies 34040
1 Null modem communication cable 400144 or 97133 & 97134
Many Power cords (110 V) 98015
(220V) 98020
1 5/64" Balldriver 615017
1 Hex key set 53057
1 Fluorolog®-3 operation manual 81014
1 Fluorolog®-Tau-3 operation manual 81054
1 DataM ax software and boot disk for SpectrAcq DataMax or DataMax-STD
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Unpacking instructions

1

Open the Fluorolog®-Tau-3 shipping carton con-
taining the spectrofluorometer monochromators
and compartments.

Remove the foam-injected top piece and any
other shipping restraints in the carton.

With at least one
helper, carefully lift ‘
Warning: Watch your fingers!

the components
from the carton and rest them on the table on
which the system will rest.

Move the crate covering the Lifetime Electronics
Rack into the laboratory where it will stay.

Remove the shipping crate enclosing the Life-
time Electronics Rack.

Unscrew the four posts underneath the skid at-
tached to the base of the rack.

Replace these posts with the four legs shipped in one of the other shipping car-
tons.

Unpack all other boxes con- @
taining power supplies, de- Note: Do not

tectors, cables, manuals and dispose of
. shipping car-
accessories. tons until after

Store all these items together in a safe location. installation.

Inspect for previously hidden damage.

Notify the carrier and Jobin Yvon®, Inc. if any damage is found.
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9  Check the packing list and sales order to verify
that all components are present.
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Suggested power connections

1  Connect the xenon lamp to an isolated 10-A cir-
Culit.

‘Warning: Do not use computers or other system electronics on this
circuit. The xenon lamp is connected to a separate circuit, be-
cause the start pulse for xenon short-arc lamps requires ~25 kV.
Some EMF from this pulse cannot be shielded, which can dam-
age electronics on the same power circuit as the xenon-lamp
power supply. Induced EMF also can travel through air to com-
ponents located near the lamp power supply. (This is why the
lamp must be started first, as explained in the next chapter).

2 Plug all items inside the Lifetime Electronics
Rack into the surge protector located below the
fans.

Try to connect the external Pockels-cell RF amplifier and DC HV-bias supply to
this surge protector. Having all lifetime components on the same circuit helps
reduce effects of electronic noise on the system.

@Note: All components may be left in the ON
position and simply switched ON and OFF us-
ing the rocker switch on the front of the Life-
time Electronics Rack.

3 Plug the surge protector on the electronics rack
into a 10-A circuit shared with the computers
and controllers.

4 Plug the SpectrAcq, host computer, and its
peripherals into a surge protector.

Connect this surge protector to the same circuit as the Lifetime Electronics
Rack. The SpectrAcq and host computer (with peripherals) are on the same
surge protector, for they are always powered up last.
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5 If there is an optional programmable tempera-

ture bath, connect this to a separate (10 A) elec-
trical circuit.

)

[

i

;
\

|

Note: The Fluorolog®-3 spectrofluorometer and its internal

accessories, including sample compartment, receive
power from the SpectrAcq.
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Computer installation

Set up the host computer reasonably close to where the Fluorolog®-Tau-3 system will
reside. The limitation is the length of the null-modem communications cable. The rec-
ommended location isjust to the left of the spectrofluorometer, on top of the electronics
rack, or on acomputer desk.

Follow the instructions with the host computer, to set up the computer system, includ-

ing the CPU, monitor and related peripherals (keyboard, mouse, speakers, printers,
etc.).
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Software installation

The spectrofluorometer system is controlled by DataMax or DataMax-STD spectros-
copy software operating within the Windows™ environment. If the computer and soft-
ware were purchased from Jobin Yvon®, the software installation is complete.

If the computer is not from Jobin Yvon®, perform the installation. Contact a Jobin
Yvon® Sales Representative for recommended specifications for a suitable host com-
puter. Before the DataM ax software can be installed, however, Windows™ must be in-
stalled already and operating properly. Refer to the Windows™ manual that came with
the computer for installation instructions.

The DataMax software is supplied on one CD-ROM. The 3%2" floppy disk is the
DataMax Instrument Disk (or DataMax INI disk), which contains the spectrofluorome-
ter’s specific hardware configuration.

If Autorun isenabled:

1  Turn on the computer, and insert the DataMax

CD-ROM.

The Set-Up  Please Install Datamax and then the Feature Pack.

window to install

DataMax appears:

Install Datams
. - [ . e B R '_

2 Click —7 i : : Install Feature Pack

Install - T

Datamax.

A warning appears, re-
minding you to install the
Feature  Pack  after
DataMax.

& Be sure to ingtall the Feature Pack after this installation.

The computer auto-
matically installs Data-
Max.

3 The computer asks for the instrument (INI)
floppy disk.
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Insert the floppy disk into drive A:.

4 Use the default options.

The computer installs the options, then returns to the set-up window:

) & Setup =] B3
5 CI|Ck Fleasze Install Datamax and then the Feature Pack.

Install

Feature —_ i F Install Datamax |
Pack. sPack - ‘

|

Note: The Feature
Pack is also on the
DataMax CD-ROM.

6  Accept the
default
options.
After installation, the comiputer returns to the set-up window.

[ Click Exit.
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If Autorun isdisabled, use the following—or other appropriate—
method:

1
2

This opens the Run Installation
Program window. The computer
should find the SETUP. EXE
file on the CD-ROM drive.

Click Finish to

finish the installa-
tion. ok [ T ] Conoe

Insert the DataMax CD-ROM into the drive.

3 Control Panel 9 m] B3

Go |nt0 | Ele Edt View Go Favoites Help H - -=» -3 ¥ =
Wi ndOWS ™ JAQIdreSS I@ Cantral Panel j |J Links **

— FQJ =g = =
Control Panel. g A j

Add/Remave  DatedTime Desklop Dizplay
Programs Themes

Click AW o
~ Game IntellR) Intemet F.epboard -
Add/Remove Programs Properties 7 x|

Install/Uninstall | Windows Setup | Startup Diskl

Add/Remove
Programs.

@ Tainztall & new program fram a floppy disk or CO-ROM

drive, click Install.

This opens the Add/Remove sl sl
Programs Properties d|alog box: @ firicdio wE a prograrn or to maodify itz ingtalled

mponents, select it fram the list and click
Add/Remave.

Click Install... ke b o j

ATI Dizplay Driver

Dell Resource”D

Intel(F] PRO Ethermet Adapter and Software
LiveReq (Symantec Corporation)
Livellpdate 1.6 [Symantec Corporation)
Lotus Notes

Micrasaft FrontPage 2000 SF-1 =l
AddrEemave.. |

k. | Cancel | e i |

Run Installation Program

If thiz iz the comect installation program, click Finish. To
start the: automatic search again, click Back. To manually
zearch for the installation program, click Browse.

LCommand line for ingtallation program:

—
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Usersoutside of the USA:
Users outside of the USA receive a softkey device that connects to the printer port of

the host computer for software security. The softkey should be left in place on the host
computer at al times.
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Hardware emulation

Layout Selection |

1 start DataMax.

FL3-22 Generic Layout
2 Load a Iayo UT. ——> s
FL3-22 with Awutopolanizers
FL3-22 with 2-Pozition Sample Changer and Autopolanizers
Lifetime
Lifetime with Autapolarizers

Click OK to continue:
3 The Computer I; Qg I Cancel | Browsze. .. |

Select configuration to wark, with:

asks if
DataMax should SpectiAcy |
emu I ate hardware @ Cannot connect ko controller. Emulate?

Click Yes to continue.

Browse through the menus to become familiar with the software layout before the sys-
tem installation. For more detailed information about installing, launching, and operat-
ing DataMax for Windows™, see the Datamax Software Manual.
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3. Getting Started

System startup

To ensure a smooth boot-up and no damage from the xenon-lamp ignition, follow the
start-up sequence listed below.

1 Switch on
xenon lamp.

a Switch on “power”. b Ignite “main lamp”.

7  Start the Lifetime Electronics Rack.

3 Start the SpectrAcq.

a Make sure the boot disk is in the floppy drive.

b Push in the power button to start. Immediately below
the power button, the green LED indicator lamp
should turn on.

4 Start the other lifetime power supplies (HV DC-
bias, RF amplifier) not connected to rack.

5  Start automated accessories (temperature bath,
MicroMax, etc.).

6 Switch on the host computer and peripherals.
The SpectrAcq takes ~ 1 min to load the drivers on the boot disk.

[ Click on the DataMax (Instrument Control Center) icon
to run DataMax.

3-1




Lifetime v. 2.0 (20 Apr 2001) Getting Started

Load steady-state layout

Layout Selection
1 The Layo Ut Se' Select configuration bo wark with:
|eC tlon Wl n dOW L 055 Coronic Lavoi

A FL3-22 with 2-Position Sample Changer
FL3-22 with Autopolarizers

FL3-22 with 2-Position Sample Changer and Autopolarizers
Lifetirme

Lifetime with Autopolarizers

appears:

Choose a steady-state
layout with no special
accessories.

. . | I SNCE! [OWEE. ..
7 The Lifetime - T~ |

System spends ~ 1 min initializing the auto-
mated monochromator drives and slit motors.

E# Instrument Control Center - LAYDUTO5.LAY 9 [=] E3
3 The |nStrument Spstem .-'En.ppllcahu:uns Help
Control Center Ry
. =T
appears: —

4 Start one of the four available applications:

Run Experiment = Real Time Display L
Ak €3

Visual Instrument Setup % @ Constant Wavelength Analysis
ik

@Note: When initialized properly, these icons in the Instrument Control
Center will be multicolored. If they are gray, this means the system
has not been initialized, or the “emulation” mode has been se-
lected.
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Change from lifetime to steady-state mode

With the system initialized with a steady-state layout,

1

I/O drawer’s Steady State LED is illuminated.

The I/O
drawer’s
LEDs
show the
operating

mode.

Turn the Modulator Position
knob to Steady State:

The electro-optic modulator (Pockels cell) is now

out of the light path.

Turn the Source Position knob to
Xenon:

Open the iris lever fully.

(When facing the
front of the sample &
compartment, Note: Some irises

maximum left.) open to the right.

A

Set the manual slit to 7 mm
(open wide).

The corresponding apertures around the modulator
are open wide for steady-state measurements.
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Verify that the system is in steady-state
mode:

Ja“c Real Time Dizplay

File Dptions Preferences Help

6  Open Real Time Display. ~ [PLi® &l %

I Intengity — || Monos [nm)
Ks XE [ Increment

[ Check thatthe Sde- | g 1 _
tector units are cps _~Tr 25 i s
(counts per second) 7 fooncon

H¥ | Intearation [zec)
0.1000

[ |
hd

and the R detector By ——
units are lJ.A MEEY @ Ex1 O EMT
ﬂ' Side Entrance
" High Voltage [V]
[~ HY On Side E it
S o0 [ ]
T [0 =]
| Intensity
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Steady-state system performance checks

As part of routine maintenance checks, first examine the steady-state performance of
the Fluorolog®-Tau-3. We recommend a check of the steady-state system calibration
before each day of use. Scans of the xenon-lamp output and the Raman scatter band of
water are sufficient to verify system calibration and throughput.

* Calibration is the procedure whereby the drive of each spectrometer is refer-
enced to a known spectral feature.

»  Throughput is the amount of signal that passes through and detected from the
system. The throughput relates to the signal-to-noise and sensitivity of system.

The Fluorolog®-Tau-3 is an autocalibrating spectrofluorometer. This means that the
system initializes its monochromator’s drives, locates the zero of each drive, and as-
signs a wavelength value to the low limit of each drive from a calibration file. It is wise
to check the calibration prior to each day’s session with the instrument.

The following procedure details the steady-state calibration checks and recalibration, if

necessary, for the Fluorolog®-Tau-3. For further information on how to run experiments
or use Real Time Display or Visual Instrument Setup, refer to the next chapter, Lifetime Ac-

quisition, or the DataMax Software Manual.

For these calibration checks, a single sample mount or automated sample changer
should be the only sample-compartment accessory used.

The scans shown in these instructions are examples. A Performance Test Report for the
new instrument is included with the documentation. Use the Performance Test Report
to validate the spectral shape and relative intensity observed during the calibration
checks.
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Excitation calibration check

This calibration check verifies the wavelength calibration of your excitation mono-
chromator, using the reference photodiode located before the sample compartment. It is
an excitation scan of the xenon lamp’s output, and should be the first check performed.

\1

1 Secure the lid of the sample
chamber in place.

2 On the Run Experiment toolbar,
select the Experiment button

A
A% DataMax

Fil= Edit Wiew Collect Peaks Seach  Arithmetic Option:  Help

B (&) ST AR =(=)-

This opens the Emission Acquisition dialog box:

Emission Acquizition

IC:\DATAMAX\detD.er DataFile... | I Bun
Scan Start(nm) |385.DDD Scan Endnm] |45E|_DDD At
Integration save [ Sae
Increment{rm] ID.EDD Thie 5] ID.‘IDD Exp E—
Excitation [nm) |35U.U|j|j Cancel
Mumber of Scans |1 Exp Type...
Signals... | Sits... | HY o] T ——
—Sample and Real Time Proceszing Info
Sample ¢
I 1 =
Setup File... | | Dark Offset A~ Points 171,
Corectian... | Blank. .. Shutter...
Start Time
|— & |mmediate " Delay |
Select Expenment Type E

3 Click on the Exp
Type button.

This opens the Select Experi-
ment Type dialog box:

E mizzion Acquisition
‘Ercitation Acquisition
ynchronous Acquisition
Time Baze Acquisition
Multigroup Acquisition

4 Ch Excitati . |
00se Excitation Cancel
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Acquisition.

Click OK to close the Select Experiment Type dialog box. The Emission Acquisition
window converts to Excitation Acquistion. (For calibration and calibration verifi-
cation, always adjust the excitation spectrometer first.)

Getting Started

5  Set the scan parameters for the xenon lamp
scan:

a In the Excitation Acquisition dialog box:

Name the experimental parameters | anp. exp, Use a filename | anp. spc,
Start the scan at 220 nm, End the scan at 600 nm,

Step the wavelength by 0.5 nm, Use an Integration Time of 0.1 s.
Set the emission to 650 nm,

Perform 1 scan.

Excitation Acquisition

Scan Start[nm) I22E|_E|EID
|nrement]nrm] ID.EDD
Emizzian [nm] |ESD.DDD Y. Cancel

\ Mumber of Scans I'I J Exp Type...

Signals... Slitz... | H [an]

\

F:ADATAMA= M amp.exp

DataFile... ||Iamp.spc
Scah Endininm) ||3|:|[|_|:|[||;| At

Save [ Save

Integration
T (=] ID.'I ] Exp

— Sample and Real Time Processing Info

*enon Lamp Profile Sample

Setup File...

| Dark Offset [~ Points:  B81.

Carrectian... | Blank... Shutter. ..

\
(o Imméfliate = Delay

\
Describe the file as the spectral profile of the xenon lamp.

|' Start Time
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b

C

d

Click on Signals... Signals E
. . . Data
This opens the Signals dialog Channel e Units
box. 5 = R )
Enter R (reference), then click ? icps)
OK to close the box. o =
?g = cps]
L= cps)
Function [cps]
N [zpsl
: [cpsl
] << Clear all I
L ¢ Bemowe I Cancel

MOTE: Comected Data [eg. S is in the farmn:
Final = [Measured - D ark. - Blank] * Cormrection

where Blank and Comection files were previouzly
measured.

Click on Sits...  E

This opens the Slits
dialog box.

Set the excitation Bz | |1.5E|EI
entrance and exit Emizsion 1 |1.EDE|

slits to 1.5 nm.
Click OK to close
the window.

If the slits’ units are

.  SltUnitg 5 [nm)
not 1n nanometers

ak.
Band Pazs
(nm), then open Cancel |

Visual Instrument
Setup, select Options, then Units, and set the slits’ units to nm. Use the refer-
ence (R) detector channel.

Click Run to execute the scan.
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L amp scan for single-monochromator systems.
B DataMax =] E3

File Edit “iew Collect Peaks Seach Auithmetic Optionz  Help

B[k IR R ENEN D

structure ~ 450 nm

calibration pepk
at 467 nm

—

broadband
05
2 an = a0 & an = &n
(A FiiEvelength (nm) Paged ¥-Zoom CURS0R
File # 1 = LAPaQ 11/2/99 2:47 Phd Res=Mone

Henon Lamp Profile on Fluoromax-3 S/M 0014

||§|| LAMP33 | Xenon Lamp Profile on Fluoromax-3 SM 0014 | 110209 | ¥Y-Zoom | CURSOR | 3701 | 1:44PM |

Xenon-lamp scan for an FL3-11 spectrofluorometer.

L amp scan for double-monochromator systems:

On a double-monochromator system, the 467-nm line is no longer the most intense
peak within the spectrum. Take care to isolate the 467-nm calibration line from other
peaks- i DataMax

File Edit Wiew Collect Peaks Seach Aithmetic Options Help

B ] 1 iR e < e[ [ =] 8 e M|

14-]
v

0g-

0}

Xenon-lamp

04

scan for a
double-mono- 02,
chromator 467 nm
spectro- °|
fluorometer. 20 300 250 i P 530 550 B0
{rmi) £ W avelength (nm) Paged Y-Zoom CURSOR
File #1 = LAMP1 2/28/01 8:56 AM Res=None

Henon Lamp Profile

[E] | Lamr1 | Xenon Lamp Frofile | /28100 | ¥-Zoom | CURSOR | anami | z4apm

39
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6  Find the calibration peak for the xenon-lamp
spectrum.

The 467-nm peak is used for excitation calibration. The intensity of this spec-
trum should be noted for reference, although it is not used for instrument speci-

fications.
Yes Is the peak at No
467 + 0.5 nm?
A 4
Instrument is within Instrument is not within
specification. specification.
Goto emission cali- Recalibrate excitation
bration check. monochromator.
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Excitation monochromator recalibration

Re-calibration of the Tau-3 is performed by moving to the position of the observed
peak, going into Visual Instrument Setup, and telling the software the correct position at
which this peak should be. The software will save this change in position to the calibra-
tion file.

1

Getting Started

Note the wavelength where the 467-nm peak

was observed.

Open the Real Time

Display.

Set the excitaf-ion 1

monochromator to
the position where

the peak was
observed.

Hit the Tab key on the
keyboard to set the

monochromator to the entered

value.

# Real Time Display

Eile  Dptions  Preferen

cez  Help

SLITS

| | o

| Intenzity

S R
BI3000000 ope
m |-|15932

tanoz [hm]
[nizrement

R

[
[T Ex1 [599.9721

:E EM1 )

" Integration [zec)
|0.5000 =

" Band Pasz [nm]

® Ex1 (CUEMT

| [Status Meszage

Close the Real Time Display.
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5 Yizual Instrument Setup - DFLT.SET M=l E3
Open the File “iew Optionz  System  Help

Visual By
Instrument
Setup
dialog box:

{__=.

e

:-:'
\

L——ZF Note: The Visual
Instrument Setup
will vary, de-
pending on the
instrument con-
figuration.

;ﬁhrHem,pmssF1 Epexmmmﬁémn

6 CI |Ck on Grating/Turret |
T E xcitation 1800F
th € g ratl n g Pozition: 300001 mm I]
fOI’ th e — Tumet Selection [H/mm] [Linear Disp. nmemmm]
. ] o= - o1
excitation ;!E.r.@.!@ng.];
€ Eratitg 2

mono- € Grating 2 / Calibrate... |
chromator. Change... | e |

The Grating/Turret
dialog box appears.

[/ Click on the Enter Conect Position 3|
Calibrate... button. Excitation 180DF

nrmn

Puozition
This opens the Enter Correct Position i
dialog box:

8  Enter the actual
xenon-lamp pea

9  Click OK.

The excitation monochromator should now be calibrated.
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10 Click Close to close the Grating/Turret dialog box.
11 Close Visual Instrument Setup.

12 Confirm that the excitation monochromator is
calibrated by running another lamp scan in Run
Experiment.

This time the peak should occur at 467 + 0.5 nm.

3-13




Lifetime v. 2.0 (20 Apr 2001) Getting Started

Emission calibration check

J

.

4 T
e * |

o

Note: The emission calibration of the instrument is directly affected by the
calibration of the excitation monochromator.

This calibration check verifies the wavelength calibration of the emission
monochromator with the emission photomultiplier tube. It is an emission scan of the
Raman-scatter band of water performed in right-angle mode. This check should be per-
formed after the xenon-lamp scan. When completed, the performance of the system has
been verified.

The water sample should be research-quality, triple-distilled or deionized water. HPLC-
grade (18-MQ spec.) or equivalent water is suggested for the Raman scan. Impure sam-
ples of water will cause elevated background levels as well as distorted spectra with

(perhaps) some unwelcome —
peaks. et

-4 4
——FNote: Avoid glass or acrylic cuvettes: they
may exhibit UV fluorescence or filtering ef-

fects.
1 Insert the
water sample into the sample compartment.

With an automated sample changer, note the position number in which the sam-
ple cell is placed.

Use a 4-mL quartz cuvette.

2 Make sure the lid of the sample chamber is se-
curely in place.

3 In the Run Experiment toolbar, choose the Experi-
ment button.

i DataMax

File Edt “iew Collect Peaks Search Arnthmetic Options Help

o Bl

This opens the Emission
Acquisition dialog box.

Select Experiment Type E2

E rizzion A cquizsition
E wcitation Acquizition
Synchronous Acquisition
Time B asze Acquigition
Multigroup Acquizition

a Click on Exp Type to
open the Select Experi-men
Type dialog box:

Choose Emission

Acquisition. Click OK to Eame|m|
close the box.
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b

In the Emission Acquisition dialog box:

Name the experimental setup wat er . exp,
Start the scan at 365 nm,
Step the wavelength by 0.5 nm,

Getting Started

Use a filename wat er . spc,
End the scan at 450 nm,
Use an Integration Time of 0.5 s.

Set the excitation to 350 nm,
Perform 1 scan.

C

d

on Acq D =
E=periment... | IF:\.D.-’-'A.T.?-\M."-‘-X'\water.EHp DiataFile. . Iwater.spc Bun
Scan Startfnm) |355,E||j|:| Scan End(nm) |45|j,[||j|:| Auto
|nerement{nm) Itearation [5] 5EE:I-:VB u s=e
IEI.5EIEI e IEI.5EIE1 ]
Excitation [nm] 350.000 Carncel
\ Murnber of Scans I'l J Exp Tvpe...
Signals. .. | Slits... | H (o)
—Sample and Real Time Proceszing Info
Wwhater Faman Scan for Emiszion S enzitivity Sample
-
S DakOffset [ Paintss 171
Carrection... | Blank.... Shgttei‘... |
Start Time \
’7 * Immed\?te " Delay |
\ .
Describe the file as a water Raman-emission spectrum.
. . Signals
Click on the Signals... .
i Chanrel oelsEEE Units:
button to open the Signals Signal
dialog box: E‘/;/)ls
Set the signal (S) detector— | | o
Click OK to close the box. e =
Function
4
] [ ccoearan | [ i
5 =
<< Remove I LCancel |
MNOTE: Comected Data [eq. Sc) iz in the form:
Final = [Measured - Dark - Blank] * Comection
. B where Blank and Correction files were previousiy
Click on the Slits... button measured

to open the Slits dialog
box:
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Set the slits to 5 nm.
Click OK to close the
box.

E =citation 1 |5_|:||:||:|
If your slits’ units are ~_Emiszion 1 IE.DEIEI

not in bandpass units
(nm), then open
Visual Instrument
Sewp, select Sl Units e
Options, then Units, B

. . and Pazs
and set the slits’ units Lancel |
to nm. If you have a
Front-Face/Right-Angle accessory, set it to the RA position.

(rim]

e Click Run to execute the scan.

Your spectrum should resemble the following:
E DataMax M= E3

Filz= Edit “iew Collect Peaks Search Anthmetic Options Help

—a [ 3 P ]S = m

T T T T T T T T
aF0 30 Ja0 A 410 a0 a0 aal) 430

[cp=) § Wiavelzngth (nm) Paged Y-Zoom CURSOR
File # 1 = HZORA09 11299 2:54 Ph Res=HNone

Wfater Raman Scan for BEmission Sensitivity on Fluoromax-3 S0H 0014

||§|| HZ0RA99 | WWater Raman Scan for Emission Sensttivity on Fluoromaec-3 SR 0014 | 11/283 | Y-Toom | CURSOR | 37 | Z32PM | |
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The Rayleigh scatter band [

or excitation band, which T

is about 10 times the &=——1 Note: Observed throughput (and hence
intensity of the Raman peak intensity) is affected by lamp age
band, occurs at 350 nm and alignment, slit settings, and sample
(the excitation purity. As the xenon lamp ages, the
wavelength). The scan throughput of the system will decline
begins at 365 in order to slowly. Therefore, low water Raman peak
avoid detecting the intensity may indicate a need to replace
Rayleigh band. the xenon lamp.

L= .9

l..l’;l

Is the peak at
397 £ 0.5 nm?

Yes

Instrument is within Instrument is not within
specification. specification.
Calibration is com-

plete.

Has the excitation
monochromator
been calibrated?

Yes

Go back to Excitation
calibration.

Continueon to
Emission re-
calibration.
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Emission recalibration

Calibration for the Tau-3 is performed by:

* Moving to the position of the observed peak,

* Going to the Visual Instrument Setup application, and

* Telling the software the correct position for this peak.
The software will save this change in position to the calibration file.

1

Getting Started

Note where the 397-nm peak appears.

=E= Real Time Display

Open the Real Time

File Optionz  Preferences  Help

Display. SLITS Eﬁl EI::;EJT }Q
T Intensit " Monos [nm)
Reset the X5 |yi R Increment —
emission S, ||
Ex1 (5999721
monochromator to |g 0882 4 %ﬁ

ntegration [zec)
[0.5000 =

the position where 0
the peak was
observed. EEE% -2

" Band Pasz [nm]

@ ExX1 (I EMI

Hit Tab on the keyboard to set Summmmms
the monochromator to the -

03375 I%I

entered value.

| Status Message

Close the Real Time Display.
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5 Open the Visual Instrument Setup dialog box:

£ Yizual Instrument Setup - DFLT.SET M= B4

3

7 File “iew Optiong Sweztem  Help
=——7 Note: The Visual = peer [, |
Instrument Setup =
will vary, de-
pending on the
instrument con-
figuration.

T

6  Click on the
grating for

460.013 rim

the
emission
mono- Fluorolog -3
chromator.
ForHelp. press Fi ‘Spex Instrurnent
Grating/Turret Ed |
Emizzion 180F
. Position; 399, i
The Grating/Turret dialog box  Turret Selection [#/mm]
appears. ¥ Grating 1 1200,
. = Gratita? — — E
[ Click on the —— e |

Calibrate... button. changer | | [ |}

Enter Correct Position

This opens the Enter Correct Position

dialog box: Emission 120F

Position E30. nm
Calibration Positian: 397’1
8  Enter 397 nm, the /’Iﬁ
actual peak position 2 0K Cancel |
using 350-nm -
excitation.

9  Click OK to close the dialog box.

The emission monochromator now should be calibrated.
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10 cClick OK to close the Grating/Turret dialog box.
11 Close Visual Instrument Setup.

12 Confirm that the emission monochromator is
calibrated by running another water Raman scan
in Run Experiment.

This time the peak should occur at 397 + 0.5 nm.
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Notes on excitation and emission calibration

* Two experiments, | anp. exp and wat er . exp, have been defined and saved.
They can be run, after the system is switched on each day, to check the calibra-
tion and performance of the Tau-3.

* Jobin Yvon recommends that the number of hours of xenon-lamp use be re-
corded in a log (see sample sheet in the Fluorolog®-3 Operation Manual, Xenon
Lamp Information & Record of Use Form).

* Additionally, you may want to record the water-Raman intensity daily or
weekly.

* The lamp is rated for 1800-2000 h. The Raman intensity drops over time. When
the signal-to-noise ratio becomes unacceptable, you may wish to change the
lamp sooner.

§

:1
\

== Note: Lamp output in the UV drops the fastest over time.
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Lifetime system performance checks

Do performance checks of the Lifetime components of the Fluorolog®-Tau-3 every 50 h
(or sooner for questionable performance) of time-resolved use. The performance check
examines the AC and DC signals, as well as depth of modulation, on a scatterer such as
glycogen or Ludox®, then runs a lifetime acquisition of a standard fluorophore, POPOP,
versus the scatterer.

Change from steady-state to lifetime (dynamic) mode

Layout Selection
1 Load a Ilfetl me Select configuration to wark with:
Iayo ut FL3-22 Genernc Layvout

FL3-22 with 2-Position Sample Changer

FL3-22 with Autopolarizers
(For the perfor‘rnal.lce /7 FL3-22 with 2-Pozition 5ample Changer and Autopolarizers
check, load a lifetime S
layout with no special Lifetime with Autopolarizers
accessories other than an
optional automated
sample changer). I

Ok, I | Cancel I | Browse... I

2 Turn the
Modulator
Position knob to
Lifetime.

3 Turn the Source Position knob to
Xenon.

4 Close the iris @
Note: Some irises
most of the way. - close to the left.

(¥4 of the way to the right)

5  Set the manual slit to narrow (0.75 mm).

When the layout is loaded, the DataMax icons should be colored in. (If
they are in grayscale, then the instrument is running in emulation mode.)
The LED on the I/O Drawer is now set to Lifetime mode for the detection
system and electronics. You can also verify that the system is set for I
lifetime operation: Go to Real Time Display and note that the detector signals are in DC
and AC volts, along with a display of the modulation and phase of the signal.
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Check the AC, DC and modulation values for a scatter-
ing sample

The Fluorolog®-Tau-3 instrument should be switched on already and in Lifetime mode.

1 Prepare a dilute solution of glycogen or Ludox®
in triple-distilled or de-ionized water.

2 Place the scattering solution in the active posi-
tion of the sample changer.

3 Go to the Real Time Display.

Verify that your initial settings match those in the previous section.

:Z: Real Time Display

File Option:  Preferencez  Help
4 Move mono-
cLosc| RESETH XFE

chromators:
Manos [nrm)

. . Increment
Excitation: 370 nm =
Emission(s): 370 nm e 370000 =

B EM1 [FOO000 o

5  Set Integration
time to 0.5 s.

Slits [rnn)
@ EX1 O EMI

Side: Entrance
£.0000 =

6  Set instrument e o

slits: e 100 g
Excitation entrance: 6 mm I T /, i'
Excitation exit: 0.3 mm
Emission slits (optional): 6 mm
Intermediate 3™ slit (optional on

double-grating monochro-

Note: Use mm units. To switch to
mators): 6 mm mm, go to Visual Ingtrument Setup or
load default lifeti experiment.

[ Set detector 8  Set Frequency
high-voltages: to 10 MHz.

Reference (R): 400 V

Signal (S): 800 V

T-Side (T): 600 V (if 2" emission
detector is present)
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9  Adjust concentration of scatterer to yield 1.0 V <
AC<4.0V.

10 Verify that the modulation (Mod) is ~1.0 on alll
lifetime detectors.

If the modulation is acceptable, then the basic lifetime performance check has been sat-
isfied. To do a test scan, however, to check the performance of the lifetime system, fol-
low the tutorial for a lifetime scan of POPOP versus glycogen in Chapter 8: Tutorials of
this manual.

If the modulation is <<1.0, optimize some of the user-adjustable options on the system,

and check that other settings have not been disturbed. Refer to Chapter 10: Trouble-
shooting of this manual for additional suggestions.
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Adjustments to improve modulation or AC and DC sig-
nals

For good lifetime operation, a highly collimated beam must pass orthogonally through
the faces of the Pockels cell. This yields strong AC and DC signals, along with a modu-
lation ratio >1.0. The primary consideration is to have a narrow beam both before and
just after the modulator compartment. Therefore, the slits and iris around the modulator
are kept small during lifetime operation. The RF signals and external DC bias applied
to the modulator and PMTs are set for optimal system performance. Variation of these
settings will directly affect the signals and modulation seen from the system.

Verify that all system components are switched on. If a particular Lifetime controller or
power supply is not receiving power, signals will be affected.

Toimprovelow AC or DC signals:

1 Open excitation entrance and emission slits to 7
mm (wide).

2 Increase the high-voltage bias to the appropriate
detectors.

The Lifetime detectors may be biased up to 1200 V. The normal range for the
reference detector is 300—800 V, while the range for the S and T emission detec-
tors is 600—1200 V. Emission detectors require different levels of bias depend-
ing on the concentration and fluorescence yield of the samples being measured.

3 Increase the scatterer’s concentration.

For fluorophores, the recommended concentration levels are up to 0.1 A. You
may use concentrations of up to 0.4 A, but artifacts may appear in the data.

Toimprovelow AC or DC signals and change the modulation:

4 Open the manual slit.

This will diminish the modulation value as it increases the AC and DC signals
to all detectors.

5  Open theiris.

As the iris opens, the signal levels should increase, with a corresponding drop in
modulation.

6  Open the excitation exit slit.

This slit may be opened up, directly affecting the modulation ratio.
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If modulation refuses to increase acceptably, or AC- and DC-signal
levelsare<<1.0V

Unresolvable low modulation and signal levels point to poor optical alignment in the
modulator compartment, or elsewhere in the system. Re-optimize the alignment of the
Pockels cell in the modulator box. This procedure is explained in Chapter 11: Mainte-
nance.

No modulation (< 0.01 at 10 MHz on a scattering sample) or no AC or DC signal (<
0.005 V at 10 MHz on a scattering sample) indicates that a major system component
has no power, set incorrectly, or has failed. Consult Chapter 10: Troubleshooting for
assistance in finding the cause of the absence of signal.
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Getting Started

Useful materials for characterizing system

and samples

The following are materials that Jobin Yvon® has found useful in determining system
sensitivity or as standards for lifetime measurements.

Substance CAS Number  Purpose Emission Lifetime (ns)
Wavelength
Range (nm)
Anthracene (99+%, zone-refined) 120-12-7 Excitation and emission 380480 4.1 (in MeOH)
spectral characterization
9-CA (97%), or 9- 1210-12-4 Single-exponential life- 380-500 11.8 (in
Anthracenecarbonitrile time standard MeOH)
Europium(III) chloride hexahydrate 13759-92-7 Phosphorescence emis- 580-700 1.40 x 10°
(99.9%) sion and decay standard
Fluorescein (99%) 2321-07-5 Lifetime and sensitivity 490-630 4.02 (inpH >
standard 11)
D-glycogen 9005-79-2 Light-scattering standard 0
LDS 750, or Styryl 7 114720-33-1  Single-exponential life- 680-700 0.248 (in
time standard MeOH, A, =
568 nm)
LUDOX", or colloidal silica 7631-86-9 Light-scattering standard 0
(Me),POPOP, or 1,4-bis-2-(4-methyl-  3073-87-8 Single-exponential life- 390-560 1.45 (in
5-phenyloxazolyl)-benzene time standard EtOH)
B-NADH (B-nicotinamide adenine 606-68-8 or Single-exponential life- 390-600 0.38 £ 0.05 (in
dinucleotide) 104809-32-7  time standard pH=17.5)
POPOP (99+%), or 1,4-bis(5- 1806-34-4 Single-exponential life- 370-540 1.32 (in
phenyloxazol-2-yl)] benzene time standard MeOH)
PPD (97%), or 2,5-diphenyl-1,3,4- 725-12-2 Single-exponential life- 310440 1.20 (in
oxadiazole time standard EtOH)
PPO (99%), or 2,5-diphenyloxazole 92-71-7 Single-exponential life- 330480 1.40 (in
time standard EtOH)
Rose Bengal (90%), or 4,5,6,7- 632-69-9 Single-exponential life- 560-680 0.98+0.10
tetrachloro-2',4',5',7'- time standard
tetraiodofluorescein
p-Terphenyl (99+%) 92-94-4 Single-exponential life- 310410 1.05 (in
time standard EtOH)
Water (18-MQ, de-ionized, triple- 7732-18-5 water Raman sensitivity

distilled)

test
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4: Fluorescence Lifetime Measure-
ments

This chapter deals with all aspects of the fluorescence lifetime acquisition, from the
choice of standards, to pre-experiment settings, setting up the actual scans, and finally
viewing the data collected, and modeling the results. Throughout, the chapter provides
suggestions on how to optimize the system and the samples for best results.

Theory behind lifetime acquisitions

During alifetime acquisition, the excitation light at a particular wavelength is modu-
lated sinusoidally using the Pockels-cell electro-optic modulator. This modulated light
isincident upon the sample minus a small percentage directed to a reference detector.
The sampl€e’ s response shows a demodulation (reduction in the AC component relative
to theincident signal) and a phase-shift, determined by the lifetime of the excited state
or other sample properties. The modulation and phase-shift are measured across an ap-
propriate frequency range for the sample.

For the lifetime acquisition, a standard with a known single-exponentia lifetime is used
along with the unknown under study. M easurements are performed by alternately ob-
serving the standard and unknown at each frequency. The standard is used to remove
the instrumental response from the measurement of the phase angles and demodulation
values.

The results of the acquisition are saved in adatafile (. DAT) where they can be fitted us-
ing the modeling software provided with the instrument, or with an external package.
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Performing lifetime acquisitions

Steps to completing a successful lifetime acquisition

Determine the steady-state spectra of the un-
known.

Decide on a sample geometry.

Choose an appropriate standard sample.
Choose the instrument geometry.

Set up the instrument for lifetime acquisitions.
Balance the standard and unknown.

Define the experiment scan parameters.

Execute the acquisition and observe the data
collection.

Model the data properly and validate the fit.

1  Find steady-state spectra of the unknown.

The first requirement for running a good lifetime acquisition is to know the steady-state
fluorescence characteristics of the unknown. The Fluorolog®-Tau-3 may be used in
steady-state mode to measure these spectra for the unknown. Knowledge of the excita-
tion and emission characteristics is necessary in order to choose the proper wavelengths
for the lifetime acquisition, aswell asto avoid artifacts (e.g., Rayleigh or Raman scat-
ter) from introducing noise into the measurements.

@Note: Run an excitation scan and emission scan, which show the

fluorescence characteristics for the unknown, before attempting to
measure fluorescence lifetimes. Having the entire scans available is
best, in case no optimal standard for the measurement is possible.
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2  Decide on sample geometry.

In what physical state will the sample be measured? The preferred state for measure-
ment in the Fluorolog®-Tau-3 is an agueous solution held in a4-mL non-fluorescing
guartz cell. Other sample geometries, however, are possible. Perhaps the sampleisa
powder, or pressed into athin film or pellet. Other samples may be available only in
small quantities, requiring amicrocell. Some samples may require being heated to a
specific temperature, or cooling well below 0°C using aliquid-nitrogen or liquid-
helium cryostat.

Carefully consider the sample geometry necessary for a proper measurement before set-
ting up the instrument for the lifetime acquisition. This dictates the types of standards
(and their geometries) to use, as well as the scan options and measurement geometry
that must be chosen to yield valid results. Verify that the chosen sample geometry for
measurement will not change the fluorescence characteristics of the sample.

3 Choose the standard.

The choice of agood standard is perhaps the most important of all stepsin this proce-
dure. The standard is used to correlate the instrumental measurements of phase and
modulation on an unknown with those on the known. Such comparison removes in-
strumental artifacts from the desired data. Therefore, choosing a poor standard, or in-
adequately measuring the standard’ s characteristics, can be detrimental to the quality of
the results.

The standard must satisfy the following criteria for the best results:
* A single exponentia lifetime or a scatterer

* The same geometry as the unknown

* Similar excitation and emission characteristics as the unknown

The standard must be a well-characterized fluorophore with a single exponential life-
time, or be a scattering material. The lifetime of the standard must be known accurately
and entered in the experiment-definition window. A list of some suggested fluorophore
standardsis provided at the end of Chapter 3, with their peak excitation and emission
wavel engths and room-temperature lifetimes.

Scattering samples are especially convenient, for most can be used over awide excita-
tion range, alowing for use with a multitude of unknowns, without worrying about the
color effect. When using a scattering sample, set the lifetime to 0.000 ns (for thereis no
absorption). For the lifetime scan, use the same excitation wavelength for the scatterer
as for the unknown. The scattering samples we recommend are listed with the fluoro-
phores at the end of Chapter 3.

In most cases, a scattering sample is sufficient to obtain good results from the meas-
urements. Use of a single exponential fluorophore with similar excitation and emission
characteristics to the unknown is preferable, especialy if the sample has a multi-
exponential decay, and the lifetime of the standard is similar to the average lifetime of
the unknown sample.
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Use the same sample and measurement geometry for your standard as for the unknown.
The more similar the excitation conditions for the standard and unknown, the more ac-
curate the results. For example, to measure athin film using the front-face option in the
Fluorolog®-Tau-3, choose a fluorophore in a thin film or use a scattering block with
front-face geometry.

The standard should have similar steady-state excitation and emission characteristicsto
the unknown. To minimize the color effect, find a standard to match the excitation and
emission wavelengths within 20 nm. Ideally, these wavelength pairs are identical for
the standard and unknown. A scattering sample of glycogen or Ludox® is particularly
useful for matching the excitation wavelengths, and is recommended as a good general
standard.

4 Choose instrument geometry.

Specify the instrument geometry to be employed for the lifetime acquisition. The in-
strument geometry options can include (but are not limited to):

* Right-angle versus front-face measurements

T-side versus S-side detectors

Xenon lamp versus external laser source

Monochromators versus optical filters

Sample-changers, single-cell mounts, solid-sample holders, fiber-optic platforms,
cryostats, and other sample-related devices.

* Polarizers

* Temperature baths

Choose the best available instrument setup and accessories using an appropriate amount
of timeto yield the best results. A further discussion on the use of different instrument
geometries to improve results can be found in the “ optimizing results’ section of this
chapter.

5 Decide on instrument set-up for lifetime acquisi-
tions.

Boot up the software in lifetime mode, to collect a lifetime acquisition with all lifetime
controllers and power supplies turned on. Set the appropriate optical settings and in-
strument options manually to the proper positions for lifetime mode. Load the appro-
priate lifetime acquisition layout (depending on the accessories for the scan). While the
software is loading, verify that the Pockels cell isin the light path, the iris aperture and
intermediate dit are set for lifetime mode, and the laser mirror/xenon-lamp selector is
in the proper position (see Chapter 3 for a detailed description of changing from steady-
state to lifetime mode and back). When the software is running, verify that the lifetime
rack indicates Lifetime mode.
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6 Balance the standard and unknown samples.

It is essential to match the

DC emission signal

intensities for the unknown ‘

and standard samples, and Warning: Failing to properly set the system

to set up the system so that for the measurement will lead to errone-
all of thesignal levelsare ous and noisy results.
in the appropriate range.

When setting signal levels and balancing the samples, use the Real Time Display. Real
Time Display alows choice of detectors to be used for the acquisition. Windows in Real
Time Display display the signal levels and high-voltage applied to each detector, along
with Signal Balance (the selected excitation/emission wavelengths and sample-
changer position for each sample). When setting signal levels and balancing is com-
plete, the Transfer function allows the settings to be moved directly into the lifetime-
experiment definition.

If, during this procedure, satisfactory signals or a good balance cannot be achieved,
then reconsider the choice of standard sample, sample geometry, or instrument set-up.

[ Set the initial instrument settings.

The instrument should be set up with reasonable initial settings for lifetime measure-
ments.

In lifetime (dynamic) mode, the instrument settings conform to different requirements
than for steady-state. The Pockels cell (electro-optic modulator) in the light path re-
quires the excitation light to be highly collimated for the most efficient modulation.
Light slightly off-axis reduces the effective modulation ratio observed from the instru-
ment. To achieve good modulation, the apertures at each end of the modulator box must
be kept as small as possible. Therefore, set

the dlits directly adjacent to the modulator
box to a small opening, and close down the
iris aperture at the modulator box entrance. Warning: Settings on the RF

amplifiers and the HV bias
supply are optimized at the
factory and during installa-
tion, and should not be ad-
justed by the user.

The other dlitsin the system are used pri-
marily to set an appropriate signal level.
Therefore, by default, set the entrance dlits
(and intermediate dlit, if applicable) in the
excitation monochromator and the slitson
the emission monochromator (if used) wide
in dynamic mode. The high voltages fixed in steady-state mode for photon-counting
measurements may be adjusted in dynamic mode to optimize the signal levels. Set the
monochromators to the wavelengths corresponding to the desired excitation and emis-
sion peak pair for the unknown sample. The standard sample should have similar char-
acteristics to the unknown, to minimize the color-effect described earlier. If the Stokes
shift between the excitation and emission peak is narrow, use good experimental prac-
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tice to excite at a shorter wavelength than the excitation peak, and set the emission to a

longer wavel ength than the emission peak, to minimize scatter contribution to the
measurement. The excitation and emission wavelengths can be adjusted in the balanc-
ing procedure to help match the DC signals.

Initially, set the system to arelatively low frequency, where there is ample modulation,
in order to optimize the signal levels. Typically, we at Jobin Yvon choose 10 MHz as
this frequency for setting the signals.

Settings and their limits
In the center column of the following table, the recommended initial instrument settings
in Real Time Display to set and balance the signals are listed. On the right are the rec-
ommended extremes of adjustment during optimization and balancing.

Instrument parameter Initial value Limits for adjustment
Excitation and emission Dependent on steady state for Dependent on steady state for
wavelengths unknown and standard unknown and standard
Detectors S&RorT&R
Excitation dlits
Entrance 6.0 mm 2—-7mm
Intermediate (if applica 6.0 mm 2—-7mm
ble)
Exit 0.3mm 0.2-2mm
Iris aperture Vertical (midway between open Full range
and closed)
Modulator (Pockels cell) In light path
Source position Xenon source
Intermediate slit (manual 0.5 mm 0.2-2mm
bilateral dit)
Emission monochromator or
filter
Slits (entrance, intermediate, 6.0 mm 2-7mm
exit)
Cut-on filters Appropriate cut-on filter(s) for
excitation and emission wave-
lengths used for measurement
Detector biases
R 400V 300800V
Sor T with monochro- 800V 400-1100 V
mator
Sor T with optical filters 600V 400-1100 vV
Modulation frequency 10 MHz
Integration time 05s

Optimizing signal levels using the unknown sample

Optimizing the signal level on the unknown sample involves adjusting the glits, detec-
tor high-voltages, and other settings to obtain AC and DC signals on the emission de-
tector at 1-5V, and AC and DC signals on the reference detector to 1-5 V, with the
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highest modulation available for both. Optimize the AC signals first on the emission
detector, with the AC on the reference detector set later using its high-voltage setting.

Some instrument settings can be used to improve the AC without affecting the modula-
tion, and other adjustments improve the AC signal at the expense of the modulation.
Below are the recommended protocols for optimizing the levels on the unknown for
each particular condition.

To increase AC and DC signhals independent of modulation
1. Open emission sitswider (if using emission monochromator)

2. Open excitation entrance (and intermediate, if present) slits wider.
3. Increase high voltage to the detector.

To increase AC and DC signals at the expense of modulation
1. Open the intermediate dlit in the modulator box wider.

2. Opentheiris aperture wider.

3. Open the excitation exit dit wider.

To increase modulation while reducing AC and DC signals
1. Reduce theintermediate dlit width in the modulator box.

2. Reducetheiris aperture.

3. Reduce the excitation exit dlit width.

To decrease AC and DC signals independent of modulation
1. Reduce emission dits' width (if using emission monochromator).

2. Reduce excitation entrance (and intermediate, if present) dlit widths.
3. Decrease high voltage to the detector.

8 Balance signals for the standard and unknown.

Balance the DC signal intensity of the standard to the DC signal intensity of the un-
known. The DC signals should be within 10-15% of each other, and both AC and DC
signal levelsshould beat 1-5 V.

Real Time Display has awindow, Signal Balance, for  “gignal Balance

balancing the samples. Enter the excitation and - Chandard Unknown
emission wavelengths and sample-holder position |[1 2 2 4 12 3 4
for the standard and unknown. Click on the Set ® C CO0 C@C O
Standard and Set Unknown buttons to movethe ||[zgg =] [Ex | [250 =
system to the appropriate settings for each. =0 %' En | [4z0 %
The two adjustments to balance the samples are: Set Standard | Set Unknown |
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a Change the concentration of the standard solution.

Reduce the concentration to lower the signal, or raise the concentration to in-
crease the signal.

b Move to shorter wavelengths on the excitation band, or longer wavelengths
on the emission band, for the standard or unknown.

The further that the excitation or emission is moved from the peak, the lower
the emission signal.

In some cases, balancing the samples using the two steps alone isimpossible. The sig-
nal levels or concentration for the unknown then must be modified to alow the chosen
standard to work effectively for the measurement. In cases where the balancing still
cannot be accomplished, reconsider the standard and the entire experimental setup.

9  Set the lifetime-acquisition scan parameters.
a Start the Run Experiment application.

b Click on the Experiment button.

C This opens the Lifetime Acquistion dialog box. There are eight different sec-
tions to adjust within this dialog box:
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0 0 1 =
E=periment... | CADATAMAX popvgly. exp DataFile... | AbdasDATANpopygl spcl Run
Start Freq (MHz] 20,000 End FreqiMHzl [zanoo0 ?um S 5
P E— Inkegrati — ave
Nenber ol s [1 IR e || s |

Sequence——————— 3
Clinear (% Log

4 Std Ex [m) 360 Unkriown Ex [nim) 360
Std Emfnm Inknown Emfhm
roCess oy
S " Disciete Pairs = Interleave Sequence... Signas..
: Set Pt Std.
bin Awg |3 Dev [z (0.0 7 Standard |1 j Unknawn |3 j
bdaw Avg |5

Std Lifetime [nz] ||:|_[|[|
Sample and Real Time Processing Info

Lifetime Acquigition of POPOP vz, Glpcogen or LUDO Shutter... |
Setup File. . | | Dark Offset 8

— Start Time E stimated .
% |Immediate i~ Delay Timne L J

Load previously saved experiment and datafiles
Run and save the experiment

Adjust frequenciesto be run

Choose wavelengths

Unknown-versus-standard parameters
Hardware parameters

Statistics parameters

OO O1T B WDN PR

Sample and real-time processing information
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1 Load previously saved experiments and datafiles.

Click on Experiment to load a
previously saved lifetime-
acquisition experiment file. Use
the experiment-file browser
herein to search for adesired life-
time-experiment file.

Lifetime Acquizition

Click on DataFile to select afilename
under which the datafile isto be saved
during an experiment. Enter the file-
name and its path in the space provided.
Lifetime acquisition datafiles are saved
with a. DAT extension.

E:-:periment.* |I':i"ND-‘:"-T-‘3'-r‘-"-‘3'-‘P<"~l:":'l:'‘\“EI'.'r'-'E*?'il:| QataFiIe.+ | I'.ﬁ.M.ﬁK\D.ﬁ.T.ﬁ.Hpnpvgly.spc
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2 Run and save the experiment.

Click the Auto Save Exp I ~]|  Ciick on Run to execute alife-

checkbox to overwrite the kl/ |_—time acquisition.
gly.zpc: Fun

gﬁ’eﬂ mter?t file automf\tl i _ Click Save to save the experi-
Sett.y Wi ot {ﬁ“rstcutr “’f Auto — ment to the file listed in the Ex-
Ings & the Slart of an —oETE periment window. To save the

acquisition. uEﬁpk : : experiment file to a different
In Quick Scan, al phase —> Soan Cancel | filename, type in the name and
and modul ation data for path in the Experiment window
each frequency point in — and click Save.

the scan are taken for the Click Cancel to go back from

standard first. Then the the lifetime acquisition to the

user is prompted to insert main menu of the software ap-
the unknown (with an plication.

automated sample
changer, it is automati-

Hit the Exp Type... button to

cally moved into place), select the Lifetime Acquisition

and the unknown data are default experiment file when

taken. you are defining new lifetime
acquisitions.

@Note: Some error may be intro-

duced in Quick Scan, because the
data for each sample might be
separated by a long period.

Use Quick Scan when the sample cannot be placed in an automated sample changer
(e.g., low-temperature measurements or solids) to avoid the tedium of changing the
standard and unknown at each frequency point.
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3

Adjust frequencies to be run.

Fluorescence Lifetime Measurements

In Start Freq, enter the starting frequency, in In End Freq, enter the
MHz. Lifetime scans always progress from lower — ending frequency, in
to higher frequency. The frequency rangeis0.1- MHz.

310 MHz.

Enter the number of\different frequencies to Integration Time isthe
measure in Number of Freqs. Each frequency time allotted for detec-
will give one data point in phase and modulation.  tion\per data point dur-

The allowable number §f frequenciesis 3-99. ing

Start Freq [MHz]
MHumber of Fregs

Seguence
[ Clinear ¥ Log

20.000
10

|

The Sequence specifies the frequencies
used for the lifetime acquisition. By de-
fault, there are two alowable base set-
tings for the sequence Linear and Log.

= Log setsthe frequency range between
the start and end frequency for even
spacing on alogarithmic scale, de-
pending on the number of frequencies
specified to be measured.

= Linear setsthe frequency range be-
tween the start and end frequency for
even linear spacing of the number of
frequencies specified.

4-12

range\is 1-99 seconds.

End Freq [MHz] | 22000
Integration
Time B E

Sequence...

Click on the Sequence button to
display the frequencies to be meas-
ured. Before running an acquisi-
tion, customize the frequencies if
desired.

To customize a frequency, choose
the frequency to be changed in the
list by clicking on it. Then enter the
new frequency value.
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4 Choose wavelengths for the standard and unknown.

Next to Std Ex (nm), enter the chosen Next to Unknown Ex (nm), enter the
excitation wavelength position (inna-  chosen excitation wavelength position

nometers) for the standard. (in nanometers) for the unknown.
Std Ex [nm] IR0 Unlnown Ex [nm] IR0
Std Er{rm)] 360 Inknown Erfnm] 420

=

Next to Std Em (nm), enter thecho-  Next to Unknown Em (nm), enter the
sen emission wavelength position (in- chosen emission wavelength position
nanometers) for the standard. (in nanometers) for the unknown.
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5

Choose the data-correction algorithm.

Process by determines the algorithm for collecting the data for each individual

average. There are two possible choices:

e g

I (LN

Frocess by

i~ Dizcrete Pairs

o |nterleave
L}

—

Discrete Pairs measures the phase-
angle difference and demodulation of
the standard, and then the unknown.
From this, the computer saves the
phase and modul ation data and cal cu-
lates lifetimes based on phase and
modulation. Then, it repeats the pro-
cedure for the next average, measuring
the standard, then the unknown, saving
the data and calculating lifetimes.
Thus, with discrete pairs, averages are
non-shared measurements of the stan-
dard, followed by the unknown.

@Note: When changing

samples manually, use
Discrete Pairs.
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Interleaving measures the phase-
angle difference and demodulation of
the standard, and then the unknown.
From this, the computer savesthe
phase and modulation data and cal cu-
lates lifetimes based on the phase and
modulation. Thereafter, the standard is
again viewed, but anew averageis
measured, comparing with the previ-
ous unknown data. In thisway, an av-
erageis generated each time the sam-
pleischanged. Thisisthe recom-
mended method when using an auto-
mated sample changer, for it saves
time with no effect on experimental
accuracy.
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6

Adjust hardware parameters.

5 i%iuals...

There are two possible
signal choices that may
be chosenin Signals...
window: S& Ror T &
R (if available). Thera-
dio buttons show the de-
tectors that may be se-
lected for the lifetime
scan. Choose the appro-
priate signal detector to
be compared with the
reference, R, detector
for the lifetime acquisi-
tion.

Slits... leadsto awin-
dow showing the avail-
able dlitsand their set-
tings for the lifetime ac-
quisition. Set the dlits
according to how the
standard and unknown
samples were balanced.
Slits should be set in
millimeters for lifetime
acquisitions.
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HV isthe high-voltage
bias setting for the life-
time detectors. The set-
tings for each detector
should have been deter-
mined during the balanc-
ing procedure. The lim-
its for high voltage bias
for R928P photomulti-
plier tubesin the lifetime
detector housings are
300 to 1100 volts.
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7 Decide on the statistics for measurement.

Averages are the number of measurements of the phase and modulation data for
the standard versus the unknown for each frequency during alifetime scan. The
number of averages taken per frequency point depends on the minimum and
maximum number of averages specified and the standard deviation for the
measurement specified.

The standard-deviation threshold for the measured phase and modulation data
is used to decide how reliable the data point is. If the standard deviation of the
measurement is within the specified threshold after the minimum number of av-
erages, then the experiment will move on the next frequency point. After the
maximum number of averages, the experiment will move on the next frequency
point automatically.

Min Avg isthe mini- Set Pt. Std. Dev. In Standard, enter In Unknown, enter
mum number of aver- (%) isthe stan- the sample- the sample-changer
ages. The smallest dard-deviation changer position position for the un-
minimum number of threshold for the for the lifetime known sample.
averagesis 3,tocalcu- measured phase standard sample.

late a standard devia- and modulation

tion. , data.

Mir &g |3 Sg;}_—[%d' 0.50 Standard U rknowin
Maw bvg (5

Std Lifetime [nz] |0.00

Max Avg isthe maximum number In Std Lifetime (ns), enter the lifetime of the
of averages. The highest maximum standard sample in nanoseconds. For scattering
number of averages allowed is99. samples, enter 0.00 nanoseconds.

§Note: If negative phase-

angles or modulation val-
ues >> 1 are observed, the
sample-changer number for
standard and unknown are
probably reversed.
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8 Enter sample and real-time processing information

In this box, enter any comments to include with the datefile.

Shutter... isalways set to

Auto Open.\

—Sample and Real Time Processing Infa

Setup File. ..

|

Drark Offzet %_

Lifetime Acquizition of POPOP ve. Glycogen or LUDOR

Start Time

& Immediate Delay

|

|

\
Shutter... |

E ztimated

AN

In Setup File...  The Start Time
load a pre-defined area alowsthe
set of positions scan to start Im-
for variousaccess mediately or De-
sories. lay a specified
amount of time.

I

N\

Dark Offset isnot availablefor Estimated
lifetime scans, becausethedata Time displays
are compared with the reference the estimated
lifetime detector for adl instru-  timeto complete
mental corrections during the this scan.

measurement.
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Lifetime

Fluorescence Lifetime Measurements

10 click on Run to execute the lifetime acquisition.

The system measures the phase-angl e differences and demodulation factors us-
ing data taken from the standard and unknown. The system takes repeated aver-
ages at each frequency point, until the specified standard deviation has been
surpassed, or the maximum number of averages has been reached. The lifetime
calculated from the phase angle and the demodulation factor at each frequency
point, using the mean of the averages, is found with these mean values for phase
and modulation. The scan always proceeds from the low- to the high-frequency
point according the set-up sequence.

File Collect Help

Dataare displayed in atable:

IS =] E3

éﬁum

Clear | Delete Huwl

The most recent data are dis-
played here.

DataFile: D:AMAMUALSALIFETIMEADATAVPERVGLYAPERVLI

Start Freq.: 10 End Freq: 150 Frequency: 150
Index: 8 OF 8
it Ave $unk  bsid Munk Motd
b 1) M ()

Std AC  S5tdDC

Unk AC Unk DC Ref AC RefDC

O

Over-range indicator

@Note: If an over-

range is de-
tected, the over-

range indicator

turns red. Stop

the scan and try

—
|+
[y

to find the cause
of the over-
range. See the
Troubleshooting
section.

[MH2 ¢  ©) M (1 xy B g
10] 1616 0.14] 096 0461030.0428] 4642 0
147 2279 006 0917 0 45479 0.0127 4.7096 0
21.7 3144 0.05 0544 044846 0.0084 45647 0
3.9 4216 005 0733 045168 0.0074 463 0
47 5288 0.04 0594 0 4.4737 0.0067 45861 0
B9.2 B2.73 022 0452 04.4679 0.0423 4.5385 0
1019 714 024 0329 0 46413 0.0651 4.4831 0
1650 7644 087 024 043975 01912 4.2918 0

| Summary of all results so far.
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A graph also is created in a separate window, showing the phase-angle differ-
ence and demodulation factor across the frequency range.
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Model

Fluorescence Lifetime Measurements

the data for final results

Modeling is the process by which the lifetime acquisition results are fitted, to
predict the various lifetime components and fractional contribution of each
component. Thefit is accompanied by an error-function value to help validate
the fit as an acceptable model.

The software includes a basic modeling software application, MODEL . EXE,
which may be used to fit single- or multi-exponential lifetime models. More-
complex models must employ the use of a more-advanced fitting program such
as GLOBALS Unlimited™ software.

To start the modeling program in DataMax, click on the Run Lifetime Model-
ing software application button in the Instrument Control Center.

E# Instrument Control Center - LAYDUTOS, LAY 9 [=] E3

Swztem  Application:  Help

ORI

Fiun Cha,

This brings up the Model Wlndows Appl|cat|on window. Choose Model. Under
Model, C|ICk Llfetlme '

_,J, 2 Model Windows Application - Model
File | Model ¥ige Help

’: v Lifetime

Time resalved

Lifetime rezolved
Anizotropy decay

Parameters. ..
Eirr

Select Lifetime model |Lifetirne
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This calls up the Lifetime Model window specifically for modeling lifetime data.

Under Input file, choose the datafile to be model ed.
Lifetime Model
Here, choosethe | | Input data

type of standard Input File. .. I If:"\Iifetime"h.data"h.pewgly\pewludﬂ.dat
deviation used ™\

for the model Nu " Use Measured Standard Deviations [from file]
* Enter Deviation  dPhase: I[I-5 deq dMod: I5.e-l]l]3
Choose the — Mumber of components
Number of > &1 2 3 1
components n
the model here. — Fractional Amplitudes — Lifetimesz [ng]
a
" Fract. 1: |1. ¥ Fixed Taul: [10. [ Fixed
Here enter the
Fractional Fract. 2 Tau 2
>
Amplitudes for Fract. 3: Tau 3:
all components. Fract _4- Tau 4:
Hereenter — |
estimated Bun Model | Save Dutput___
Lifetimes for all
components.

We recommend that novices use fixed deviations set at dPhase = 0.5° and dMod =5 x
1073 (i.e., 0.5%) modulation, as shown. Thus, the ¥* value will reflect the validity of the
fit versus these standard deviations, or error levelsin the data. Therefore, ¥* < 1 indi-
cates that the model has surpassed the error-threshold specified.

Single exponential decay

When fitting an unknown sample, we recommend starting with a single exponentia de-
cay, and then proceed to more complex models based on the y* results and the residu-
als. Generally, the least-complex model which results in an acceptable y* valueis
considered viable. Therefore, start with amodel such as the one shown above, with a
single exponential defined with a good estimate of the mean decay time. In the example
above for perylene in glycerol, 10 ns was chosen.

Click on the Run Model option to fit the data using the selected model. The resulting
decay time(s) are displayed on the parameters screen, with its(their) fractiona contribu-
tion(s) (in thiscase, 1). A graph is shown with the actual phase-shift and demodulation-
factor data points from the datafile, along with solid lines showing the fit created by
the model. At the top of the graph, the calculated values for the fractional contributions,
lifetimes, and the y* also are displayed. Below is an example of such awindow.
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T Model Windows Application - Model
File  Model “iew Help

2"
CHI SOUARE = 0.9
Fract1 =1.
Taul = 4.533
Lifetime Modeling
a0+ 10
S =
£ 2
45 tos £
2 g
£ E
a0 T 0
10 100 4000
Frequency (MHz)
Residuaks
s1 [0.1
g = o F
E 1 T ] "TJ =%
3 0.1
Fraquancy {MHz]
|Lifetirme

ForHelp, press F1

For the model shown above, the single exponential fit is satisfactory because of the low
¥* value and the small residuals shown. This can also be demonstrated by attempting to
fit this scan as a double-exponential.

Multi-exponential decay
To fit amulti-exponential decay,

1 Lifetime Model B

Increase the Number of “Input data
Components to the number Input File._.. I II:\Iilelime\dala\pewgly\pervludﬂ.dat
Of deSI red exponent| al \ " Use Measured Standard Deviations (from file)

terms. ' Enter Deviation  dPhase: IU-5 deg dMod: I5.e-l]l]3

— Number of components

. . e o ” e
2 Enter the fractional ampli- ! : ’ !

. . — Fractional Amplitudes Lifetimes [ns]
uemaitmmetr ey | [LS

Fract. 2: |.5 " Fized Tau2: (10 " Fized
3 i i Fract. 3: Tau 3:
Each fractional amplitude < Tau

and lifetime has the option _
to be Fixed (in the check RunModel | Save Output..
box) or held constant in the
model.

The results of using this particular double-exponential model are:
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Lifetime Model
— Input data

Input File... I I[:\Iifetime\dala\pelvgly\pewludB.dat

" Use Measured Standard Deviations [from file)

' Enter Deviation  dPhase: Iu-5 deg dMod: |5-‘3'|:":l3

— Mumber of p its
1 +2 3 4
— Fractional Amplitudes Lifeti [nz]

Fract. 1; (0.85 ™ Fixed Tau1: 4.288 [ Fixed
Fract. 2. |0.149 I Fixed Tau 2: |6.303 " Fixed
Fract. 3: Tau 3:
Fract. 4: Tau 4

Save Output...

'[-.j, Model Windows Application - Model
File Model Yiew Help

CHI SQUARE = 0.688
Fract1 = 0.8506 Fract2 = 0.1494
Taul = 4.288 Tau2 = 6.304

Lifetime Modeling

90 1.0
=~ =
[5} -]
-
& 454 Los €
@ 2
£ g
u] T 0
10 100 1000
Frequency (MHz)
Rosiduaks
S~| |70.1
,E 0 0 F
E J ——fr—=——0 ; TJ z
=1 0.1
Froquanay {MHz)
ForHelp. press F1 [T DL = Litetime

The model provides two decay times of 4.3 and 6.3 ns. The ¥ valueislow and the re-
sidual's seem acceptable. But because the * has improved only from 0.9 to 0.69, the
less-complex fit of the single exponentia should be accepted in the absence of other in-
formation. If the x* had shown more dramatic improvement (e.g., 0.9 versus 0.5 or
less), then the double-exponential fit would be a more-reasonable mode!.
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Saving and outputting the results

There are options available in the parameters window for saving the fitted results for

the data. Click on the Save Output button, and specify a proper filename and path to
save the results.

Printing the results of the model is available in the graph window under the File menu.
Use the standard Windows™ print window to define the desired printer from the host
computer, and specify the available parameters.
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5: Anisotropy Decay Measurements

Anisotropy decays, otherwise known as dynamic depolarization measurements, provide
information into the rotational rates of molecules in the allowed directions. These rota-
tional correlation times can provide great insight into molecular size, shape, structure
and environment. This type of acquisition may be run on lifetime instruments with
automated polarizer accessories.

Theory of anisotropy decay in the fre-
guency domain

M easurements of anisotropy decays in the frequency domain involve acquiring the
phase-angle and ratio of modulated amplitudes for an unknown sample across a speci-
fied frequency range.

Method

Light from the excitation source passes through the excitation monochromator, in
which a specific wavelength is selected. This selected wavelength passes through the
modulator box, in which the Pockels cell sinusoidally modulates the light at a chosen
frequency. The light emitted from the Pockels cell is vertically polarized. This vertically
polarized light enters the sample compartment, and hits the sample. The sample' sre-
sponse is measured using an emission polarizer that rotates between the vertical and
horizontal position in order to examine both emission components from the sample.

For the measurement, the phase-angle difference (A) and the ratio of modulated ampli-
tudes (RMA) between the vertical and the horizontal components of the sample’s emis-
sion are recorded across the specified frequency range. Generally, the phase-angle dif-
ference increases from low to high frequencies. The RMA usually decreases as the
modulation frequency is increased.

The G factor of the emission path, measured prior to experiment by the user, is applied
to the measured AC-signal ratio, to calculate the RMA at each data point. The phase
angle is measured against a reference detector specified by the user (either R or an
emission detector with a polarizer set to H). A datafileis created with the measured As
and RMAs at each frequency point.

Calculations

The user models the resulting datafile (. DAT) in order to fit for the rotation correla-
tion time(s) and fractional contributions (5). The average lifetime of the sample and the
[imiting anisotropy must be known and fixed in the model, in order to reduce the de-
grees of freedom in the fitting algorithm. The modeling program outputs the fitted rota-
tional correlation times with their respective fractional contributions, along with the ¥
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value indicating the validity of the fit. Generally, the lower the * value, the more ac-
ceptable the fit.
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Before the acquisition

Before starting an anisotropy-decay acquisition, the unknown sample must be well
characterized, and the desired instrument setup carefully considered. Three parameters
must be known for the experimental data to be valid and to minimize the degrees of
freedom in the fitting algorithm. Other additional factors should be considered before
defining and initiating an anisotropy decay acquisition. Parameters that must be known
are:

o Steady-state G factor

* Limiting anisotropy (ro)

* Average sample lifetime

» Sample concentration or geometry

o Steady-state spectrum

»  Sample environment

* Instrument configuration

G factor

The G factor should be measured on the lifetime system just prior to running the acqui-
sition. Find the G factor by loading a steady-state layout with polarization, proceeding
to Constant Wavelength Analysis and measuring Iy and Iy for the sample at the excita-
tion and emission wavelengths used for the decay measurement.

Limiting anisotropy

The limiting anisotropy should be approximately known prior to the experiment. The
data-modeling software requires finding the rotational correlation times based on the
experimental data. The limiting anisotropy may be found on the lifetime instrument by
loading a steady-state layout with polarization, then measuring the anisotropy at an ade-
guately low temperature for the sample.

Average sample lifetime

The average lifetime also must be known before the experiment, in order for the model-
ing software to fit the data properly. The value must be the average lifetime, or lifetime
for the sample fitted as a single exponential decay. This value can be obtained by exe-
cuting and fitting a lifetime acquisition on the sample being measured.

Sample concentration or geometry

The sample concentration should be below 0.1 OD for measurements made with right-
angle geometry in a standard 4-mL cuvette. More-concentrated samples should be
measured using amicrocell in order to minimize inner filter effects. Front-face meas-
urements of anisotropy decays are not supported by the Tau-3.
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Steady-state spectra

Consult steady-state spectra before the acquisition in order to properly select the wave-
lengths for the acquisition. Run steady-state spectra first, when running alifetime ac-
quisition, to find the average lifetime of the sample.

Sample environment

The environment around the sample can have important effects on an anisotropy decay.
Choose an appropriate solvent to allow the instrument to resolve the rotational correla-
tion times of the molecule without adversely affecting the decay mechanism. Many
samples inherently have anisotropy responses that are directly affected by temperature,
pH, solvent, and other environmental conditions. Therefore, carefully choose the envi-
ronment for the unknown in order to collect useful data. In many cases, the effect of the
environment on the sample is the primary subject under study (e.g., protein unfolding
during atemperature ramp). Automated data collection of several anisotropy decays,
while varying these parameters, coupled with subsequent global analysis of the results,
can provide great insight into the behavior and structure of the molecule of interest.

Instrumental configuration

Decide on the instrumental configuration used for the measurement before running the
experiment. Changes in instrumental configuration for the measurement result from the
need for more signal from a sample. Anisotropy decays may be made with two, one, or
no emission monochromators, or using an appropriate optical filter in their places. The
number of polarizers may be reduced for the scan. Three polarizers (excitation V, emis-
sion H to V, 2"%-emission H) may be used in the classical setup. Two or even only one
polarizer (emission H to V) may be used for anisotropy decay measurements with good
results.

@Note: The G factor must be measured on the precise instrumental
configuration used for the experiment, because the G factor is
dependent on the polarization bias of the emission optics.
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Optimizing signal levels for the unknown
before the measurement

Great care should be taken to optimize the signal levels for the emission channel(s)
used for the anisotropy-decay acquisition. The amount of available signal and modula-
tion across the frequency range of the instrument should be used to dictate many of the
parameters for the scan.

For an anisotropy decay scan,

No reference standard is required.

Set the AC and DC signalsto 1-5 V for the sample being measured.

Verify these signal levels for both polarizer positions (H and V) of the primary
emission channel aswell as for referencing the emission channel.

To achieve thissigna level make all of the adjustments to the instrument that
are recommended for the lifetime acquisition, including instrument dlits, iris ap-
erture, bias voltage to detectors, bias voltage to Pockels cell, and intermediate
dit width. Aswith alifetime acquisition, optimal AC signal level is most impor-
tant, after which the best modulation (and optimal DC signal) should be
achieved.

To determine the available range for scanning,

Refer to the results of the lifetime acquisition for the sample.

The lifetime components should indicate the frequency regions that can be
scanned or must be scanned to provide useful data.

Check the desired frequency endpoints for the scan to verify that there is enough
ACsigna (> 0.1V).

@Note: A signal < 0.1 V will result in larger error-
bars in the data.
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Anisotropy-decay acquisition parameters

The Anisotropy Decay Acquisition dialog box

1 X
Experinent.._| ["DATEMAX22\Hi23erp | DateFile.. | | Aun
[
Start Freq [MHz] I End F_req [tHz] {100.00 ?Utﬂ c
- tearat ave ave
Murnber of Freqz 10 Tnirﬁgra o (5] 1.000 Exp r B
Sequence Duick -
" Linear 1+ Log eIy Lancel
E xcitation [rirm) |4BEI_EIEIEI |4BEI.EIEIEI 2
5 Exp Twpe...
Process by 6 3
& Discrete Pairs " Interleave UerLEzE. SEls

Set Pt Std.
3 Dev(z) 0.0 7 Unkrown |1 [
bax fvg [7
G Factar  [1.20) Lifetirme |4_|:||:|

ample and Real Time Proceszzing Info

Anizotrpy Decay Acguigition Shutter.. |
Setup File... | | Dark Offset [ g

— Start Time E ztimated s
& Immediate Delay T 0:18:00

J

Load or save previously defined experiments or data files
Run or save experiments

Set the frequencies

Set the wavelengths

Set the hardware parameters

Process algorithm

Determine the statistics

>DQ DO o O T Q9

Sample and real-time processing information
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Anisotropy Decay Measurements

a Load or save previously defined experiments or data files

Anizotropy Decay Acquisition

Experiment.. |IE:RD.&TﬂMﬂXE.EdeItES.EHp DataFile. . ||

Click Experiment... to load a saved
anisotropy-decay acquisition experi-

ment file. The experiment file

browser can also be reached using
this button to search for adesired
ani sotropy-decay experiment file.
You may also typein adesired ex-

periment name (and path) to load in

the space provided.

o-7

Click DataFile... to select afile-
name under which the datafileisto
be saved during arun. You may aso
enter the filename (and path) in the
space provided. Anisotropy decay
acquisition datafiles are saved with
a. DAT extension.
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Anisotropy Decay Measurements

b Run or save experiments

Check the Auto Save
Exp box to overwrite
automatically the experi-
ment file with your current

_l Click Run to execute a

lifetime acquisition.

|_Click Save to save the
Ao «1 | experiment to the experi-

N
X

settings at the start of an Save [~ Sawe ment file listed in the Ex-

aequisition uui.:k periment box. To save

Quick Scan is not used 7 Scan Cancel the eXperIment filetoa .
o different filename, typein

for anisotropy decays.

Click Exp Type...
lect the experiment type to
define. For an anisotropy-
decay acquisition, click
Anisotropy Decay Ac-
quisition.

1o se- /_/) Exp Type...

the name and path in the
Experiment box, and
click the Save button.

Click Cancel to go back
from the Anisotropy Decay
Acquisition to the main
menul.
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C Set the frequencies

For Start Freq (MHz), enter the starting In End Freq (MHz), enter the
frequency in MHz. Anisotropy-decay scans  ending frequency in MHz.
always progress from lower to higher fre-
quency. The frequency rangeis 0.1-310

MHz.

In Number of Fregs, enter the humber of Integration Time isthetime
frequencies to be measured for the anisot- allotted for detegtion of each
ropy decay acquisition. Each frequency rep-  average of the anisotropy de-
resents one data point for both phase and cay. Maximum iptegration

modulation measurements in the anisotropy  timeis99s.
decay. The rangeis 3-99.

Start Freq (MHz\ [1 00 End Freq [MHz] [100.0
Humber of Fregs [rr}lt-ﬁsratlun [s] 1.000

Seqguence
I; CLinear ¥ Log

Sequence... |

The Sequence specifies the frequencies used for the lifetime acqwsm on. There
are two allowabl e base settings for the sequence, .,_I;inear and Log: '

Llnear sets even linear spaci ng for the
frequenues specified. -

Log sets even spacing on alogarithmi
scale depending on the number of §
guencies specified.

Click the Sequence buttonto  LEEELEES |
display the frequenciesto be

measured. The frequencies may Start Number
be customized before running an |2IJ o |1 2

aCC]UISHII on:

Choose the frequency tobe ————”

changed by clicking oniit. j
411
52.2

Enter the new frequency value EE 4 =] |

to measure.
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d Set the wavelengths

E witation [nim] |49|:|_|:||:||:| E mizzian [nm] |49|:|_|:||:||:|

Enter the chosen Excitation wave- Enter the chosen Emission wave-
length position (in nanometers) for length position (in nanometers) for
the acquisition. the acquisition.
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e Set the hardware parameters

Signalz... | Slitz... I H [on] |
A - A :

A)

Under Sig‘ﬁ.als , open the - Sllts . leadsto the Slits Cl f’ck on HV to change the
Slgnal Choice dlalog box. WI ndow. voltagefor the detectors.

Signal Choice E

" Choose either S&T or T&S In each, theflrst listed emission
- detector has its respective polarizer set to horizontal, while the
second listed emlssron detector isset to vert| cal.

I:anu::é'I |

Slits ' [<]

: Slits shows the available
Entrance Exsit Intermediate dits and thei rsetn ngs for
Excitation 1 |4.nua |n_3un |4_nun the ani sotropyi‘decay
Emission 1 |5_nuu |5_an |5_nun acquisiti on. Set""-the dits

according to how the
unknown samples are
balanced. The unitis

‘"""“';ancel — | millimeters for ani sotropy
—I decays. :

High ¥oltage |

Slhit Lnits: [mm] <€

High Voltage adjusts the high-voltage
bias setting for the detectors. The high- | P&

. [8s0.000
voltage bias range for R928P PMT 2 50000
tubesin the lifetime detector housings o [ooom

is 300 to 1100 volts. . Cancel |

@Note: The high-voltage set-

ting for each detector
should have been deter-
mined during the balancing
procedure for the un-
known.
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Process agorithm

Process by
’75 Dizcrete Pairs i |nterleave

Process by can be ignored for anisotropy-decay acquisitions.
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f

Determine the statistics

Averages are the number of trials or measurements of the phase and modulation
data, for the standard versus the unknown sample, at each frequency, during an
anisotropy decay acquisition. The number of averages taken per frequency point
depends on the minimum and maximum number of averages specified and the
standard deviation for the measurement specified.

Min Avg isthemini-  Set Pt. Std. Dev.(%) isthe standard de-  Set the Unknown to
mum number of aver-  viation threshold for the measured phase  the correct sample-
ages. The lowest and modulation data. If the standard de- holder position.

minimum number of viation of the measurement is within the
averagesis 3, sothat a  specified threshold after the minimum

standard deviation can  number of averages, then the experiment
be calculated.

hin deeg
bl & g

f

will move on to the next frequency point.
After the maximum number of averages,
the experiment will move on the next fre-
guency point automatically.

! |
Set Pt Std.
Eev.[.‘i’é] ID-DD Irk o
G Factor (120 Lifetime W

Max Avg isthemaxi- Enter the steady-state G Factor measured  Enter the average sam-
mum number of aver- at the selected excitation and emission ple Lifetime, measured
ages. The highest wavel engths (measured on the detector in nanoseconds.
maximum number of  with a polarizer set to vertical for the ac-

averagesalowed is quisition), if this should not be done during

99.

the acquisition. The G factor is HV/HH.
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g Sample and real-time processing information

Enter any comments to include with the data

fileon thisline.

/

Anisotropy Decay Measurements

The Shutter is always set to Auto Open.

N\

—Sample and Real Time Proceszsing Info /

Arizotrpy Decay Acquizition

4

Drark Offzet |_\

|'Sta Time

& Immediate ¢ Delay

™

E ztimated

Time \

\ Shutter... |

:18:00

\

Setup File... loads a
pre-defined set of po-
sitions for various
aCCessories.

In Start Time, setupthe Dark Offset is
scan for Immediate not available for
starting, or Delay a anisotropy de-

specified amount of time.  cays.
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Defining the anisotropy-decay experiment

While many of the parameters for an anisotropy-decay experiment are found from the
steady-state results and from optimizing the signals in the previous section, there are
additional parameters that may be set at the user’ s discretion:

* number of averages
number of frequencies
sequence
integration time
acceptable standard deviation
Set al of the above based on the complexity of the sample being measured, and the
amount of signal observed while optimizing signals.

Samples with asingle rotational correlation time that have acceptable signal will re-
quire the least time, frequencies and averages to acquire a good measurement. Samples
with multiple correlation times or less available signal for the measurement will require
more averages, frequency points and longer integration times to produce acceptable re-

sults.
Recommendations
Parameter Range Method
Frequency 6-99 More frequencies for more complex samples.
Averages 324 More averages when less signal is available.

Integrationtime 6-60s  Higher integration time when less signal is available

Most anisotropy-decay experiments use a logarithmic frequency-sequence. Further op-
tions are the linear sequence, or custom frequencies or sequences.

The acceptable standard deviation specified for the measurement as Set Pt. Std.
Dev.(%), specified the threshold of the observed standard deviation for averages that
will alow the acquisition to move to the next frequency point. As adefault, 0.5%is
used. The user can specify higher or lower precision as dictated by the complexity of
the sample.

Refer to Chapter 8: Tutorial for some examples of the experiment settings for an actual
acquisition.
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Running an anisotropy-decay experiment

When an anisotropy decay scan is running, the system collects the differential phase
and ratio of modulated amplitudes (RMASs) across the frequency range specified. These
values may be used later in non-linear |east-squares analysis to solve for rational corre-
lation times and fractional contributions for the sample.

The screenshot shown below shows the data output during an anisotropy-decay acquisi-
tion of perylenein glycerol.
The Sequence Log

(Lifetime =i updates the data for each
Ele Lollect  Help /' average on the active fre-
= sl : Deleic Bow guency point.
Sequence Lo . - indi
DaEaFiIEZ c:'\gnugc'\.an ergl 0. dat Frequencies: 5 =] Ofr range indicator
Start Freq.: & En Freq: 200 Frequency: 171 rt%ﬁl
lndex: B OF 16 =T
# A ‘i’ll ‘i’l FA %Note: If an over-
| 0 | 0.00 | 0.00 |EI.EEIEE range is de-
) i+ Fibdd s r tected, the over-
Aversge: | 000 | 000 | 00000 | 0.0000 | 0.00 range indicator
0.00 | 0.00 | 0.00 | 0.00 O chack signal
levels in Real
ummary Table N\ Time Display.
S f __AMA__ [ The steady-state
1] 500 2233 08R4 0583 0006 ) .
2| B40 1702 0539 0585 0.005 anisotropy is calcul ated
(3| 520 2368 0.265 0584 0.005 by the software to verify
4| 1050 3962 0406 0585 0.004 the accuracy of the meas-
5] 1340 4504 0.748 0583 0.004 urement for each data
| b | point.
7
'8 |
g |
10]
11]
2

The Summary Table shows the collected values for differential phase and RMA for
the frequency data pointsin the scan.

A second window contains the graph of the differential phase-angles and RMASs across
the frequency range. As data points are added, the window is updated for these new

data.
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File Edit Graphs DOptions Scale

Lifetirme
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1 1 1 LI R I I I | 1 1 1 LI O I I | 1 1 1 LI I B |
b 1 1 1 LI R I I I | 1 1 1 LI O I I | 1 1 1 LI I B |
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m ______ e o N e N T o o L o e o o Y I e ey A A
£ 1 1 1 | I I I I | 1 1 1 | IR R I I B | 1 1 1 111
o SI:I_ 1 1 1 | I I I I | 1 1 1 | IR R I I B | 1 1 1 111
B 1 1 1 | I I I I | 1 1 1 | IR R I I B | 1 1 1 111
1 1 1 | I I I I | 1 1 1 | IR R I I B | 1 1 1 111
_____ [ e e e B e o Ty I I e En i W Rt o T e Iy DN I i (il
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1 1 1 | I I I I | 1 1 1 | IR R I I B | 1 1 1 111
1 1 IW 1 1 1 | IR R I I B | 1 1 1 111
0 T T — T T — 11 T T —T—TT

10 100

Frequency (iHz)

c Asiupctangm 'O sl

While the scan is progressing, the data values and shape of the fit can provide clues as
to the nature of the decays observed. The figure shows a sample with a single exponen-
tial rotational correlation time. The differential phase-angle appears to be nearly aLor-
entzian distribution, while the ratio of modulated amplitudes approaches the limiting
anisotropy as it hits a maximum at the high-frequency end of the scan.

More-complex decays show a convolution of their individual components, therefore
showing a departure from the basic shape for a single correlation time.

The data will indicate whether the measurement is progressing well, or if errors are be-
coming unacceptably high. Errors will increase as the scan progresses, because of the
gradual reduction in AC signals. Unacceptably high errors, such as spurious data points
or excessively high standard deviations for a data point, indicate that certain parameters
for the scan require better optimization. In some cases, these data may indicate that the
scan has been started at too low, or ended at too high a frequency.
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Modeling anisotropy-decay data

Anisotropy-decay data must be properly modeled in order to solve for the most accept-
able resulting rotational correlation time(s) and fractional contributions. Modeling ani-
sotropy-decay data may be performed using the Model software application in DataMax,
or an external package such as Globals Unlimited] . In either case, there are several is-
sues concerning properly fitting the anisotropy-decay data to yield acceptable results.

Choose the Model icon in the Instrument Control Center. This opens the Model Windows
Application window:

F!,J, Model Windows Application - Model

File | Model Wiew Help
@ v Lifetime

Time rezolved

Litetime rezolved

Anizotropy decay

| Parameters...
Bt

Choose Anisotropy decay to open the Anlsotropy Decay Model window:

Anizotropy Decay Model
Input data For the modeling, it is necessary to
|_Input File-.. || know the mean decay time (average
" Uge Measured Standard Deviations [from File] lifeti me) and the limiti ng ani-
C Enter Deviaion dPhase |  deg dMod:| | | sotropy (ro) for the unknown.

Anisotropy components; T Lifetime Components

4 Ro-[0.750

““Choose the Anisotropy

C . 61 C2 r""‘;s
omponent count Components. Enter the ro value

Fractional amplitudes

nrrelalmn times[nz] -
Fract. 1; [1.000 ¥ Fized h| 1: I— " Fixed flxed Take afal r gue$ at the
Fact 2 o fractional contribution of each
5 rotational component and leave
Fract. 3 Fs them variable. Always start the
Fract. 4. Phi 4 analysis by modeling.asasingle
Bun Model | Save l;i'utput... rOtat?onal Component’ andthen add
— — rotational components, as dictated
by the residualsin the measurement
and the reduced- ¥* value. '
, Anisotropy components T Lifetime Components: .
Click on the index-card tab to adjust the Component count: 1 C2 C3 (4
Fractional amplitudes Lifets [ng])
Lifetime Components: Fract. 1: [1.000 [ Fixed || Taul: [0.750 [ Fixed
Fix the lifetime as a single exponential Fract Teu
with the fractional amplitude set to 1.000, :I j :j

and the lifetime fixed at the known average
lifetime.
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Click Run Model to run the model with chosen parameters.

To save the model after running, click Save Output....
Users of the Globals Unlimited™ software have the option to perform global analysis
on agroup of severa anisotropy decays linked across a temperature gradient, or some

other variable parameter. Use of global analysis can allow the user to overdetermine the
rotational components found in the sample of interest.
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Anisotropy Decay Measurements

Optimizing anisotropy-decay acquisitions

Here are afew tips to obtaining the best possible results from an anisotropy-decay ac-
quisition.

1

Know the lifetime and steady-state characteristics of the unknown before col-
lecting the anisotropy-decay acquisition.

Ideally, try to understand the sampl€’ s steady-state excitation and emission
characteristics, its lifetime components, and its response to various environ-
ments.

Use the polarizer on the exit end of the Pockels cell, removing the sample’'s ex-
citation polarizer from the light path, to increase the excitation beam intensity.

To remove the sampl €' s excitation polarizer, enter Visual Instrument Setup. Click
on the excitation polarizer, which removes it from the optical path.

P

Usefiltersinstead of monochromators to [5. - =]

increase emission throughput to the detector. ‘L‘%Note: Measure

» For solution chemistry, substitute the T- the G factor for
channel asa“reverse” S-side. filters before use

» For front-face or full T-format fluorescence in place of the
measurements, substitute afilter for the S monochroma-
channel monochromator. tors. Do not as-
¢ Turn off the power to the entire system. sume that G = 1.

¢ Remove the S-channel detector.

¢+ Remove the monochromator, and shift it not far from the instrument.

¢ Instal an FL-1031 filter-holder where the monochromator attaches to the
sample compartment.

¢ Secure the S-channel detector to
the FL-1031 filter-holder.

¢ With a#35154 25-pin-male-25-
pin-female ribbon cable,
electrically connect the sample
compartment to the removed
monochromator.

¢ Restart the system.

Open dlits wider than with lifetime acquisitions, to increase the AC signal to~ 1
V.

Increase the high-voltage bias dightly. ‘
Adjust the Bertan™ HV-bias supply up to ~ 250 Warning: Do not in-

V. crease the HV-

_ bias > 300 V.
Integrate longer, up to ~ 30 s, per data point.
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o: Lifetime Resolved Measurements

The Fluorolog®-Tau-3 Fluorescence Lifetime System has the capability to perform life-
time-resol ved—otherwise known as phase-resolved—measurements. This type of
measurement is useful in separating the steady-state spectra from heterogeneous species
in amixture of fluorophores. During alifetime-resolved acquisition, the instrument
measures the phase and modulation values for the unknown sample at a user-specified
modulation frequency. The spectrafor phase versus emission wavelength, and modula-
tion versus emission wavelength, are saved in separate datafiles. After the scan, the
data are modeled using a steady-state emission spectrum of the sample, to deconvolve
the steady-state contributions of each lifetime component in the sample.

Prepare for a lifetime-resolved acquisition

Before alifetime-resolved acquisition, acquire a steady-state emission spectrum for the
sample across the same wavelength range. The lifetime of each component must be
known to model the data. Choose a proper standard and modul ation frequency for the
measurement.

The standard sample must be a scattering solution of either Ludox® or glycogen. The
standard is used as a zero-lifetime (7= 0) reference for the measurement, with its values
for modulation and phase entered by the user in the experiment definition. In the ex-
periment definition, the user has the option to enter the standard’ s phase and modul a-
tion values at the modulation frequency used for the measurement, or have the instru-
ment measure these values at the beginning of the scans.

The modulation frequency should be selected at the point where the phase-angle differ-
ence between the desired lifetime components to be isolated is greatest from the other
component(s). To find this point, compare modeled lifetime spectra for single exponen-
tial lifetime standards with similar lifetimes to the components. Try different modula-
tion frequencies in order to find the best one for isolating the desired lifetime compo-
nent(s).
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Check signal levels in Real Time Display

Like other lifetime acquisitions, we recommend optimization of instrument settings for
the sample in Real Time Display, before collecting a lifetime-resolved experiment. There
are afew differences between setting signals for an optimization scan and alifetime ac-
quisition.

s ;i

When measuring the standard o
initially, it does not have to be

¢
\

Note: The standard must be meas-

balanced with the unknown. A ured under the same optical condi-
good phase and modulation value tions, instrument settings, and

for the scattering sample for the modulation frequency as the un-
experiment isimportant. known, in order to be valid.

The instrument settings should be optimized to excite the unknown at an appropriate
wavel ength, with the emission and reference signalsin the 1-4 VV DC range for both
standard and unknown, with as much modulation depth as possible. In order to maintain
optical resolution, the high voltage on the detectors should be adjusted first to achieve
acceptable signal levels. Thereafter, the dlits should be adjusted to bring the signals up
to agood level, if necessary.

Open the Run Experiment menu with Real Time Display still open, and choose Collect.
Under Collect, select Experiment...:

i DataMax =] B3
Eile Edit Miew | Collect Pebks Search  Arthmetic  Options Help

) [ o3 1 e[l =] & =[]

Temperature Scan...

Microplate Scan...
Discover Scan...
Batch Scan...
Polar Scan...

Halt Scanning...

This opens the Lifetime Resolved Experiment window. Use the Transfer icon in Real Time
Display to move the settings directly into the experiment definition.
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Set the lifetime-resolved-acquisition scan
parameters

esolved AC 0 =

1 Experiment... | CADATAMAMRES EXP DataFile. .. | LRES.SPC Run
Sean Startnm] |355_|:||:||:| Scan End[nm] |5|:||j_|j|:||:| At

Save [ Save

Increment(nm) |3_|:||:||:| %_r}:srahun (=] IEEI.EIDEI Exp | —
Excitation [hm) |355.nun 3 2 Cancel

SEELETE, IEE'DD Measure Std Phase(deg] -45.50 5
4 [ Std Modulation 0.489

Murber of Scans |1

Signals...l Slits.. | H [on)

Urkrewn [3 =]

ILifetime Rezolved Acquisition of POPOP & Anthracene using LUDOX Scatter

Setup File... | I 6 Paints: 4F,

IVStart Time

' |mmediate " Delay 4

Load previously saved experiment and data files
Run or save the experiment

Set the wavelengths

Set the frequencies

Set the hardware parameters

O 01~ WDN B

Sample and real-time processing information

6-3




Lifetimev. 2.0 (24 Apr 2001)

Lifetime Resolved Measurements

1 Load previously saved experiment and data files

Lifetime Resolved Acquisition

Eseineit ||::xDMAst><2.2xdf|tzn.exp DiataFile... ||

\

Click on Experiment... to load a saved
lifetime-resolved acquisition experiment
file. The experiment file browser can also
be reached using this button to search for a
desired lifetime experiment file. Y ou may
also type in adesired experiment name
(and path) to load in the space provided.
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Click on DataFile... to go to thefile
browser to select a prefix-filename for the
data files saved during an experiment run.
Y ou may also enter the filename (and
path) in the space provided. The lifetime-
resolved acquisition saves two datafiles
with an . SPC extension, one for modula-
tion versus emission wavelength, and one
for phase versus emission wavelength.
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2 How to run or save the experiment
Click on Run to execute alife-

I > - couisition.

Click the Auto Save >

Exp Ch.eCkEOX to Run Click Save to save the experi-

O‘Q?r‘;‘vé'ntfft” N, ment to the file listed in the Ex-

= LitQ . .
Fnatic Alv with vour Save [~ Save <« Perimentwi ndow. Tosave the
ywithy Exp —_— experiment fileto adifferent

tcr?(;r;.tgtrtsg‘tg]ng;atui- filename, type in the name and
it q Lancsl N path in the Experiment window

sion. — \|] addickSave.

\Click Cancel to go back from
the lifetime acquisition to the
main menu of the software ap-
plication.
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3 Set the wavelengths

In Scan Start(nm), enter the start-
ing emission wavelength (in nano-

\

Scan Start[nm]

meters).

In Increment

(nm), enter the \>Increment[nm]

wavelength
increment between
emission data

Lifetime Resolved Measurements

In Scan End(nm), enter the ending
emission wavelength (in nanome-

ters). X{
Scan End(him] 4|:||:| oon
| nkeqgratian
Time 11.000

. E witation [Kirn] 350,000
points.

For Excitation (nm), enter the cho-
sen excitation wavelength position

(in nanometers).
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The Integration Time is the amount
of time the emission detector collects
signal for each data point. The rec-
ommended range integration times
for alifetime resolved acquisition is
699 seconds.
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4 Set the frequencies

Lifetime Resolved Measurements

Enter the Frequency inMHz de-  In Measure, enter the standard’ s phase and modulation

sired for the lifetime-resolved ac-  values or specify the excitation and emission wave-

quisition. Choose the frequency so  lengths to measure these values before the scan. If

that the phase-angle difference be-  checked, then prompts appear for the Excitation and

tween the desired component and ~ Emission wavelengths to measure for the standard. If

the undesired component(s) are not checked, then prompts appear for the Std

greatest. Phase(deg) and the Std Modulation measured a-
ready at the modulation frequency used for the scan.

Frequency ]3|:|_|:||:|
-

¥
Measure

5td Phaze[deq]
Std kadulation

0.00
0.000

Mumber of Scans |'|

Enter the Number of Scans (repetitions) to run during the acquisition.
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5 Set the hardware parameters

Enter the sample
changer position for
the Unknown.

Enter the sample- el

changer position for the
Standard. ——>S tanu:laru:l

¢ Slitz... | HY [on] l
' . J Uk .

,..__.-~§'ignals... opene_.t-he , Sllts Ieads to Slits, HV isthe high-voltage
Signal Choice v_yihdow. / showingtheavailable  bias setting for thelife-
- ~ dlitsand their settl ngs. ti me detectors.

Signal Choice | There are two available sugnal ch0| cesin Slgnal Choice, S&R or
T&R (if available). Theradio buttons show the detectors that may
 SLR be selected for the lifetime scan. Choose the appropriate signal
C T4R detector to be compared Wlth the reference R, detector for the
TE] I|fet| me acquisition. :
(* Ti5 -
 aiR

Slits i

; Set the slits according to
Entrance E xit I: termediate hOW the Standal’d and
Excilation 14,000 0.300 4.000 unknown are balanced.

E migsion 1 5.000 5.000 5..JIJD Sl |tS ShOUId be set |nm| | -
~ limeters for lifetime-
resolved acquisitions.

Sk Urits: {rm] i
Cancel |
In High Voltage, the high-voltage High Voltage
settings for each detector should have .o
been determined during the balancing 5. [e50.000
procedure for the standard and R: |450.000
unknown. The limits for high-voltage T |00

biasfor R928P PMT tubesin the
lifetime detector housings are 300 to
1100 volts.

@Note: If negative phase-angles or modulation values much
greater than one are observed, the standard and unknown are
probably reversed.
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6 Sample and real-time processing information

Enter any comments to include with the datafileon  Shutter is always set to Auto Open.
thisline.

— Sample and Feal Time Proceszzing Info |

Lifetime Rezolved Acquizition \ L Shutter.. |
A Setup File. .. | Diark Offzet [ Faintsz: 101.

A

Start Time
[ % |mmediate " Delay
In Setup File..., In Start Time, Dark Offset isnot available for Points: shows
load a pre-defined  set up the scan lifetime scans, because the data the number of
set of positionsof  for Immediate  are compared with thereference  data points to
various accesso-  starting, or De-  lifetime detector for all instru- be taken.
ries. lay a specified mental corrections during the

amount of time.  measurement.

6-9




Lifetimev. 2.0 (24 Apr 2001) Lifetime Resolved Measurements

Run the lifetime-resolved acquisition

When the experiment runs, the system either measures the standard’ s phase and modu-
lation values, or proceeds directly to the unknown, depending on the selection in the
Measure checkbox.

The experiment measures the phaseangl e difference and demodulation value for the un-
known, and displays them on the same graph, plotted versus the emission wavelength.
An example from the POPOP-and-anthracene-in-methanol acquisition in the tutorial
chapter is shown below.

¥ DataMax HE R

File Edit “iew Caollect Peaks Search Arthmetic Options  Help

(T e [N [E] 8 B[]

55

Data Browser

|+ | Fite List:
Olprsi

arspo=aa.spc

Fhage & Mod(x100)

SéD 460 4ﬁ0 4:10 4éU 4éD 500

Wavelength Overlay ¥-Zoom CURSOR

File #1 = PRSPOAA A/5/00 10:36 AWM Res=Mone
Lifetime Resolved Acquisition of POPOP & Anthracene using LUDOX Scatter Seale Al |

[B] | PRSFPO&A | Lifetime Resolved Acquistion of POPOP & Anthracene using LUDOX Scatter | 4/500 | ¥-Zoom | CURSOR | 41200 | 10:14 AM

The data shown have been scaled (after the experiment) to fit on the screen together. In
practice, usually there is only one trace visible during data collection. The phase spec-
trumisgiven an“a’ suffix while the modulation spectrum hasa“b” suffix.
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Modeling lifetime-resolved acquisitions

In the Instrument Control Center, choose the Lifetime Modeling icon.
L‘! fd Instrument Control Center - TAU LAY M= E3

System  Applications  Help
LR
»EEE _|| T

Funvisual Setup '

This___Qpeﬁ"Sﬁfhe Lifetime Resolved Model dialog box:

Lifetime Resolved Model Enter or find the

—Input data Spectral File, Phase
i File, and Modulation
: % File inthisarea
Phasze File__. | I
Modulation File... | Choose the Number of
components in the
Number of components: 2 3 A}Odd.
~ Lifetimes [ns) Set the Lifetimes (in
Tau 1: I Tau 2: I Tau 3: I <1 nanoseconds) for each
Component.
— Frequency
&+ Enter frequency: I MHz " Read freq. from files < Here, fO!’ the
modulation frequency,

either Enter
Bun Model | Save Output. . frequency, or have the
% i software Read freq.
| from files.
Click Run Model to The Save Output... button is used to save
start thefitting proce-  the datain atext file that can be used by
dure. various applications for later processing.

The Lifetime Modeling software can model alifetime-resolved acquisition for up to three
discrete lifetime components. The application requires a steady-state spectrum of the
mixture, the phase and modulation emission spectral files with the modulation fre-
guency used, and the lifetime of each component in the mixture. (Mixtures of only two
lifetime components do not use the modulation-emission spectral file to model the
data.) The phase used for the measurement can be read directly from the phase and
modulation emission spectral files. The model uses datafiles and lifetime values to fit
the steady-state spectral contributions of each lifetime component. These spectral files
are shown as the output.
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The example of POPOP and anthracene in methanol is shown below.

Lifetime Resolved Model [ x]

~ Input data

Spectral File__ I ICZ'\DDDEHUI'IB.SIJC
Phase File... I I[Z:\ballesﬂa.spc

=2 2

‘ Humber of components:

— Lifetimes [nz]

Tau 1: |1.32 Tau 2: |4.1 Tau 3:

— Frequency
" Enter frequency: IBE. MHz ¥ Read freq. from files

Bun Model | Save Output._.

Parameters for lifetime-resolved acquisition of POPOP and anthracene in MeOH.

809006.5

—>—  Sum
—>— Comp #

406941.01 —Co— Comp #2

Intensity

365 392 419 446 473 500
Wavelength (nm)

Deconvolution of POPOP emission spectrum (Comp #1) and anthracene emission
spectrum (Comp #2) from the total spectrum (Sum).
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Optimizing lifetime-resolved acquisitions

Here are afew tips to obtaining the best possible results from alifetime-resolved
acquisition.

1

Know the lifetime and steady-state characteristics of the unknown before col-
lecting the lifetime resolved acquisition.

Ideally, you should understand the sample’ s steady-state excitation and emission
characteristics, its lifetime components, and its response to various environ-
ments.

Use a new scattering-solution, and with the appropriate excitation wavelength.
The sample measurements are only as good as the phase and modulation stan-
dard. Glycogen solutions do not last more than a day or two before becoming
contaminated. Ludox® is more stable, but cannot be used below 320 nm.

Match the optical settings for the steady-state emission spectrum as closely as
possible to the settings required for the lifetime-resolved acquisition.

The lifetime-resolved acquisition usually requires different dlit-settings from a
typical steady-state emission scan. Keep the dlits around the Pockels cell narrow
for optimal modulation ratios, while open other slits on the excitation and emis-
sion monochromators wide to achieve acceptable signal levels. Make the steady-
state scan with gdlits similar to the lifetime acquisition, so that similar optical
conditions are used, and the modeling algorithm works optimally.

Avoid using relatively narrow dlits.

The lifetime modeling program will still model a steady-state spectrum with
relatively narrow dlits, although there may be some error introduced because of
the differences in optical resolution between the steady-state and lifetime-
resolved scans.

Choose the modulation frequency carefully.
The chosen modulation frequency inherently determines the resolving power of
the lifetime-resolved acquisition.

Try to find the modulation frequency with alarge difference between the life-
time components in the unknown.

If amodulation frequency is chosen where only afew degrees separate the
phase-shift of the various lifetime components, then the acquisition will not
separate the components acceptably. Use response curves for single exponentia
decays that resemble the lifetime components in the unknown, to find the great-
est difference in phase angles. For example, look at the differences between
POPOP and perylene shown below. The maximum phase-difference would oc-
cur roughly in the 60-80 MHz range.
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a0+ 1.0
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Lifetime response for perylene in methanol (4.4-ns lifetime)
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=
on

0
1000
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Frequency (MHz)

Lifetime response for POPOP in methanol (1.3-ns lifetime)
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7. Time-Resolved Acquisitions

The time-resolved acquisition for the Fluorolog®-Tau-3 Fluorescence Lifetime System
can fit time-resolved emission spectra (TRES) using the frequency-domain method. The
acquisition collectsindividual lifetime spectra across a user-defined emission wave-
length range. The modeling software fits these spectra with the specified decay compo-
nents and their lifetime contributions to a specified steady-state emission spectrum. The
results are a series of emission spectra covering the lifetime of the excited states. TRES
data are useful for analyzing excited-state reactions, energy transfer, and solvent effects.
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Setting up the time-resolved acquisition

Know the steady-state characteristics of the unknown being studied. The excitation and
emission maxima, as well as the range to be covered for the emission, should be avail-
able. We recommend that you run alifetime acquisition for the unknown at a central
emission wavelength, in order to know the number of components and decay times for
the sample, before collecting the entire time-resolved acquisition. We recommend col-
lection of a steady-state emission spectrum (to be used for modeling the data) after col-
lection of the time-resolved acquisition. In this way, the steady-state slit settings can be
adjusted to match reasonably with the settings used for the time-resolved acquisition.
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Instrument settings and balancing for the
time-resolved acquisition

Aswith anindividual lifetime acquisition, system settings must be optimized. A stan-
dard is used as areference to correct for any instrumental bias affecting the unknown’s
response. Optimize signals and balance samples in Real Time Display, with the resulting
high-voltage, dit, wavelength, and other settings transferred into the time-resolved ex-
periment definition. Adjust the reference detector to an appropriate level for the ex-
periment. See Chapter 4: Lifetime Acquisitions for more information on balancing
samples, and setting up the system for appropriate signal levels.

Balance the standard and unknown as much as possible, with the best signal levels
across the wavelength range used for the time-resolved acquisition, in order to obtain
the most reliable results. This can be difficult, for atime-resolved emission scan usually
will cross wavelength regions of low fluorescence-emission from the unknown, along
with those wavelengths where the peak fluorescence is observed. In many cases, a
rough balancing of the samples across these regions of low emission is satisfactory to
fit the data properly after the experiment. In cases where a rough balancing is not suffi-
cient, consider collecting the lifetime scans at each emission wavelength one by one,
using the lifetime acquisition. In this way, each scan can have the signal levels opti-
mized, with the samples meticulously balanced, and the data still can be modeled using
the time-resolved fitting algorithm in the modeling application.

@Note: To acquire the scans separately:

Do NOT change the slit settings, aperture settings, or excitation wave-
length between each lifetime acquisition that will make up the time-
resolved acquisition. Only adjust high-voltage biases, the emission wave-
length, and the reference.

Name the filenames with a short prefix (e.g., TRESx. DAT), where x is an
incremented numerical suffix (e.g., 1, 2, 3, etc.) corresponding to increas-
ing wavelength. This is the easiest way to select these files from a large
series of data for later modeling.

The standard can be specified to use a single excitation and emission wavelength-pair
for the entire time-resolved acquisition, or it may be specified to cover the same emis-
sion range as the unknown being measured. This choiceis available in the Mono Posi-
tions dialog box in the time-resolved experiment definition.
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Time-resolved acquisition scan parameters
]

Bun N

Time Resolved Acquisition

Start Freq [MHz] End Freq [MHz] [300.00 guuh:u

Mumber of Fregs  [5 [rr}lt-ﬁgratlun ) [1.000 ETI;E | Save
Sequence Quick -
’V @+ Linear " Log 3 Scan Cancel

2

Mono Pozitions. .. 4

Sequence... H [ff]

Signals... |
. SEL P, Shd,
[ Min Awg |3 Ete\-'t.[fég ID.ED Izl Standard Unknown ]

Frocess by
L’VF Digcrete Pairs " Interleave

bax dwvg |7

(Sample and Feal Time Proceszzing Info

Firzt lifetime time resolved acquisition screen Shutter... |
Setup File... | | Dark Offset [

— Start Time E ztimated o

\ & lmmediate ¢~ Delay

Load previously-saved data or experiments

Run and save experiments

Choose the frequencies for the experiment

Set up monochromators and processing

Set hardware parameters

Choose statistical parameters

~N OO O A W DN P

Sample and real-time processing information
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Time-Resolved Acquisitions

1 Load previously-saved data or experiments

Time Rezolved Acquisition

DataFile... | |

N

Experiment... |IZ:"\D.ﬂ'-.T.f-‘-.M.f-‘-XE.E'\detEE.E:-:p

Click on Experiment... to load a
saved lifetime acquisition experiment
file. The experiment file browser can
also be reached using this button to
search for adesired lifetime experi-
ment file. Typein adesired experi-
ment name (and path) to load in the
space provided.

Click on DataFile... to go to the
file browser to select afilename for
the data file to be saved during an
experiment run. Enter the filename
(and path) in the space provided.
Lifetime acquisition datafiles are
saved with a. DAT extension.
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2 Run and save experiments.
Click Run to execute alifetime

Click the Auto Save Exp | acquisition.

checkbox to overwrite auto- T Fun I Click Save to save the experi-
matically the experiment file - ment to the experiment file
with its current settings at the At <+ listed in the Experiment win-
start of an acquisition. > SEZEE r Save dow. To save the experiment
Click Quick Scan to change—> fuick - flleto adifferent fllenaﬂe, type
the acquisition algorithm. All Scan Carcel in the name and path in the Ex-
phase and modulation data for X periment window and click the
each frequency point in the ! Save button.

scan are taken first for the Click Cancel to go back from
standard. Th(_en the user Is the lifetime acquisition to the
prompted to insert the un- main menu.

known (with an automated

sample changer, it is auto- Click Exp Type... to select the
matically moved into place), Experiment type to define. For
and the unknown data are alifetime acquisition, click
taken. Some error may be in- Lifetime Acquisition.

troduced, because the data for
each sample can be taken
separated by along time.

@Note: Use Quick Scan when the sample cannot be placed in an
automated sample changer (e.g., low-temperature measurements or
solids) to save the tedium of changing the standard and unknown
samples at each frequency point.
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3 Choose the frequencies for the experiment

In Start Freq (MHz), enter the starting In End Freq (MHz), enter the
frequency, in MHz. Lifetime scans al- ending frequency, in MHz.
ways progress from lower to higher fre-

quency. The frequency rangeis 0.1-310

MHz.

In Number of Fregs, enter the number Integration Time isthetime
of frequenciesto be measured. Each fre-  allotted for detection of each
guency represents one data point for both  sample during each average of

phase and modulation measurements. the lifetime acquisition. Maxi-
The allowable number of frequenciesis ~ mum integration timeis 99 s.
from 3 to 99.
Start Freq [MHz] |100.00 End Freg [MHz] |200.00
—— Integrati
k Mumber of Fregz |5 Tnirﬁgra o (] 1.000

S Sequence————————
¢ ’7 R Linear " Log

Sequence...

The Sequence specifies the spacing
of frequencies used for the lifetime
acquisition. There are two settings
for the sequence, Linear and Log.

Clicking on the Sequence button
displays the Frequencies dialog box:

Frequencies |

* Log setseven spacing on a
logarithmic scale, dgpendl ng on the Start Erd Nurnber
number of frequencies specified to
20.0 |2en.n |1 2
be measured. I
* Linear setseven linear spacing for -
the number of frequencies specified. &

411
To customize a frequency, choose the 52.2

frequency to be changed in the list of 820 [ Cancel |

frequency points by clicking on it. Then
enter the new frequency value to measure instead.

1-1
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Time-Resolved Acquisitions

4 Set up monochromators and processing

Mono Positions... opens
the Mono Positions dialog
box:

Process by determines
the algorithm for collect-
ing the datafor each in-
dividual average. Choose
from Discrete Pairs and
Interleave.

. Mona Positions. .

Process by ©

|

¥ Dizcrete Pairs " Interleave

Enter the monochromator values (in nm) here. These values should have been determined in the
balancing procedure for the unknown and standard.

In Std Emission Start, en-
ter the starting emission
wavelength for the standard.

In Unk Emission Start,
enter the starting emission
wavelength for the un-
known.

For Std Excitation, enter
the chosen excitation wave-
length position (in nanome-
ters) for the standard.

For Unk Excitation, enter.
the chosen excitation wave-
length position (in nanome-
ters) for the unknown.

E
End
|5c||1nnn — |

|5c||1nnn
;\

Cancel |

Mono Positions

- Std Emission End,
enter the ending emis-
sion wavelength for the
standard.

" In Unk Emission End,
enter the ending emis-
sion wavelength for the
unknown.

Std Emizsion

|4nn.nnn

v |3'3'3-'JU'j Urits: [n

Urik Excitati ISED-UUU
Scans 10

IUnk Emizgion

Enter the number of lifetime Scans to berun. The
software determines the wavelengths to be used, by
interpolating between the starting and ending emission
wavelengths for the desired number of scans.

Discrete Pairs measures the phase-angle difference and demodulation of the standard,

then the unknown

. From this, the phase and modulation data are saved and lifetimes are

calculated based on phase and modulation. The procedure for the next average is re-
peated: measuring the standard, then the unknown, saving the data, and calculating life-

times. Thus, with
dard, followed by

the discrete pair averages are non-shared measurements of the stan-
the unknown. Use discrete pairs when changing samples manually.

Interleave measures the phase-angle difference and demodulation of the standard, then
the unknown. From this, the phase and modulation data are saved and lifetimes are cal-
culated based on the phase and modulation. The standard is again viewed, but a new
average is measured, comparing with the previous unknown data. In thisway, an aver-
age is generated each time the sample is changed. Thisis the recommended acquisition
when using an automated sample changer since it saves time with no effect on experi-

mental accuracy.
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5 Set hardware parameters

Signals... | Slits... | H [off]

- A |

.__VCI-i‘“C"'kNon Signals... S|ItS .. opensthe SI|ts dia- H\/""'-Qpensthe High
- toopentheSignal . log box. Voltage dialog box.
] Choice dialog box__.__,-v-

_Tﬁere are two available si"'gnal choicesin thi""s._v_vvi ndow, S&R or
i T&R (if available). The radio buttons show the detectors that may
‘be selected for the lifetime scan. Choose the appropriate signal
: - detector to be compared with the reference detector, R.

Cancel |

Slits

Entrance E it Intermediate . .
Exctetion 1 [30005 — o Set the dlits according to Ijow the
Emission1  [5.000 .00 5000 standard and unknown were

balanced. Slits should be set in
[ millimeters for lifetime acqui-
sitions.

Slit Units: [mmm]

LCancel |

High ¥Yoltage |

The settings for each detector should | Pstester

have been determined during the g |590.000

balancing procedure for the standard : %
and unknown. The limit for high- 15 b : :
voltage bias for R928P PMT tubesis Carcel |

300 to 1100 volts.
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6 Choose statistical parameters

Averages are the number of measurements of the phase and modulation data for the
standard versus the unknown at each frequency during a scan. The number of averages
taken per frequency point depends on the minimum and maximum number of averages
specified, and the standard deviation for the measurement specified.

Min Avg isthe mini- Set Pt. Std. Dev.(%) isthestandard de-  Unknown: Enter the
mum number of aver-  viation threshold for the measured phase sample changer posi-
agesfor the lifetime and modulation data. If the standard devia-  tion for the unknown.
scan. The lowest mini-  tion of the measurement is within the
mum number of aver-  specified threshold after the minimum

agesis 3, sothat a number of averages, then the experiment
standard deviation can  moves on the next frequency point. After
be calculated. the maximum number of averages, the ex-

periment moves on the next frequency
point automatically.

. Set Pt Std.
Min Ava |3 Dev[3 (050 Standad |1 j Urknown |2 j

Ma:-:/.-’-‘-.vg 7 y\

Max Avg is the maximum number of averagesfor ~ Standard: Enter the sample-changer
the lifetime scan. The highest maximum number of  position for the lifetime standard.
averagesis 99.

@Note: If negative phase angles or modulation values
much greater than one are observed, the sample-
changer positions of the standard and unknown are
probably reversed.
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7 Sample and real-time processing information

Enter any comments to include with the data file on Shutter... isalways set to

thisline. / Auto Open.
—Sample and Real Time Procezzing Info NS ~
First lifetirme time rezolved acouisition screen Shutter... |
Setup File. . | Dark Offset TI_
Start Time E ztimated e
& |mmediate ¢~ Delay I Timne 0:08:10
| A\ |
/' \ i N
In Setup File..., In Start Time, set  Dark Offset isnot available Estimated Time
load a pre-defined  up the scan for for lifetime scans, because displays the esti-
set of accessory Immediate start- the data are compared with mated time to
positions. ing, or Delay a the reference detector for all  completion for
specified amount of  instrumental correctionsdur-  this scan.
time. ing the measurement.
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Running the time-resolved acquisition

MOdeIIng tlme_ K4 Instrument Control Center - TAU LAY
reSO|Ved ach|S|t|OnS Spstern  Applications  Help

The time-resolved acquisition usually will take along time, for it is essentially an array
of lifetime acquisitions with varying emission wavelength. As the acquisition pro-
gresses, one can observe the individual lifetime scans in progress, as the frequency-
domain phase and demodulation curves are collected across the specified emission
range. Thisis simply a series of lifetime acquisitions collected sequentially with an in-
cremented filename for the data. For reference information on the feedback provided
during the collection of lifetime data, refer to Chapter 4: Lifetime Acqusitions. The
modeling algorithm for TRES acquisitions requires:

* A seriesof lifetime acquisitions collected during the time-resolved acquisition

» Steady-state emission spectrato be used for modeling, and

» Thelifetimes of each decay component.

-

(1]
In Instrument Control Center, click | ‘_? JE —I-

on the Model icon:

This opens the Time Resolved Fiun Yisual Setup
Model dialog box:

. .
=1Define the data to use for the fit.

Lifetime Files... |

* Use Measured Standard Deviations [from Lifetime files) Select Measured Standard
" Enter Deviation  dPhase: | deg dMod: | Et?'vlat;ons'?rr] fixed errorsfor the
N itting algorithm.
"::mhm of CTPD"EMS - < [ Plot with Marker: | Choose the Number of
! ; ’ " 47 Show File Legend components in the decay model.

~Decay times [ns) | | Time dynamics ————— Enter the Decay times (in ns) for
é— . .
Tau1: I— [ Fized | | Initial Time-: I—u_ ns | | thecomponents, and if eachisto
: - be fixed in the model. Check
Tau 2: I I"Fixed | Final Time: |1' N$ | Linked Taus to link decay times
Tau3: | I™ Fixed # Time Points |2 \ across the series of lifetime meas-
: I— I Fixed urements.
Tau 4: e N Choose the Time dynamics for
[ Linked Taus the model. Enter initial and ending
7 Bun Model Save Dutput... | times for the TRES data, and the
wal number of spectrato generate.
Run‘the Save the Output... opensthe
model. Save Modeling Output dialog box:
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Save Modeling Output |

< 1 InSpectra..., save the spectra generated by the model.
Spectial width... <{—— In Spectral width..., save the widths generated by the model.
= . - In Center of gravity..., save the center of gravity information the
enter of gravity... kl/ model generated
Save as Grams Multifle<|—— Click Save as Grams Multifile to save the entire model.

Close |

Below is an example of the output actually generated with the modeling software:

ﬂ; Model Windows Application - Model

File  Model Wiew Help

ElEEED

CHI SAUARE = 3.43
Taul = 02317 TauZ2=1.79 Taud =32 E Taud = 375,

Time-resolwed Spectra

0.00 n=
100000 ns
200000 ns

—o—
0.5 -
—o—
—O— 300000 ns
-
-
-

Inten=ity

4000.00 ns
S000.00 ns
EO000.00 ns

T T T 1
400 418 426 A5 472 490
Wanvelength (nm)

200025

)
w
o
[N
§

Spectral Width (k)
[43] Ayaeag go Jagia]

116377 22.43809
0237204 T T T T 21.05170
0 1200 2400 3600 4300
Time [n=]
For Help, press F1 [Time resolved

Example of TRES data modeled for time-resolved acquisition.

The outputs of the model in the upper graph are the TRES spectra calculated at each
decay-time point. The lower graph contains the calculated spectral width and center of
gravity with respect to decay time. The spectral width assists in identifying the type of
process that gives rise to the changes in the emission spectra during the lifetime of the
excited state. For example, in the data above, atwo-state process seems to be occurring
because of the broadening of the spectral width centered at about 3 ps. In other cases,
the spectral width may remain constant throughout the lifetime of the excited state, in-
dicating a continuous relaxation process. The center of gravity helpsto indicate the shift
of the fluorescence emission to higher (or lower) wavelengths at longer decay times.
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8: Tutorial

Introduction

This chapter provides a set of experiments as a tutorial to help the user learn the main
acquisitions available.

Tutorial 1: POPOP versus Ludox®

This tutorial is a basic performance-validation lifetime scan of POPOP, also known as
1,4-bis[5-phenyl-2-oxazolyl]benzene, or 2,2'-p-phenylene-bis-[ 5-phenyloxazole], ver-
sus LUDOX" (colloidal silica in suspension). This information also may be used as a

reference procedure to test the performance of the lifetime spectrofluorometer.

Tutorial 2: 9-anthracenecarbonitrile versus Ludox®

This acquisition demonstrates the use of a long-lifetime compound, “9-CA”, versus a
Ludox® standard.

Tutorial 3: Lifetime acquisition of a solid sample versus
Ludox®

Solid samples present special mounting concerns in the sample chamber. This tutorial
shows how to set up a solid sample, and how to model a multi-exponential fit.

Tutorial 4: Time-resolved acquisition of an organic solid

Time-resolved acquisitions may be taken automatically, or, more commonly, by run-
ning a set of acquisitions, one per wavelength-pair. This tutorial demonstrates the
method of time-resolved acquisition, plus some hints in adjusting plots to get the best
view.

Tutorial 5: Anisotropy-decay acquisition of perylene in
glycerol

This tutorial shows how to do an anisotropy-decay acquisition using a large, flat mole-
cule (perylene) dissolved in glycerol. No reference is required. A comparison of one
anisotropy component versus two components in the fit is provided.

8-1




Lifetime v. 2.0 (1 May 2001) Tutorial

Lifetime acquisition of POPOP vs Ludox®

Introduction

This lifetime acquisition is the standard scan used to verify system performance for the
Spex” Fluorolog®-Tau-3 in lifetime mode. The procedure consists of running a lifetime
standard (POPOP) versus a scattering reference (Ludox®).

Ludox” is colloidal silica in suspension, and is a useful inorganic scattering solution for
excitation wavelengths above 340 nm. Below 340 nm, Jobin Yvon® recommends using
a scattering solution of glycogen (e.g., type II from Oyster) in triple-distilled and deion-
ized water.

POPOP, or 1,4-bis[5-phenyl-2-oxazolyl|benzene, or 2,2"-p-phenylene-bis-[ 5-
phenyloxazole], is a single-exponential fluorescence lifetime standard with an expected
lifetime of 1.32 £+ 0.03 ns in research-grade methanol. The excitation spectrum consists
of a broad absorption band centered at ~358 nm with shoulders on each side. (There is
also a large absorption band below 300 nm not used for this experiment. The emission
is broad and centered at 418 nm, with shoulders on each side, as well.)

If desired, start the system in a steady-state layout, and run the excitation and emission
spectra for POPOP before starting this experiment. Refer to the Fluorolog®-3 Opera-
tion Manual and DataMax Software Manual for more information on running these
scans in DataMax.

Equipment required:

POPOP [CAS 1805-34-4], may be purchased from Aldrich

Ludox® [CAS 7631-86-9], may be purchased from Aldrich

Methanol (research grade)

De-ionized or distilled H,O

Two 1-cm quartz cuvettes

400-nm cut-on filter, 1" x 2" (with 4-position sample changer), or 1" x 2" or 2" x 2"
(with 2-position sample changer), if desired.

Start-up

1 Be sure that the SpectrAcq, host computer, and
main electronics rack are switched off.

This prevents possible damage to these devices when the xenon lamp is ignited.

2 Start the xenon lamp.

a Turn on the power.
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b Allow the fan to run for about 45 seconds.

C Turn on the Main Lamp switch to ignite the xenon lamp.

The internal supply will repeatedly strike the lamp until it arcs. If the lamp does
not ignite within 10 seconds, then wait another 45 seconds and try again.

Make sure that the SpectrAcg has the proper
boot-up floppy disk in the floppy-disk drive.

Start the main electronics rack, SpectrAcq, host
computer, and any accessories to use.

The external RF amplifier for the Pockels cell and DC high-voltage supply are
often separate from the electronics rack (usually next to the Tau-3 modulator-
compartment), so they may have to be switched on using their respective
ON/OFF switches on the front panel of each device.

Start DataMax software.

Click on the DataMax icon on the desktop, or by selecting the Instrument Control
Center within the DataMax folder in Start/Programs.

The Instrument Control Center window appears.

Select a lifetime layout from the layout list in the
System/Load User Layout drop-down menu.

Select the lifetime software layout without other accessories (usually just Life-
time) when not using a programmable water bath or polarizers. Other lifetime
layouts will indicate support for certain automated accessories.

The instrument runs a calibration sequence for
~1 min.

@Note: One of the last steps of the calibration is
finding the home position for the 2-cell or 4-
cell sample holder, so keep hands away from
the sample compartment during this time.

Jobin Yvon® recommends allowing the system to warm-up for about 45 minutes before
taking measurements.
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Unknown and standard preparation

3

-
I\
e

= Note: Frequency-domain measurements are based on a differential tech-

nique in which a standard and unknown are measured alternately through-
out the experiment. The accuracy of experiments critically depends on the
quality of the standard.

p

1 Prepare a sample of POPOP in methanol.

The concentration of the POPOP should be sufficient to yield about 0.050 A at
358 nm in a 1-cm quartz cuvette. (In general, keep the absorbance below 0.1 A
for right-angle measurements with a 1-cm fluorescence cell.)

2 Prepare the standard sample of LUDOX® in de-
lonized water in the other 1-cm quartz cuvette.

Prepare a stock solution of Ludox® (at somewhat higher concentration than ex-
pected to use for the experiment), a few transfer pipettes, a separate flask of the
de-ionized water, and a waste beaker. These items will be used later to balance
the standard emission signal to the unknown.

3 Place the unknown and standard cuvettes in po-
sitions 1 and 2 for the 2-cell sample-holder (or 1
and 3 for the 4-cell sample-holder).

4 Decide whether to use the emission monochro-
mator, or the spatial filter-holder (FL-1031) on
the T-side of the instrument.

For the T-side, place a 400-nm cut-on filter on the T side. Place the filter in the
spring-clip holder on the sample changer, next to the unknown. The filter must
be positioned at the unknown so that it automatically moves out of the emission
path when the scattering standard is measured.

5  Check that the unknown and standard cuvettes
are filled high enough to prevent the excitation
beam from scattering off the top of the solution.

Such unwanted scattering prevents an accurate measurement of the modulation
and phase.
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Selecting and adjusting lifetime hardware

In addition to choosing one lifetime software layout, select and adjust up to six hard-
ware components to complete the instrument conversion to lifetime operation. The
hardware components include: the entrance and exit slits of the excitation monochro-
mator (the 180DF double-grating monochromator may have an intermediate slit), the
iris at the entrance to the Pockels-cell assembly, the Pockels-cell position, and the man-
ual bilateral slit located at the exit of the Pockels cell assembly.

£

r.

I )

=i Note: The PMT base is automatically switched to lifetime operation
when any lifetime software layout is selected.

1 The monochromator slit units should be in mm.

To change units, go to Visual Instrument Setup, enter the Options menu, select
millimeters from the drop-down list, then click Apply. The actual slit settings
for the excitation monochromator are discussed in the next section.

2 Position the iris lever to
vertical, midway between
left and right limits.

3 Turn the Modulator Position
knob to Lifetime.

This brings the Pockels-cell light modulator into the
excitation light path. A full stop indicates that the
modulator is properly positioned in the light path.

A Turn the Source Position knob to
Xenon.

5 Set the manual
slit to 0.5 mm.
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Defining the experiment parameters

1 Click on the Tauicon @ (Run Life-
time) to activate the lifetime functions and open
the two lifetime data-display windows, ISA Graph
and Lifetime Summary.

72 Select Run oo il
Experiment to open F";'EINote: Do not make any en-
the Lifetime Acquisition tries yet.
dialog box.

3 In the Instrument Control Center, click
the Real Time Display icon.

4 Make sure that the following dialog boxes within
the Real Time Display window are visible:

£ Real Time Display

| Lifetime
OseR @ TsR Cosar CiTes
AT oL

Signal Balance

Mod

T ‘2.1?22 ‘1.1921 |1.8222
R ‘2.4005 ‘1.5270 |1.5721

Phase |352.0282
[deg]

&g

Fle[m-?;]cy 10.0000 %‘ Llfetlme

Monos (nm)
ngh VOltage 1 haroz [nm]

Increment
0 %
[TEX1 (3998 [=]

[CEM1 (T35 =

Unknow
1.2 3

4
CCmE0 ® C0 0
[350 =] [Ex [380 =]

=

B2 =] EM| |40

Set Standard | Set Unknown |

Slits (mm)

QNote: If a dialog box is missing, click on the appropriate toolbar
icon to open the dialog box, or re-arrange overlapping boxes by
dragging them with the mouse.
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Signal adjustment consists of two main steps: (1) unknown signal optimization and (2)
standard DC balance.

5  Click the EX1 radio button. —

" Slitz [mm]
@ Ex1 [ EMI

Side Entrance

This selects the excitation monochromator in the Slits dialog | |5.0000 -
box. Enter 6.0 mm for the Side Entrance and 0.5 mm for Side E it
the Side Exit. If there is an intermediate slit, set it to 6.0 %
mm. Wait after each adjustment to allow the slit change to
finish, before adjusting the next. "~ Slits [mm)

I Fx15 @ EM1

6 Click the EM1 radio button.—

This adjusts the emission monochromator on the S-channel.
Enter 6.0 mm for the entrance and 6.0 mm for the exit slit. Side E it

. . . . B.0000
(Set the optional intermediate slit to 6.0 mm.) Go to step 9.

[ With a 400-nm cut-on filter on the T-channel (left
side of T-box), the filter should be in place on
the appropriate side of the POPOP sample, on
the sample changer’s filter mount.

There are no slits to adjust on the T-sid
emission T-channel with an optical fil- ~s1de

. . emission
ter. Here is a two-position sample X

Side Entrance
G.0000

B

compartment with the scatterer in the

active position and the unknown _ e | 3 :
inactive. The excitation light enters h E -] .m(_ﬁ——
from the right, and the T-side emission D |~ excitation
is at the top of the picture. Note the 1"

. > L beam
x 2" cut-on filter placed by the v - -
unknown, for collection on the T-side J

(rotate 180° to active position).

¥

8 Click S&R (for S-_] @& Cua fosu ons
AC DCc bod

channel detector T T — —

on the mono- - 2000 P =
chromator) or

Fhaze [120.0000

T&R (for filter on (dg)

Frequency |10.0000
the T-channel). (MHz)

/
9  Enter 10 in the Frequency (MHz) field.

Press ENTER after entering frequency values.
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10 Set up the Signal Balance dialog box.

a Store the optimal excitation and emission wavelengths, if necessary, and
the sample-changer’s position for the two samples.

" Signal Balance

b Reset the instrument by clicking - Standard | [ Unknown

1 2 3 4 1 2 3 4
the Set Standard or Set
Unknown button. Jsfiele ®0e
360 =] Ex | [280 =
» Set the standard EXcitation _—[3g0 = EM| [220 =]
.. el A [~
and EMission for 360 nm and
360 nm with Ludox®. Set Standard | Set Unknow |
e Set the unknown EXcitation

and EMission to 360 nm and 420 nm, respectiveiy, for POPOP.
* Set the POPOP EMission to 360 nm if using filters on the T-side.

== Note: If not using the emission monochromator, set the unknown to the
same emission wavelength as the standard, to avoid waiting for the emis-
sion monochromator to move unnecessarily during an experiment in which
the emission monochromator is not used.

|nteqration [zec]
C Set the integration time to 1.0 second. 1.0000 [=]

" HighYoltage™ |
d Set the PMT high voltages: :
R =450 > \
T =850 if used, otherwise leave at 0 = |

S = 1000 if used, otherwise leave at 0 —
If the HV On box is not checked, click HV On to send voltage to the PMTs.

e Click on the shutter icon &'I in the toolbar to open the shutter.

When changing a parameter’s value, always double-check the status of the shut-
ter. It will automatically close while some of the parameters change.

f Watch the signal @
levels reported in Note: The settling time for the AC sig-

the Lifetime box. nals can be quite long—up to ~ 1
Look only at the AC and min—so be patient.
DC levels at this step;
don’t worry about modulation ratio or phase angle. Only values shown in black
updated at the integration time should be considered. Signal values shown in
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red, or that do not update, are not reliable data; allow the system more time to
settle signals.

After the signal stabilizes, adjust the slits, iris and high voltage to obtain

an AC level on T (or S) of ~ 1.5 volts.

¢ The recommended maximum AC or DC level is about 5 volts.
e An ACorDC level of 10 —_

indicates an over-range of ;1”

signal level. You must ==iNote: Do not lower the high
reduce the high-voltage slits voltage below 300 volts for
or the iris to bring the signal any channel.

on scale before proceeding.

*  Once the unknown’s signal is optimized, only adjust the R-channel high-
voltage and standard’s concentration to bring the R-channel AC- and DC-
levels to an acceptable level (i.e., I-5 V AC and DC).

One possible procedure to adjust signal levels:

 If AC and DC are low, increase the slit-width on the emission monochroma-
tor (if using S channel). Go to 7.0 mm as necessary.

* Adjust slits and high-voltages in tandem so that no one parameter is at its
maximum, while others are far from their maxima. For example, to increase
the unknown AC signal from 0.1 to 1.5 volts then, starting from above:

* Increase high voltage from 750 V to 900 V

» Increase excitation-monochromator exit slit from 0.3 to 0.5 mm
* Increase manual slit from 0.5 to 0.7 mm

» Increase iris aperture by rotating counterclockwise 5°.

e If AC is still below 1.5 volts, then increment the parameters in the same se-
quence and about the same magnitude. Maximum high voltage is 1200 V.
Watch the R level as slits are opened. If R over-ranges, then reduce the R-
channel high-voltage.

§Note: When running at the maximum voltage on T-channel,
take extra care not to leave sample chamber lid open for
longer than necessary to insert sample cuvettes and filters.

h Once the unknown AC is ~1.5 V, check that the DC level is < 5 volts.

If DC > 5 V, try reducing the manual slit and iris while increasing high-voltage,
to reach an AC-to-DC ratio (modulation ratio) of ~1.0 or higher. If you can’t
achieve modulation ratios of ~1, or AC levels of 1.5 V, you can still expect use-
ful results, although precision will decrease. Expect accurate results for simple
decays of several nanoseconds even if with a starting AC intensity < 0.5 V (be-
cause of low concentration or quantum yield).
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I Click on the Set Standard button of the Signal Balance dialog box.

This places the standard in the measurement position. Balancing involves set-
ting the DC signal on the emission detector for the standard (Ludox®) roughly
equal to the unknown (POPOP). Adjust the Ludox™ signal by changing concen-
tration (add deionized water to decrease or stock Ludox® to increase concentra-
tion, or use neutral-density filters so that the DC level of the Ludox” standard is
within about 10—15% of the POPOP).

e

F

:

A

1

Note: Do not adjust slits, iris, or high voltages for the T-
channel (or S-channel) for this step, for this will change the
unknown'’s optimized signal.

J Adjust the R-channel high-voltage to keep the R AC at 1.5-2.0 V.

Do not reduce the high voltage below 300 V. If required, keep R on scale by re-
ducing one or more slit widths, and redo the unknown signal by changing only
high voltage (do not forget to re-balance the standard sample signal to match the
unknown).

k Click on the transfer icon in the toolbar
to preset the following parameters:

» Lifetime channel selection (S&R or T&R)
e Monochromator slits

* Excitation and emission wavelengths

* High voltages

@Note: The transfer function will work only when the Lifetime
Acquisition window is open (Step 3 in Defining Experiment
Parameters).

| Close the Real Time Display window.
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Experiment setup and measurement

1  Activate the Lifetime Acquisition dialog box.

The signals, slits, high voltage, standard wavelengths, unknown wavelengths,
and sample changer positions were transferred from Real Time Display.

P

i

R

T

"

Note: If you did not select the transfer option from the Real Time Dis-
play toolbar, either manually enter these parameters, or open the
Real Time Display and click the transfer icon.

2 Close Real Time Display.

3 Set the following parameter fields:

Lifetime Acquisition

CADATAMAY | DrataFil - [, 2 DataFIIe
Experiment... | I g popvaly.exp Wc R . .
- b. Integration Time
Start Freq (MHz2] [20.000 lnti;?ﬁ';roenq [MHz] |280.DDD £ulto C. Start Freq (M H Z)
Mumber of Fregz 10 T s |8 Exp ! i d d
Sequz.enc,c el r . En Freq (M HZ)
linear ¥ Lag S Eemes e N um bel’ Of FreqS
Std Ex [nm) 360 Unknown Ex [nm) 360 Evp Type —t— f . Seq uence
Std Em{nm) 360 Unknaown Em{nm) 420
—Processby—— g PI'OCGSS By
" Discrete Pairs i+ |nterlzave SETUETEE St | Sl | I (] | h . M n AVg
. — Set P Std.
Min Ava |3 Dev.[%) [0.50 Standard |1 T Unknawn :
e b — i. Max Avg

StdLifetime[nS]lm—\ J Set Pt. Std Dev (%)
T k. Std Lifetime

Sample and Real Time Processing Info

ILifetime Acquizition of POPOP vs. Glycogen or LUD DX Shutter... |
Setup File... | I Dark Offset ™
Start Time E stimated .

IV & |mmediate ¢ Delay | Time 0:14:00

a Click the DataFile... button to open the dialog box.

Enter a file name in the desired subdi-
rectory. Or, type a file name directly in @
Note: The detected signals

the DataFile field. Allow the system

to append the proper extension in lifetime experiments are
(. dat ) to the file name. weaker than in steady-

state measurements, so
b Set integration from 8-15 s. we recommend longer in-

tegration times and aver-
aging of several readings
C Define the frequency sequence (see step f below).
used to find the frequency
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response of the POPOP sample.

Enter the starting frequency, ending frequency, and number of frequencies.
Choose logarithmic (preferred) or linear. The following parameters assume that
at least one lifetime is between 5 and 20 ns. For samples with shorter lifetimes,
raise the End Freq. For samples with longer lifetimes, lower the Start Freq.
For systems more complex than a bi-exponential, add more frequencies to im-
prove separation of the individual decays.

» Start Freq (MHz): 20

* End Freq (MHz): 280

e Number of Fregs: 10

Sequence: Log

P

e

Process by: Interleave.  &==ENote: Interleave is a faster way
of averaging data pairs (stan-
dard & unknown).

Min Avg: 3

Q@ — o o
)
\

Max Avg: 5

h Set Pt. Std Dev (%): 0.5

The values entered in steps f through h work together to obtain a defined error-level in a
minimum time. The minimum of 3 averages is calculated and the resulting standard de-
viation is compared to the set-point standard deviation. If the set-point standard devia-
tion is less than the calculated standard deviation, then the next measurement is com-
pleted and averaged. This continues until the set-point standard deviation is equal to or
greater than the calculated average, or until the maximum number of averages is
reached.

| Dark Offset: Do not use

J Std Lifetime (ns): Enter 0 ns for the Ludox® scattering standard. (Enter
the known lifetime, in nanoseconds, for a fluorophore reference.)

k As desired, enter one line of text @
in the Sample and Real Time Note: Do not change the
Processing Info field. default values of any

other field in this section.

| Click Run to start the
experiment.
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Following along with data-collection and modeling

1 Select the Run
Lifetime program

EJ Instrument Control Center - LAYOUTOS. LAY M [=]E3

[
from the Instru- T
ment Control Fun Lifetime
Center.
Thls OpenS the F.j Model Windows Application - Model
Model Windows — Eie | Model| view Help
Appllcatlon - —E Time rezolved
Model window: Licime eslved
Parameters...
2  Select i
Lifetime.
Select Lifet,

Lifetime Model

This opens the Lifetime Model = Input data

window: Input File... I Itest.dat

* Uge Measured Standard Deviations [from File]

" Enter Deviation  dPhase: Iu-5 deg dMod: Il]-[“:I5

— Number of components

Lol | =2 3 4

— Fractional Amplitudes — Lifetimes [nz]

Fract. 1: |0.2 " Fixed Tau 1: |2 ¥ Fixed
Fract. 2: (0.8 [ Fixed Tau 2: Iﬂ [ Fixed

Fract. 3: Tau 3:
Fract. 4: Tau 4:
Bun Model Save Output___
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Lifetime Model

3 Enter the data “_'".':,:t..fa::]ﬁe... —

file name of " » :
+ Uge Measured Standard Deviations [from hle)
the Completed ‘f; Enter Deviation  dPhase: IU.5 deg dMod: IU.I]I]E
expe rrme nt. /Numher of components
1 2 3 (glF |

Click Input File to use

the standard — Fractional Amplitudes ~ Lifetimes [nz]
Windows™ file dlalog Fract. 1: |0.2 [ Fized Tau 1: |2 v Fizxed
Fract. 2: [0.8 [Fived | | Tau2 [§ [ Fixed
4 Select Enter/ | s a3
Deviation Fract. 4 Tau #:
Bun Model Save Output___
5  Enter dPhase

(phase error)
=0.5and
dMod (modulation error) = 0.005.

O  Enter the expected number of components.
Choose from 1 to 4 by selecting the appropriate radio button.

[/ Enter the active fractional amplitudes and life-
times (in ns).

Fill in for all selected components (enter a non-zero value in every open field).

8  Click Run Model.

The results include reduced ¥, best fits for fractional contributions and life-
times for all selected species, and a graph of measured data (symbols) and
model data (solid lines). A second graph reveals the difference between meas-
ured and model for phase and modulation. A reduced y* ~ 1 with the residual
scattered evenly about zero suggests that a good description of the unknown sys-
tem’s fluorescence decay was found.

9  Click on the printer icon in the toolbar to gener-
ate a printout.

10 cClose the Lifetime Model window.

Return to the lifetime window for further experiments.
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Lifetime acquisition of 9-
anthracenecarbonitrile versus Ludox®

Introduction

This lifetime acquisition examines a single-exponential-lifetime compound in lifetime
mode. The procedure consists of running a 9-anthracenecarbonitrile (also called 9-
cyanoanthracene and 9-CA) versus a scattering reference (Ludox”), toward the blue end
of the visible spectrum. 9-CA lifetime is relatively long, about 11.8 ns, which is a factor
of 10 larger than POPOP, thus illustrates how to deal with acquisitions of long-lived
fluorescence.

If desired, start the system in a steady-state layout, and run the excitation and emission
spectra for 9-CA before starting this experiment. Refer to the Fluorolog®-3 Operation
Manual and DataMax Software Manual for more information on running these scans in
DataMax.

Equipment required:

9-anthracenecarbonitrile [CAS 1210-12-4], may be purchased from Alfa Aesar
Ludox® [CAS 7631-86-9], may be purchased from Aldrich

Methanol (research grade)

De-ionized or distilled H,O

Two 1-cm quartz cuvettes

400-nm cut-on filter, 1" x 2" (4-position sample changer), or 1" x 2" or 2" x 2" (2-
position sample changer), if desired.

Start-up

Follow the procedure listed in steps 1-8 of the POPOP-versus-Ludox™ tutorial on pages
8-2 through 8-3.
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Unknown and standard preparation

—— Note:

Frequency-domain measurements are based on a differential tech-

nique in which a standard and unknown are measured alternately through-
out the experiment. The accuracy of experiments critically depends on the
quality of the standard.

1

Prepare a sample of 9-CA in methanol.

The concentration of the 9-CA should be sufficient to yield about 0.050 A at
382 nm in a 1-cm quartz cuvette. (In general, keep the absorbance below 0.1 A
for right-angle measurements with a 1-cm fluorescence cell.)

Prepare the standard sample of Ludox® in de-
lonized water in the other 1-cm quartz cuvette.

Prepare a stock solution of Ludox® (at somewhat higher concentration than ex-
pected to use for the experiment), a few transfer pipettes, a separate flask of the
de-ionized water, and a waste beaker. These items will be used later to balance
the standard emission signal to the unknown.

Place the unknown and standard cuvettes in po-
sitions 1 and 2 for the 2-cell sample-holder (or 1
and 3 for the 4-cell sample-holder).

Decide whether to use the emission monochro-
mator, or the spatial filter-holder (FL-1031) on
the T-side of the instrument.

For the T-side, place a 400-nm cut-on filter on the T side. Place the filter in the
spring-clip holder on the sample changer, next to the unknown. The filter must
be positioned at the unknown so that it automatically moves out of the emission
path when the scattering standard is measured.

Check that the unknown and standard cuvettes
are filled high enough to prevent the excitation
beam from scattering off the top of the solution.

Such unwanted scattering prevents an accurate measurement of the modulation
and phase.
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Selecting and adjusting lifetime hardware

Follow the directions listed in steps 1-5 on page 8-5.

Defining the experiment parameters

1 Follow the directions on page 8-6 in the
POPOP-versus-Ludox® tutorial.

Signal adjustment consists of two main steps: (1) unknown signal optimization and (2)
standard DC balance.
™ 5litz [romn]

2 Click the EX1 radio button, —— [© &% C&"

. o . . Side Entrance
This selects the excitation monochromator in the Slits 7 0000

dialog box. Enter 7.0 mm for the Side Entrance and 0.5 Side Exit

mm for the Side EXxit. Set the optional intermediate slit to
7.0 mm. Wait after each adjustment to allow the slit
change, before adjusting the next.

3 Click the EM1 radio button./SideEmm

This adjusts the S-channel emission monochromator. Enter 7.0000 [
7.0 mm for the entrance and 7.0 mm for the exit slit. Set the | Side Exit =
optional intermediate slit to 7.0 mm. Go to step 8.

[

(0

" Slits [rm]

| CLER > EM1

4 Place a 400-nm cut-on filter on the external T-
channel box, and a filter on excitation beam
the appropriate side of the

9-CA sample, on the T-side »} Ludox®
sample changer. cmission 55 ™
With an optical filter, there are no slits to Y . @

adjust on the emission T-channel. Here is a !ﬁ ! @ 4
two-position sample compartment with the ‘ i
scatterer in the active position and the '
unknown inactive. The excitation light enters
from the top, and the T-side emission is at
the left. Note the 1" x 2" cut-on filter placed
by the 9-CA, for collection on the T-side
(when rotated 180° to active position). No
filter is used for Ludox® because the excitation and emission wavelengths are
identical.
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5  Click S&R (for S-
channel detector
on the mono-

chromator) or 7 20000

T&R (for filter on e |

Tutorial

@5k OTeR| Csir OTES

oC

b od

4.9000

1.0204

the T-Channel) FrnaEEdu:;cy 10.0000 %

1.0526

©  Enter 10 in the Frequency (MHz) field.

Press ENTER after entering frequency values.

[ Set up the Signal Balance dialog box.

a Store the optimal excitation and emission wavelengths, if necessary, and

the sample-changer’s position for the

two samples.

b Reset the instrument by clicking
the Set Standard or Set
Unknown button.

» Set the standard EXcitation and —]

EMission for 382 nm and 382
nm with Ludox®.

" Signal Balance

12 3 4
®C OO0
382 =]
382 =

Set Standard |

TStandard™ |

" Unknown

1 2 3 4
C®C O
Ex | |382
Em | [442

CRIE0

Set Unknown

¢ Set the unknown EXcitation

and EMission to 382 nm and 442 nm, respectiveiy, for 9-CA.
* Set the 9-CA EMission to 382 nm if using filters on the T-side.

@Note: If not using the emission monochromator, set the unknown to the
same emission wavelength as the standard, to avoid waiting for the emis-
sion monochromator to move unnecessarily during an experiment in which

the emission monochromator is not used.

C Set the integration time to 0.5 second.

d Set the PMT high voltages:

S = 1150 if used, otherwise leave at 0

R =380 el E

T =950 if used, otherwise leave at 0

Inteqration [zec]

=

> [|n.annn

High Woltage ™

5

&

If the HV On box is not checked, click HV On to send voltage to the PMTs.
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e Click on the shutter icon |ﬂ'| in the toolbar to open the shutter.

When changing a parameter’s value, always double-check the status of the shut-
ter. It will automatically close while some of the parameters change.

f Watch the signal fl_
levels reported in Y=

=—— Note: The settling time for the AC sig-
nals can be quite long—up to ~ 1

Look only at the AC and min—so be patient.

DC levels at this step;

don’t worry about modulation ratio or phase angle. Only values shown in black

updated at the integration time should be considered. Signal values shown in

red, or that do not update, are not reliable data; allow the system more time to

settle signals.

the Lifetime box.

g After the signal stabilizes, adjust the slits, iris and high voltage to obtain
an AC level on T (or S) of ~ 1.5 volts. Follow the directions listed in
steps g and h on page 8-9 of the POPOP-versus-Ludox” tutorial.

h Click on the Set Standard button of the Signal Balance dialog box.

This places the standard in the measurement position. Balancing involves set-
ting the DC signal on the emission detector for the standard (Ludox™) roughly
equal to the unknown (9-CA). Adjust the Ludox® signal by changing concentra-
tion (add de-ionized water to decrease or stock Ludox® to increase concentra-
tion, or use neutral-density filters so that the DC level of the Ludox® standard is
within about 10—-15% of the 9-CA).

@Note: Do not adjust slits, iris, or high voltages for the T-
channel (or S-channel) for this step, for this will change the
unknown'’s optimized signal.

| Adjust the R-channel high-voltage to keep the R AC at 1.5-2.0 V.

Do not reduce the high voltage below 300 V. If required, keep R on scale by re-
ducing one or more slit widths, and redo the unknown signal by changing only
high voltage (do not forget to re-balance the standard sample signal to match the
unknown).

J Click on the transfer icon in the toolbar
to preset the following parameters:

Lifetime channel selection (S&R or T&R)
*  Monochromator slits
Excitation and emission wavelengths
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* High voltages

£

.I:.
It

Note: The transfer function will work only when the Lifetime
Acquisition window is open (Step 3 in Defining Experiment
Parameters).

k Close the Real Time Display window.
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Experiment setup and measurement

1  Activate the Lifetime Acquisition dialog box.

The signals, slits, high voltage, standard wavelengths, unknown wavelengths,
and sample changer positions were transferred from Real Time Display.

P

i

R

T

"

Note: If you did not select the transfer option from the Real Time Dis-
play toolbar, either manually enter these parameters, or open the
Real Time Display and click the transfer icon.

2 Close Real Time Display.

3 Set the following parameter fields:

Lifetime Acquisition

L

a. DataFile
‘ Experimert... | IE:\DATAMAX\popngy.exp DataFile... ﬂ‘l EﬁﬁﬁﬁATA\popng}l.spc Run b . | nteg I'atIO n TI me
Start Freq [MHz] |20.000 End Freq [MHz] [280.000 fUtU C. Start Freq (M H Z)
it ot e [T g o & ——1 || d. End Freq (MHz)
EqUENCE el r :
linear % Laog Scan Cancel e. Number Of Freqs
Std Ex [nm) 360 Unknown Ex [nm) 360 B f' Sequence
StdEmfnm)  [360 Unknown Emfnm)  [420 i g. Process By
Frocess by <« .
’7(- Discrate Pairs & Interleave Sequence... Signals... | Slits... | HY [on] | h . M I n AVg
I. Max Avg
Min dwg |3 1= |0.50 1 3 < H
M;: A:E - Dev.[%] Standard nknown J J . Set Pt Std DeV (%)
S m ~ k. Std Lifetime
— Sample and Real Time Processing Info
ILifetime Acquizition of POPOP vs. Glycogen or LUD DX Shutter... |
Setup File... | I Dark Offset [
Start Time E stimated .
IV # Immediate ¢ Delay | Time 0:14:00

a Click the DataFile... button to open the dialog box.

Enter a file name in the desired
subdirectory. Or, type a file name di- @
rectly in the DataFile field. Let the Note: The detected signals

system append the proper extension in lifetime experiments are

(. dat) to the file name. weaker than in steady-state
measurements, so we rec-

b Set integration from 815 s. ommend longer integration

times and averaging of sev-

eral readings (see step f
C Define the frequency sequence used below).

to find the frequency response of the
9-CA sample.
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> « ™ OO QO

Tutorial

Enter the starting frequency, ending frequency, and number of frequencies.
Choose logarithmic (preferred) or linear. The following parameters assume that
at least one lifetime is between 5 and 20 ns. For samples with shorter lifetimes,
raise the End Freq. For samples with longer lifetimes, lower the Start Freq.
For systems more complex than a bi-exponential, add more frequencies to im-
prove separation of the individual decays.

» Start Freq (MHz) : 1 =
e EndFreq(MHz): 150 7=+

e Number of Fregs: 16 E=="INote: For 9-CA, the AC signal drops
by 150 MHZ, so there is no need to

Sequence: Log go to higher frequencies.

—

[
Process By: Interleave. g _
=——J Note: Interleave is a faster way
of averaging data pairs (stan-
Min Avg: 3 dard & unknown).

ji

Max Avg: 5

Set Pt. Std Dev (%): 0.5

The values entered in steps f through h work together to obtain a defined error-level in a
minimum time. The minimum of 3 averages is calculated and the resulting standard de-
viation is compared to the set-point standard deviation. If the set-point standard devia-
tion is less than the calculated standard deviation, then the next measurement is com-
pleted and averaged. This continues until the set-point standard deviation is equal to or
greater than the calculated average, or until the maximum number of averages is
reached.

Dark Offset: Do not use

Std Lifetime (ns): Enter 0 ns for the Ludox® scattering standard. (Enter the
known lifetime, in nanoseconds, for a fluorophore reference.)

As desired, enter one line of text in the

Sample and Real Time Processing Note: Do not change the

Info field. default values of any
other field in this section.

Click Run to start the experiment.
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Following along with data-collection and modeling

1 Follow steps 1 and 2 on page 8-13 of the
POPOP-versus-Ludox® tutorial.

Lifetime Model

| Input data
2 'Elre]t?]ramg g?ta zlnpul File. .. H‘a:\regis\ﬁca-s.dat

" Use Measured Standard Deviations [from File]

the Completed &+ Enter Deviation  dPhase: I“-5 deg dMod: Il].l]l]ﬁ

4

experlment_ !ZNuthl of components
(Ol 2 3 4

Click Input File to use

the standard — Fractional Amplitudes — Lifetimes [ns]
Windows™ file dialog Fract. 1: |1 [ Fixed | | Taul: |1l] [ Fixed
Fract. 2: Tau 2:
3 Select Enter/ || s Tau3:
Deviation. Fract & Tau &
Bun Model I Save Dutput._.
4 Enter dPhase

(phase error)
= 0.5 and
dMod (modulation error) = 0.005.

5 Choose the expected number of components.

Here we choose 1, because 9-CA follows single-exponential-lifetime decay.

O Enter the active fractional amplitude and lifetime
(in ns).

Enter a non-zero value in every open field. We guess ~ 10 ns for the lifetime,
and the fractional amplitude must be 1, because there is only one lifetime to
model.

[ Click Run Model.

The results include reduced %, best fits for fractional contributions and life-
times for all selected species, and a graph of measured data (symbols) and
model data (solid lines). A second graph reveals the difference between meas-
ured and model for phase and modulation. A reduced ¥* ~ 1, with the residuals
scattered evenly about zero, suggests that a good description of the unknown
system’s fluorescence decay was found.
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For 9-CA, we found that the signal was extremely low at 150 MHz (from its
longer lifetime) causing a large residual, so we opened the . dat file in Notepad,
deleted that data point from the . dat file, and reran the model.

Below is the result from our model of 9-CA, after removal of the 150-MHz data.
Note the lifetime calculated as 11.81 ns.

F!,J, Model Windows Apphcation - Model
File Model “iew Help

EFEIER

1 CHI 3QUARE = 1.57

Fract! =1.
Taud = 11.81
9.CA on S-Channel
a0 - 10
B 5
=] ] =
= =
45 Los =
" 5
o] =]
=]
|:| LA | T I:l
10 jlui] 1000
Froquanay {MHz)
1
Residuals
5 0.1
E m1 L 5
£ j o I -""""Tn 2
5 0.1
Frequency (MHz)
Lifetime

ForHelp. pkeaa F1

|

8  Click on the printer icon in the toolbar to gener-
ate a printout.

9  Close the Lifetime Model window.

Return to the lifetime window for further experiments.
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Lifetime acquisition of a solid sample

Introduction

This lifetime acquisition examines an unknown solid sample in lifetime mode. The pro-
cedure consists of running the solid unknown versus a scattering reference (Ludox™),
toward the blue end of the visible spectrum. This tutorial illustrates the use of a solid
sample, and how to model multi-exponential fits.

If desired, start the system in a steady-state layout, and run the excitation and emission
spectra for the solid sample before starting this experiment. Refer to the Fluorolog®-3
Operation Manual and DataMax Software Manual for more information on running
these scans in DataMax.

Equipment required:

Solid unknown sample

Ludox® [CAS 7631-86-9], may be purchased from Aldrich

Methanol (research grade)

De-ionized or distilled H,O

One 1-cm quartz cuvette

400-nm cut-on filter, 1" x 2" (4-position sample changer), or 1" x 2" or 2" x 2" (2-
position sample changer), if desired.

Start-up

Follow the procedure listed in steps 1-8 of the POPOP-versus-Ludox® tutorial on pages
8-2 through 8-3.
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Unknown and standard preparation

)

=
£l

-rﬂ
|...
lv-

=—=INote: Frequency-domain measurements are based
on a differential technique in which a standard and
unknown are measured alternately throughout the
experiment. The accuracy of experiments critically
depends on the quality of the standard.

1 Choose an appropriate solid unknown.

The unknown used in this tutorial is a thin film on a glass slide:

2 Prepare the Ludox® standard in de-
ijonized water in a 1-cm quartz cuvette.

Prepare a stock solution of Ludox® (at somewhat higher concentration than ex-
pected to use for the experiment), a few transfer pipettes, a separate flask of the
de-ionized water, and a waste beaker. These items will be used later to balance
the standard emission signal to the unknown.

3 Place the standard —
cuvette in position
1 for the 2-cell i

sample-holder. \ FT—I

4 Mount the solid
sample at a right
angle to the
Ludox®.

Notice how the slide is tilted at 45° between the excitation and emission beams.

5 Decide whether to use the emission monochro-
mator, or the spatial filter-holder (FL-1031) on
the T-side of the instrument.

For the T-side, place a 400-nm cut-on filter on the T side. Place the filter in the
spring-clip holder on the sample changer, next to the unknown. The filter must
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be positioned at the unknown so that it automatically moves out of the emission
path when the scattering standard is measured.

© Check that the standard cuvette is filled high
enough to prevent the excitation beam from
scattering off the top of the solution.

Such unwanted scattering prevents an accurate measurement of the modulation
and phase.
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Selecting and adjusting lifetime hardware

Follow the directions listed in steps 1-5 on page 8-5.

Defining the experiment parameters

1

Follow the directions on page 8-6 in the
POPOP-versus-Ludox® tutorial.

Signal adjustment consists of two main steps: (1) unknown signal optimization and (2)
standard DC balance.

2

" Slitz [mm]

Click the EX1 radio button, —— [© &1 CE&Mi

Side Entrance

This selects the excitation monochromator in the Slits = 00 ]

dialog box. Enter 7.0 mm for the Side Entrance and 0.4 S e ~

mm for the Side EXxit. Set the optional intermediate slit to 4000 |

7.0 mm. Wait after each adjustment to allow the slit

change, before adjusting the next. = Slits (]
B> EM1

Click the EM1 radio button./SideEmm

This adjusts the S-channel emission monochromator. Enter | [0000
7.0 mm for the entrance and 7.0 mm for the exit slit. Set the | Side Exit

optional intermediate slit to 7.0 mm. Go to step 5.
.

B

Place a 400-nm

cut-on filter on the  _ : l .
| F s

external T-channel
box, and a filter on
the appropriate
side of the solid ' $ o
sample, on the
sample changer.

With an optical filter, there are no slits to adjust on the emission T-channel.
Here is a two-position sample compartment with the unknown in the active po-
sition and the Ludox®™ (position 1) inactive. The excitation light enters from the
top, and the T-side emission is at the left. Note the 2" x 2" cut-on filter placed
by the solid sample, for collection on the T-side. No filter is used for Ludox®
because the excitation and emission wavelengths are identical.

)

8-28




Lifetime v. 2.0 (1 May 2001)

B )

Tutorial

5  Click S&R (for S- | & @é'TEﬁ'éJOs&T O Tis

channel detector e bC Hod

on the mono- TR

chromator) or A a0 = 2640
-13.1545

T&R (for filter on g

the T-channel). s

1?.EIEIEIEI %I

6 Enter 10 in the Frequenc;ﬁ (MHz) field.

Press ENTER after entering frequency values.

[ Set up the Signal Balance dialog box.

a Store the optimal excitation and emission wavelengths, if necessary, and
the sample-changer’s position for the two samples.

b Reset the instrument by clicking
the Set Standard or Set
Unknown button.

e Set the standard EXcitation
and EMission for 380 nm and
380 nm with Ludox®.

e Set the unknown EXcitation
and EMission to 380 nm and

" Signal Balance

" Standard [ Unknowin

1 2 1 2

® O C @
_aan F Ex | |330

520 |§|

Set 5 tanday/r

380 |§| yﬂ

Set Unknawn |

520 nm, respectively, for the unknown.
* Set the unknown EMission to 380 nm if using filters on the T-side.

@Note: If not using the emission monochromator, set the unknown to the
same emission wavelength as the standard, to avoid waiting for the emis-
sion monochromator to move unnecessarily during an experiment in which

the emission monochromator is not used.

Integration [sec]‘l
C Set the integration time to 0.2 seconds—” ['D'EDDD = |

d Set the PMT high voltages:

S = 1150 if used, otherwise leave at 0 — %

" Higholtage™
X Hv On

R =550

T =1100 if used, otherwise leave at 0/'
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If the HV On box is not checked, click HV On to send voltage to the PMTs.

e Click on the shutter icon |ﬂ'| in the toolbar to open the shutter.

When changing a parameter’s value, always double-check the status of the shut-
ter. It will automatically close while some of the parameters change.

i

|

f Watch the signal -
levels reported in T
the Lifetime box.

J

Note: The settling time for the AC sig-
nals can be quite long—up to ~ 1
Look only at the AC and min—so be patient.

DC levels at this step;

don’t worry about modulation ratio or phase angle. Only values shown in black
updated at the integration time should be considered. Signal values shown in
red, or that do not update, are not reliable data; allow the system more time to
settle signals.

g After the signal stabilizes, adjust the slits, iris and high voltage to obtain
an AC level on T (or S) of ~ 1.5 volts. Follow the directions listed in
steps g and h on page 8-9 of the POPOP-versus-Ludox” tutorial.

h Click on the Set Standard button of the Signal Balance dialog box.

This places the standard in the measurement position. Balancing involves set-
ting the DC signal on the emission detector for the standard (Ludox™) roughly
equal to the unknown. Adjust the Ludox™ signal by changing concentration (add
de-ionized water to decrease or stock Ludox” to increase concentration, or use
neutral-density filters so that the DC level of the Ludox® standard is within
about 10—15% of the unknown).

@Note: Do not adjust slits, iris, or high voltages for the T-
channel (or S-channel) for this step, for this will change the
unknown'’s optimized signal.

| Adjust the R-channel high-voltage to keep the R AC at 1.5-2.0 V.

Do not reduce the high voltage below 300 V. If required, keep R on scale by re-
ducing one or more slit widths, and redo the unknown signal by changing only
high voltage (do not forget to re-balance the standard sample signal to match the
unknown).

J Click on the transfer icon in the toolbar
to preset the following parameters:

* Lifetime channel selection (S&R or T&R)
e Monochromator slits
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* Excitation and emission wavelengths
* High voltages

=

. |
-0 uy
A
=—— Note: The transfer function will work only when the Lifetime

Acquisition window is open (Step 3 in Defining Experiment
Parameters).

| ")
_

-
i

k Close the Real Time Display window.

Determine the frequency range

To decide what frequencies create an adequate signal, this step tries various fre-
quencies and tests the ensuing signals. Such a test provides a range of frequen-
cies for the experiment definition.

I LifEtimE .............
A At10MHzamid- | O%A O Osir O
> AL DC Mod
range frequency, we
already have the fol- T [2.1868 1259 17357
lowing signal on the R 35044 13251 26448

T-channel:
FPhaze |-13. 1546
[deq]

Frequency |10.0000 %I
[MHz=]

b ) " Lifetime:
For a high-frequency CSsR @iTER: O seT O TS

limit, try 200 MHz: AC ] tod
Note how the T-channel AC T (01474 |1.5345 |III.IIIEIIIIE
signal has dropped m 12103 |1.?9?5 ||15?33
drastically. This indicates that
200 MHz is too high. P[EZ? ~107.80071

Frequency | 200.0000 %
[rHz]
[ LII:EtImE .............

C Lower the Frequency O 588 %I,&B_; O 5&T ) éj T&S »

to 150 MHz:
The T-channel signal is nearly 1037 |H1EI2 |I:I'EEEEI
triple that at 200 MHz. e- R |13315 |1-8':'5? |1-':'EEH
f.()re. use 150 MHz as the upper Phase | -aags01
limit. [dea)

Frequency | 1500000 %
[MHz]
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d Try two low frequencies: 1 MHz, and 0.5 MHz:

There is little difference between the two T-channel signals, the phase, and the
modulation. Thus there is no advantage to including 0.5 MHz in the experiment,
and the lower frequency limit is set to 1 MHz.
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Experiment setup and measurement

1  Activate the Lifetime Acquisition dialog box.

The signals, slits, high voltage, standard wavelengths, unknown wavelengths,
and sample changer positions were transferred from Real Time Display.

P

«

=—= Note: If you did not select the transfer option from the Real Time Dis-
play toolbar, either manually enter these parameters, or open the
Real Time Display and click the transfer icon.

"

2 Close Real Time Display.

3 Set the following parameter fields:

Lifetime Acquisition x|

a. DataFile
EspeimEt.. IE:\DATAMAX\det21.exp M . .
_Eperner_| — Fun b. Integration Time
Start Freq [MHz) [1.000 i Frea M) [ 150.00 futa c. Start Freq (MHz)
Mumber of Freqzs 15 . 12.000 “p
m— o d. End Freq (MHz)
{lineai = Log Sean Cancel e. Number of Fregs
Std Ex [hm] 300,000 Unknown Ex [hm] 390,000 - f Seq uence
PStd Em[':m] 380,000 Unknaw Em{nm) 520.000 L g Process By
focessby—— .
’V(:' Discrete Pairs r Interleav:e Sequence... | Signals... | Slits... | H [on] | h . M 18 AVg
] SetPt Sid. ) | l. Max AVg
Min &g (3 o1 |50 Standard |1 Unki 2 hd .
[ Max dvg |5 pev) I ] e o J J- Set Pt. Std DeV (%)
Std Lifeeti H H
fetine 1) o 0 - k. Std Lifetime
Sample and Real Time Processing Info
ISolid sample vz, Ludoe] Shutter... |
Setup File... | I
Start Time E stimated e
IV & Immediste ¢ Delay | Time 0:45:00

a Click the DataFile... button to open the dialog box.

Enter a file name in the desired
subdirectory. Or, type a file name @
directly in the DataFile field. Let Note: The detected Signa|s in

the system append the proper exten- lifetime  experiments are

sion (. dat ) to the file name. weaker than in steady-state
measurements, SO we rec-

b Set integration to 12 s. ommend longer integration

times and averaging of sev-

eral readings (see step f be-
C Define the frequency sequence used low).

to find the frequency response of
the solid sample.
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Enter the starting frequency, ending frequency, and number of frequencies.
Choose logarithmic (preferred) or linear. The following parameters assume that
at least one lifetime is between 5 and 20 ns. For samples with shorter lifetimes,
raise the End Freq. For samples with longer lifetimes, lower the Start Freq.
For systems more complex than a bi-exponential, add more frequencies to im-
prove separation of the individual decays.

» Start Freq (MHz): 1 =
* End Freq (MHz): 150 T 1

e Number of Fregs: 15 E===INote: For this unknown, the AC signal

drops by 150 MHZ, so there is no

Sequence: Log need to go to higher frequencies.

—

[

Process By: Interleave. g _
=——J Note: Interleave is a faster way
of averaging data pairs (stan-

Min Avg: 3 dard & unknown).

ji

Max Avg: 5

Set Pt. Std Dev (%): 0.5

The values entered in steps f through h work together to obtain a defined error-level in a
minimum time. The minimum of 3 averages is calculated and the resulting standard de-
viation is compared to the set-point standard deviation. If the set-point standard devia-
tion is less than the calculated standard deviation, then the next measurement is com-
pleted and averaged. This continues until the set-point standard deviation is equal to or
greater than the calculated average, or until the maximum number of averages is
reached.

Dark Offset: Do not use

Std Lifetime (ns): Enter 0 ns for the Ludox® scattering standard. (Enter the
known lifetime, in nanoseconds, for a fluorophore reference.)

As desired, enter one line of text in the

Sample and Real Time Processing Note: Do not change the

Info field. default values of any
other field in this section.

Click Run to start the experiment.
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Following along with data-collection and modeling

1 Follow steps 1 and 2 on page 8-13 of the
POPOP-versus-Ludox® tutorial.

7 Enter the data ||t

. Input File__. Ic:\lin\urg-el\s}tdat
fl Ie name Of " Use Measured Standard Deviations [from file]
the completed /[ &Enerpeviation dPhase: [05 deg dMod: [5.e-003

eXpenment /I;Iumher of components
1 2 3 4

Click Input File to use
the standard

— Fractional Amplitudes — Lifetimes [nz]

Windows™ file dialog Fract - [1- TFived | | Taut: [10. T Fised
Fract. 2: Tau 2:
3  Select Enter/ | fmets Tous
Deviation Fract. 4 Tau #:
Bun Model | Save Output.__

4 Enter dPhase
(phase error)
= 0.5 and dMod (modulation error) = 0.005.

5  Choose the expected number of components.
First try 1.

6  Enter the active fractional amplitude and lifetime
(in ns).

Enter a non-zero value in every open field. We guess ~ 10 ns for the lifetime.

[ Click Run Model.

The results include reduced ¥, best fits for fractional contributions and life-
times for all selected species, and a graph of measured data (symbols) and
model data (solid lines). A second graph reveals the difference between meas-
ured and model for phase and modulation. A reduced y* ~ 1, with the residuals
scattered evenly about zero, suggests that a good description of the unknown
system’s fluorescence decay was found.
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Below is the result from our model of the unknown. Note the lifetime calculated
as 3.749 ns. The mid-frequency range is not fitted well, supported by a large y*

=5.85.

F.J‘, Model Windows Application - Model

File Model Yiew Help

21N (@[]

A |

CHI SQUARE = 5.85
Fract1 = 1.
Taud = 2.748

J

Lifeti e Modeling

90 - 1.0
a =
a )
w45 Los €
m L
z g
o . - o
100 1000

Frequency [MMHz]

Phans

Residuaks

Fraquangy { MHz)
ar Help, press ifefirmne
ForHel F1 Lifeti
Lifetime Model 5]
— Input data
8 Retry the flt Input File._. IIc:\Iin\ulg-eI\sB-Ldat
1 " Uge Measured Standard Deviations (from file]
Wlth 2 com po * Enter Deviation . 0.5 ; |0-e-003
dPhase: deg dMod:
nents . — Mumber of components
Click the radio button L 9 LE L
or 2 components, an — Fractional Amplitudes — Lifetimes [ng
for 2 p ts, and Fractional Amplitud Lifetimes [ns)
guess at the fractional Fract. 1: (0.9 ["Fixed | Taul: [3.7 I™ Fixed
amplitudes and possible Fract. 2- [0.1 CFixed || Tauz [10 [ Fixed
lifetimes.
Fract. 3: Tau 3:
Fract. 4: Tau 4:
HBun Model Save Output___
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Tutorial

The »* is only a bit smaller, 5.02, and the mid-frequency fit is somewhat im-
proved. The two lifetimes found are 3.7 ns (98.98%) and a long 341.7 ns
(1.02%). But can we do better?

F.}l Model Windows Application - Model
File  Model Wiew Help

21N @]

CHI SQUARE =502
Fract1 = 09838 Fract? = 1.018=-00Z
Taul=3.7 TauZ=3417

Lifeti me Modeling

=l 1.0
g z
W an- Lns £
fid S
& g

%
a — —T T T T — 1+ 10
1 10 100 1000

Frequency [MHz]

Pham

Residuak

Fraquangy {MHz)
ForHelp, press F1 [Lifetirme
Lifetime Model
10 Retry the fit |
. Input File... Ic:'\lin\nrg-el\s}l.dal
Wlth 3 Com po- " Uze Measured Standard Deviations [from file)
nents: = Enter Deviation  dPhase: |l15 deg dMod: |5-~‘-'-ﬂﬂ3
. . —Mumber of components
Click the radio button for 1 P &3 4
3 COl’l’lpOl’lel’ltS, and guess - . —
at the fractional ampli- — Fractional Amplitudes ——— [ Lifetimes [nz]
tudes and possible life- Fract. 1: |0.98 [ Fized Taul: |3.7 [ Fized
timeS. Fract. 2: |1.e-002 I- Fixed Tau 2- |3|]|]_ I- Fixed
Fract. 3: [1.e-002 [ Fized Tau 3 0.o1 " Fixed
Fract. 4: Tau 4:
Bun Model | Save Dutput... |
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171 click Run Model.

F.J} Model Windows Application - Model
File  Model Wiew Help
B
CHI SQUARE = 4.03
Fract1 =038581 Fract? =2.007=-0032 Fracts = 1.102e-002
\ Taul=3.763 Tauz=1055 Taul=4.411e-005
Lifeti me Modeling
an T ri.o
T 4
=) ]
— o
1454 Fos =
Jid &
[ g
#
o = = ——tn
1 10 100 1000
Freguency [MHz]
Rezidualks
[0.1
U W | — 0o E
10 P ] 1TJ o
01
Froquangy {MHz)
ForHelp. press F\1 [Lifetirme

The »* is yet smaller, 4.03, and the mid-frequency fit is further improved. The
three lifetimes found are 3.763 ns (98.1%), 1.055 us (1.1%), and a short 4.4 x
107 ns (1.1%). We conclude our modeling.

12 Click on the printer icon in the toolbar to gener-
ate a printout.

13 Close the Lifetime Model window.

Return to the lifetime window for further experiments.
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Time-resolved acquisition of an organic
compound

Introduction

This lifetime acquisition examines an unknown solid organic sample in time-resolved
mode. The procedure consists of running the organic unknown versus a scattering refer-
ence (POPOP). This tutorial illustrates the use of time-resolved mode, and how to
model multi-exponential fits.

If desired, start the system in a steady-state layout, and run the excitation and emission
spectra for the solid sample before starting this experiment. Refer to the Fluorolog®-3
Operation Manual and DataMax Software Manual for more information on running
these scans in DataMax.

Equipment required:

Solid unknown organic sample

POPOP [CAS 1805-34-4], may be purchased from Aldrich
Methanol (research grade)

One 1-cm quartz cuvette

Sample changer

Front-face accessory

Start-up

Follow the procedure listed in steps 1-8 of the POPOP-versus-Ludox™ tutorial on pages
8-2 through 8-3.
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Unknown and standard preparation

1

Prepare a sample of POPOP in methanol.

The concentration of the POPOP should be sufficient to yield about 0.050 A at
358 nm in a 1-cm quartz cuvette. (In general, keep the absorbance below 0.1 A
for right-angle measurements with a 1-cm fluorescence cell.)

Choose an appropriate solid unknown.

The unknown used in this tutorial is an organic thin film.

Place the standard
cuvette in position 1 for
the 2-cell sample-holder.

Mount the
solid

sample on

the front- /
face acces-

sory, at a right angle to the POPOP.

Switch the instrument to front-face acquisition.

Rotate the knob on the sample compartment to FF.

Check that the standard cuvette is filled high
enough to prevent the excitation beam from
scattering off the top of the solution.

Such unwanted scattering prevents an accurate measurement of the modulation
and phase.

Selecting and adjusting lifetime hardware

Follow the directions listed in steps 1-5 on page 8-5.
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Defining the experiment parameters

1  Follow the directions on pages 8-6 through 8-7
in the POPOP-versus-Ludox® tutorial.

2 Set up the Signal Balance dialog box.

F’

I

—— Note: To run the full time-resolved acquisition across all emission and exci-
tation wavelengths automatically, the standard’s signal must match the un-
known’s signal to within ~20% across the entire desired wavelength range.
The wavelength range for the standard need not be the same as for the
unknown, nor need the interval between wavelengths be the same. The

standard’s signal need only match the unknown’s signal.

§

If this signal requirement is not met, do not balance the signal at one
wavelength and continue automatically. Instead, balance the signal at
each wavelength-pair, run a lifetime-acquisition at that wavelength-pair,
and rebalance the signal before acquiring at the next wavelength. Do the
procedure listed here (steps 2 and 3), then skip to “Manual experiment
setup and measurement”.

a Store the optimal excitation and emission wavelengths, if necessary, and
the sample-changer’s position for the two samples. A previous steady-
state determination of the unknown gave an absorption peak at 375 nm,
and an emission peak at 530 nm.

b " Signal Balance
Reset the instrument by clicking

"~ Standard ] " Unknown
the Set Standard or Set 1 2 1 2
Unknown button. ® O N
320 Ex | [320

¢ Set the standard EXcitation to _~ ~
375 nm and EMission to 530 el % y" 520 %
nm with POPOP.

e Set the unknown EXcitation
and EMission to 375 nm and
530 nm, respectively, for the unknown.

Set Standay/ Set Unknawn |

@Note: If not using the emission monochromator, set the unknown to the
same emission wavelength as the standard, to avoid waiting for the emis-
sion monochromator to move unnecessarily during an experiment in which
the emission monochromator is not used.
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Integration [zec)

. . . 0.2000
C Set the integration time to 0.2 seconds—” “ =

" Higholtage ™|
d Set the PMT high voltages: X Hv On

S = 1150 if used, otherwise leave at 0 —%
R =550 1
T = 1100 if used, otherwise leave at 0~

If the HV On box is not checked, click HV On to send voltage to the PMTs.

e Click on the shutter icon |ﬂ'| in the toolbar to open the shutter.

When changing a parameter’s value, always double-check the status of the shut-
ter. It will automatically close while some of the parameters change.

P

bl

f Watch the signal ==
leve1§ rgported mn = \ote: The settling time for the AC sig-
the Lifetime box. nals can be quite long—up to ~ 1

Look only at the AC and min—so be patient.

DC levels at this step;

don’t worry about modulation ratio or phase angle. Only values shown in black

updated at the integration time should be considered. Signal values shown in

red, or that do not update, are not reliable data; allow the system more time to

settle signals.

t

g Continue balancing the POPOP standard and the organic unknown as on
pages 8-30 through 8-31, steps g through k.

3 Determine the frequency range as shown on
pages 8-31 to 8-32, step 8.

For this sample, the range 5-250 MHz was chosen, based on the signal and
modulation.
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Automatic experiment setup and measurement

1 Open the Time Resolved Acquisition dialog box.

The signals, slits, high voltage, standard wavelengths, unknown wavelengths,
and sample changer positions were transferred from Real Time Display.

P

X

=—= Note: If you did not select the transfer option from the Real Time Dis-
play toolbar, either manually enter these parameters, or open the
Real Time Display and click the transfer icon.

2 Close Real Time Display.

3 Set the following parameter fields:

Time Resolved Acquisition [ ]

a. DataFile
[ — ||E:\DATAMA><\det22.exD DataFile... SH"‘** Fun b. In tegration Time
Satfealbalfson | EFeabb oo | Ao c. Start Freq (MHz)
Mumber of Freqe |12 T 12000 Hp
T = m— s - d. End Freq (MHz)

near Log Cance e. Number of Freqgs
— — T f. Sequence
Iono Positions. .. #p Tvpe... -

Pby—“ g. Mono Positions...
" Discrete Pairs % Interleave e I gl I e I R I h' Process By

I. Min Avg
: ——— SetPt St

Min fva |2 e[z |0-20 Standard --3 =l Urknown -I = .

Max dwg [5 pevd t_ J. MaX AVg
T ; k. Set Pt. Std Dev (%)
b st o e |- StdLifetime
irst lifetime time rezolved acquisition screen witter. .

Setup File... ||
|rStartTimc CE—— | Estimated 7136

a Click the DataFile... button to open the dialog box.

Enter a file name in the desired subdirectory. Or, type a file name directly in the
DataFile field. Let the system append the proper extension (. dat ) to the file
name.

b Set integration to 12 s.

C Define the frequency sequence to scan the unknown.

Enter the starting frequency, ending frequency, and number of frequencies.
Choose logarithmic (preferred) or linear.
» Start Freq (MHz): 5
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* End Freq (MHz): 250
*  Number of Fregs: 12

Mono Positions
d Sequence: Log
Start End
e Std Emizzian |4DD I”D
Mono Positions.. Fill in the U Bt |45D |5ug
dialog box to the right. —
Std E xcitation IUnitz:  [nm)

Unk Excitation |72
Process By: Interleave. :
Scans: 3| Cancel |

Min Avg: 3

o «QQ -

Max Avg: 5

Set Pt. Std Dev (%): 0.5

The values entered in steps g through i work together to obtain a defined error-level in a
minimum time. The minimum of 3 averages is calculated and the resulting standard de-
viation is compared to the set-point standard deviation. If the set-point standard devia-
tion is less than the calculated standard deviation, then the next measurement is com-
pleted and averaged. This continues until the set-point standard deviation is equal to or
greater than the calculated average, or until the maximum number of averages is
reached.

J Dark Offset: Do not use

k Std Lifetime (ns): Enter 1.32 ns for the POPOP standard.

| As desired, enter one line of @
text in the Sample and Real Note: Do not change the
Time Processing Info field. default values of any

other field in this section.

I'T]  Click Run to start the
experiment.

@Note: For automatic time-resolved acquisition, skip to “Following
along with data-collection and modeling”.
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Manual experiment setup and measurement

1  Activate the Lifetime Acquisition dialog box.

The signals, slits, high voltage, standard wavelengths, unknown wavelengths,
and sample changer positions were transferred from Real Time Display.

Fy

=—= Note: If you did not select the transfer option from the Real Time Dis-
play toolbar, either manually enter these parameters, or open the
Real Time Display and click the transfer icon.

R

2 Close Real Time Display.

3 Set the following parameter fields:

X

ctime Acquisitio a. DataFile
[ —— ||E:\DATAMA><\det21.exp DataFile... j’ |unk45tl Bun b. Integration Time
Start Freq MHz) [5.00 EndFreq MHz) [Z5000 | L_Aus c. Start Freq (MHz)
Mumber of Fregs |12 In_tegratlon 12.000 Exp il d. End Freq (MHZ)
i el E0 T o | L6 Numberoffregs
Usze B
StdEafm)  [375.000 Unknown Ex(nm)— [375.000 . . Sequence
Std Em[nm] 400,000 Unknaown Em{nm] 450,000 g Set MOHOS
e A | h. Process By
% Discrete Pairs " Intesls W _egml | Mln Avg
, SetrL ot .
[ :lmivg 3 Dev () [050 J. Max Avg
— Std Lifetime [ns] [1.32 k. Set Pt. Std Dev (0/0)
Sample and Feal Time Processing Info |, Std Llfetlme

ILifetime Acquizition at 400 nm Shutter... |
Setup File... | I

|rStartTimc | Estimated .0

& Immediste " Delay Time

a Click the DataFile... button to open the dialog box.

Enter a file name in the desired subdirectory. Or, type a file name directly in the
DataFile field. Let the system append the proper extension (. dat ) to the file
name.

b Set integration to 12 s.

C Define the frequency sequence to scan the unknown.

» Start Freq (MHz): 5
* End Freq (MHz): 250
*  Number of Fregs: 12
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d Sequence: Log

e Set the monochromators:

STanDard EXCitation = 375 nm
STanDard EMission = 400 nm
UNKnown EXCitation = 375 nm
UNKnown EMission = 450 nm

f Process By: Interleave.
g Min Avg: 3
h Max Avg: 5

I Set Pt. Std Dev (%): 0.5

J Std Lifetime (ns): Enter 1.32 ns for the POPOP standard.

k As desired, enter one line of text @
in the Sample and Real Time Note: Do not change the
Processing Info field. default values of any

other field in this section.

| Click Run to start the
experiment.

Move to the next wavelength range.

5 Rebalance the signals as in steps b to g, pages
8-41 to 8-42.

6 Take another lifetime acquisition as in steps 1-3
of this section, pages 8-45 to 8-46.

...and so on, till the complete wavelength range is covered.
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Following along with data-collection and modeling

1

Select the Run

EJ Instrument Control Center - LAYOUTOS. LAY M [=]E3
Lifetime program | =em Seeies:

In-F)
from the Instru- W@l > T
ment Control Fiun Litetime
Center.
Thls OpenS the ‘.'.j, Model Windows Application - Model
Model Windows Eie | bodel Yion Heb
Appllcatlon - —@ - isolved
Model WlndV 'I&_if?tin:e resolved
Anizotropy decay
Parameters...
2 Select L |
Time
Resolved.
Select Lifetime model |Lifetirne
This opens the Time Time Rezolved Model B
Resolved Model win- - Input Data

dow:

Lifetime Files... |

* Use Measured Standard Deviations [from Lifetime files)

" Enter Deviation dPhasejI deg dMod:

.

ol o e [ Plot with Marker:
€1 £2 £3 g [¥ Show File Legend
—Decay timez [ng] [ Time dynamics
Taul: [ [ Fived | | Initial Time: ns
Tau 2 I ™ Fixed Final Time: ns

Tau 2 | ™ Fixed # Time Points |2
Tau 4: I I Fixed

[ Linked Taus

o (T

Bun Model Save Output___
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3 Enter the data [™0=2

Lﬁpectlal File... I c:\in\taiwan\if-x375_ zpc

flle name Of A5 F c:vlin\taiwan'?tres01_dat -
c:Alin‘taiwan\ 2tres02_dat j

the com p | ete c:\lin\taiwan\2tres03.dat
. t " Use Measured 5t iah ifeb 1
experl ment. ' Enter Deviation | dPhase: IE'E'DD3 deg dMod: I_I]I]5
N:imhm el -::rl;npunents ~ ~ ™ Plot with Marker:
a. In Lifetime ! B 3 & [¥ Show File Legend
Files... , CliCkil’lg - Decay times [ng] ————— - Time dynamics ————
on a file name Taul: |[0.8 " Fized Initial Time: Ill ns
automatlcal.ly Tau 2: |2. I Fized Final Time: o1 ns
opens a series of ; :
. # Time Points IZU
ﬁles. Tau 3:

Tau 4:

b " Linked Taus

For a set of JE— :
Bun Model J Save Output... |

manually
acquired files,
click Lifetime Files..., and select each file individually.

Select Enter Deviation.

5  Enter dPhase (phase error) = 0.5 and dMod
(modulation error) = 0.005.

6 Choose the expected number of components.
Here we try 2.

[/ Enter the decay times (in ns).

Enter a non-zero value in every open field. We guess 0.8 ns for the first lifetime,
and 2 ns for the second lifetime.

8  Enter the time dynamics for which the model is
to be run.

Use 0 ns to start, 0.1 ns to finish, and 20 time points between the start and end.

9  Click Run Model.

Below is the result from the unknown organic sample.
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Tutorial

F'.jl Model Windows Application - Model

File  Model Wiew Help

M EIR

CHI SQUARE = 1.71
Tau1=0.2 TauZ =2

Intensity

Tire-resolved Spectra, t=0.1n=

000 ns
001 ns
001 ns
002 ns
002 ns
003 ns
002 ns

o)
470

T T T 1
a0 510 530 550 570
WiEwalangth [nim) —— 004 ns

OOE

142916

110367

Spectral Width (kK]

=
o
&
o
)
b

1939706

107218
ul

[33] ApnEag yo 13087

— - ==l 3140
0.0

Time [n=s]

ForHelp. press F1

[Time resoked

10

11

.
Click Save Output... to Spactra |
|
|

save the graph for later Spectral width...
proceSS|ng . Center of gravity._.

The Save Modeling Output window opens.
Choose Save as Grams Multifile to save the

fit. Cloze |

Rerun the Time Resolved
Model window, with time dynamics from O to 2 ns.

The model appears below:

, Save az Grams Multhile |

8-49




Lifetime v. 2.0 (1 May 2001)

Tutorial

.“.j, Model Windows Application - Model
File Model Wiew Help
2]v)
CHI SQUARE = 1.71
Teul =08 TauZ=2.
Time-resalwed Spectra
1.0
= — D00ns
5 054 — 0O011n=s
E — 021ns
— 032n=s
— 04dZn=s
— 0453ns
o= - - - - , —— 0E3ns
470 a0 510 530 S50 570
‘Wavelength ([nm] —— 084n=s
Iw =T
PR B ei= R =] 1948002
= [w)
S g
£ i
= =
5 0.92309 1910571 5
g z
a -
o =
o —_—
=~
0.70702 4 . ; ; . r1873140 =
u} 0.4 0z 1.2 1.6 2.0
Time [ns]
ForHelp, press F1 [Time resoksed

Note the difference between 0.1 and 2 ns.

172 Click Save Output... to save the graph for later

processing.

The Save Modeling Output window opens.
As before, choose Save as Grams Multifile to save the fit.
Let us try another length of time to model.

13 Rerun the Time Resolved Model window, with time

dynamics from O to 6 ns.

The model appears below:
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.“.j, Model Windows Application - Model
File Model Wiew Help

CHI SQUARE = 1.71
Taul =08 TauZ=2.

Time-resalved Spectra

Irtensity

2 T T T T T T T T T T T T T T T T T T T T T T T T
470 420 510 520 S50 570

Wianselength [nm) — 2583ns

i
— AAz046 10 48002
- [l
- g
£ 0
= =
= 0az2300 1910336 o
T 4
[ =
L =
o —_—
~
pyOTORA—— e ———— e e g7z =
] 1.2 2.4 2.6 4.3 6.0
Time [n=]
For Help, press F1 [Tirne resohsed

This time, compare this graph with the 0.1-ns and 2-ns plots.

14 click Save Output... to save the graph for later
processing.

The Save Modeling Output window opens.
As before, choose Save as Grams Multifile to save the fit.

15 Close the Model Applications window.
16 Open the Run Experiment window.
17 In the main menu, choose File...

18 In the drop-down File menu, choose Open...
The Select Data File to Open dialog box appears.

8-51




Lifetime v. 2.0 (1 May 2001) Tutorial

19 Enter the name of the file to plot in the Select Data
File to Open dialog box.

Select Data File to Dpen

The spectral data

File Hame: Directories:
Slfellllzioilnof time01ns.spc C:\My Ducuments\...
X - = Cancel |
. SPC. First, we timeEns.spc B =
h to olot th time6ns.spc Mew Lifetime 4|-" o
choosc o plo € 25 8 Tutorial File List
data from the 0.1- 2 steve —l—
ns model. .
. / Drives:
20 Click OK. = -
List Files of Type:
ISpectrum [=.5PC) j
A crude spectrum Arguments
appears on the
blank central area
in the Run
Experiment window:
i DataMax ==

File Edit Wiew Collect Peaks Search Arthmetic Options Help

&7 1 PR P ELE] 8 2]

Counts

20E+04-

4RI3|:|
Wavenumber (crm-1) Owerlay ¥-Zoom CURSOR

File #1 : TIMEDINS#1 i@ 0 Seconds Res=Mone
Scale All

||§|| TWEDINSRT | | [ %-Zoom [ CURSCR [0z [ 07 PM |
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271 Inthe View drop-down menu, choose 3-D View:

] | TwEoiNS# | | [ ¥-Zoom | CURSOR | 1042001 | 310FM

The screen changes to a “3-D View™:

DataM ax

W] | TwEOINS# | | | ¥-Zoom | CURSCR]| toM2met [Et4PM |

22 Click the Scale All Axes button.
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A three-dimensional view appears more clearly:
i DataMax ==

File Edit “iew Collect Peaks Search Arthmetic Options Help

& A A =] 8 [EE

20E+05
T 1}
a0
CountsMavenumber (cm-1) Hide3D *-Zoom CURSOR
File# 1:TIMEDTNS# @ 0 Second Res=MNone
||§|| TMEDINS# | | | %-Zoom | CURSOR | 10n2101 | 3:20PM | [

23 Click the hand icon, and place it on the plot.

With the left mouse-button down, change the axis angle.

24 Choose View, Limit Controls, Flip Z Limits.

i DataMax
File  Edit | Yiew Collect Peaks Search Arthmetic Options  Help

@[] 1 iR [ 2] 8 B

Wiew Wizard

Overlay Yiews
3D View
Table View
FErint Yiew

Load... Chrl+
Load w Data...
Store...

Add Object... Clrl+2,
Modify Object...  Chrl+bd
Femove Object...  Shift+Del
Wiew Lock...

A2 Settings..  Chles
Reverse  Limits  Shift+F&
Lirnit Controlz

‘whole Trace F5
Autozcale v Al+FS
LCenter Trace  F3

Badar Views  Al+F3
Image Toggle Al+FE ¢

Trace Mode. .. F4
E=plore Toggle  FE

637711 FipZ Limts  Chil+FB
480 v Scroll Lock Scrol
¥ Zoom Ing
CountsAavenumber (crm-1] Ihww [ Hide3D Z-Zoom SCROLL

v ZorXT Zoom Both

Filed 1: TIMEDTNS#1 @ 0 Seconds Res=Mone

||§| | Reverse the Z axis for viewing behind TIMED1 NS#1 |
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This may aid viewing the time-resolved peaks in the fit.

25 Now adjust the plots for 2 ns and 6 ns.

@ D ataM ax M=

File Edit “iew Collect Peaks Search Arthmetic Options  Help

- (3] T R E [E] @ 2= m)

CountsAavenumber (cm-1) Hide3D Z-Zoom SCROLL
File# 1:TIME2NS#E @ 5263158 Seconds Res=MNaone
||§|| TMEZMS#E | | | Z-Zoom | SCROLL | 10M201 | 340PM | |

Lifetime-resolved spectrum for 2-ns model. Z-interpolation = 512.
@DalaMax M=

File Edit “iew Collect Peaks Search Asthmetic Options  Help

(3] T P e [AE [ 2] 8 e[ ]

480 (525.85
CountsAYavenumber (cm-1) Hide3D Y-Zoom SCROLL
File# 1:TIMEBMS#3 & 6315789 Seconds Res=Mone
||§|| TMEENZ#3 | | | v-Zoom | SCROLL | 10A201 | Z43PM | [

Lifetime-resolved spectrum for 6-ns model. Z-interpolation = 512.
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Anisotropy-decay acquisition of perylene in
glycerol

Introduction

This anisotropy-decay acquisition examines perylene, a yellowish solid organic com-
pound, dissolved in glycerol.

If desired, start the system in a steady-state layout, and run the excitation and emission
spectra for perylene before starting this experiment. Refer to the Fluorolog®-3 Opera-
tion Manual and DataMax Software Manual for more information on running these
scans in DataMax.

Equipment required:

Perylene (99+% Gold Label) [CAS # 198-55-0], can be acquired from Aldrich
Reagent-grade methanol [CAS # 67-56-1]

Reagent-grade glycerol [CAS # 56-81-5]

125-mL round-bottom flask

Laboratory hotplate with magnetic stirrer

UV-Visible spectrophotometer (optional)

One 1-cm quartz cuvette

Temperature bath or Peltier device for Tau system

‘Warning: Perylene is a carcinogen. Other reagents may be harmful. Read
all Material Safety Data Sheets and take all appropriate precautions.
Wear safety goggles and protective gloves when handling these sub-
stances.

Start-up

Follow the procedure listed in steps 1-8 of the POPOP-versus-Ludox™ tutorial on pages
8-2 through 8-3.
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Tutorial

Sample preparation

1

In a 125-mL round-bottom flask, dissolve < 1 mg
of perylene in approximately 1 mL of reagent-
grade methanol.

Evaporate off the methanol, leaving a thin film of
perylene on the bottom of the flask.

Add 100 ml of reagent-grade glycerol to the
flask with the perylene

thin film. Gently heat ‘

(~50°C) and stir on a Warning: Take appropriate
precautions with unat-

Iaboratory hOthate tended laboratory equip-

overnight. ment.

Let the glycerol solution cool.

Transfer the solution to a 1-cm quartz cuvette.
Measure the emission spectrum of this solution.

a Use 5-nm excitation and 5-nm emission bandpass slits; excite at 440
nm.

b Scan the emission from 455 to 500 nm.

C If the emission signal (without polarizers in place) is > 4 million cps, ad-
just the slits to smaller bandpass or dilute the sample with more glyc-
erol.

d Optional: If a UV-Visible spectrophotometer is available, obtain the ab-
sorption spectrum of the perylene in glycerol. The OD should not exceed
0.05.
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Selecting and adjusting lifetime hardware

Follow the directions listed in steps 1-5 on page 8-5.

Defining the experiment parameters

1 Follow the directions on page 8-6 in the
POPOP-versus-Ludox® tutorial.

2 Set the temperature controller to 30°C.

" Slitg [rm]

Click the EX1 radio button. ——— 3 gt e

This selects the excitation monochromator in the Slits dialog Side Entrance

box. Enter 6.0 for the Side Entrance and 0.5 mm for the oo A
Side Exit. Set the optional intermediate slit to 6.0 mm. Side Exit
Wait after each adjustment to allow the slit to change, e
before adjusting the next. ~Slits fmmi]

O Bty @]

. . /
4 Click the EM1 radio button. _

Side Entrance
This adjusts the S-channel emission monochromator. Enter | [5-0000
7.0 mm for the entrance and 7.0 mm for the exit slit. Set Side Exit

optional intermediate slit to 7.0 mm. 5.0000 o

5  Place a 400-nm cut-on filter on the external T-
channel box, and a filter on the appropriate side
of the cuvette, on the sample changer.

With an optical filter, there are no slits to adjust on the emission T-channel.

6  Set the system’s parameters.

~ Monoz [nm]

o Increment
a Set the excitation monochromator to 406 nm. _E

/Fg]a 4060000
b Set the emission monochromator to 466 nm. EM1/, ééééééé %

C Set the integration time to 1.0 s.

Integration [zec)

| (1.0000 =
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d

Set the PMT high Hightoltage |
voltages:

e S =0 (notused)
e R=1425
e T=900

Tutorial

If the HV On box is not checked, click HV On to send voltage to the detectors.

e
f

Follow steps e through h on pages 8-8 and 8-9.

Follow steps j through 1 on page 8-9.
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Experiment setup and measurement

Lifetime

1

Activate the Anisotropy Decay Acquisition dialog box.
In Instrument Control K4 Instrument Control Center - LAYOUTOS5.LAY [S[s] B3
Center, Spstern  Applications  Help

2T

A Click the Tau
button. Fun Lifetime

The Lifetime and ISA Graph
windows open.

b In the Lifetime window, choose Collect.

A drop-down menu appears.

C Click Experiment.

Eile | Callect Help
Experiment
E HElt (Eirkr| [ElEEr | = (== F i) |
 Seguence Log o
D ataFile: Frequencies: |
Start Freq.: 100 EndFreq: 500 Frequency: 300
Indew: 1 OF 93
# Ave ¢unk (i)std M, ke atd
b (%) M i+
Average: | | |
StdaC  SidDC UnkaZ  Unk DC Ref AC  RefDC

" Summary Table

[MHz]

¢

[£]

M (%] T¢ [ TH (] |

o]0 [~ [en[an [ me] =

—
=

—
s

—
P

| I»

The Lifetime Acquisition dialog box opens.
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Tutorial

Lifetime Acquizition |
CADAT Abddeth it exp DataFile... | I Eun
Start Freq (MHz] |1.00 End Freq [MHz] [100.00 ?Utﬂ
— Integrati —— ave Save
Mumber of Fregs  [10 Tnirﬁg ren [ [1.000 Exp M _
Seguence Quick I
[ Linear  * Log sean Lanos|
Use Bath [~
stdEx[nm]  [350.000 Unknawn Ex[nm]  [450.000
Std Eminm]  |350.000 Urknawn Eminm] {450,000 Exp Lype..
Procezs by
’1;- Discrete Pairs  Intereaye Sequence... Signals... | Slitz... H [on]
. Set Pt Std.
Min Ava |3 Dew [z (050 Standard Urknown |2 j
Max Awvg |7

—Sample and Real

Std Lifetime [hs]

Time Procezzing Info

Lifetime Acquisition Shutter...

Setup File... | I

L

— Start Time

o

E ztimated

Immediate " Dielay Tz 0:16:20

d Click Exp Type....
The Select Experiment Type dialog box opens:

€ Click the Polarization checkbox.

. Select Experiment Type |
New experiment types

appear in the list. Lifetime Acquisition
Time Resolved Acquisition

Anigotropy Decay Acquizition
f Choose Anisot- —7
ropy Decay.

J  click OK,

The Select Experiment Type
dialog box closes; the
Acquisition dialog box changes into an Anisotropy Decay Acquisition dialog box.

Cancel

i
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2 Set the following parameter fields:

o DataFile
Experiment... ||C:\DATAMA><\det23_exp W Run b Integratlon T|me
SatFeabbg[E_  EndFealira) [1ag Ao c. Start Freq (MHz)
st e s | R E— d. End Freq (MHz)
Clrex @ Log A; L e. Number of Fregs
-
Excitation [nm) 406 Emigzion [rm) AEE cont e f' Sequence
— g. Set Monos
tocessby———————————— : | | [
"~ Discrete Pairs i+ Interleave < e i SR I Wl AR | ] .h' Process by
Set P, Sid .. Min Avg
h:"“n i\’g %ev._[z] ‘o5 Unknown J Max AVg
ax A —
Fachr /) 1002 Latre |4-?5\ k. Set Pt. Std. Dev.(%)
anple and Heal [me Frocessing [nfo |' Stead State G Factor
IAnisotropy Decay Acquizsition of perylens in oil Shutter... | . m L|fet| rnye
Setup File... | I )
|'StartTimc TE—— | Estmaled 3335

a Click the DataFile... button to open the dialog box.

Enter a name in the desired subdirectory. Or, type a file name directly in the
DataFile field. Let the system append the proper extension (. dat ) to the file
name.

b Set the integration time to 8 s.

C Define the frequency sequence to scan the unknown.

e Start Freq (MHz): 5
* End Freq (MHz): 180
e Number of Freqs: 24

d Sequence: Log

e Set the monochromators:

e Excitation = 406
e Emission = 466

f Process by: Interleave
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g

Steady State G Factor: Enter
the predetermined G factor;

for this system, we found G
=1.002.

Min Avg: 3
| Max Avg: 5

Set Pt. Std. Dev.(%): 0.5

Tutorial

F

™

:

=——J Note: With filters, do not use
G = 1.000 exactly, for a dis-
torted spectrum can result.

1
>

Lifetime: Enter 4.75 (units are ns) for perylene in glycerol. This was

found from a steady-state experiment.

| As desired, enter one line of
text in the Sample and Real
Time Processing Info field.

o)

o 1

1 i)

il

== Note: Do not change the
default values of any
other field in this section.

Signal Choice |
M) Choose the correct signals to record.
*  Click Signals.... " S8R
The Signal ChWﬁTﬁﬁ?
e Choose T&R. " 5&T
This is reverse L-format. 785
* Click OK. S ——
The Signal Choice window closes.
N Choose the slit o |
settlngs. Entrance E uit Intermediate
e Click Slits.... R . 00 |o.500 [6.000
The Slits dialog Emission1  [6.000 [6.000 [6.000
box opens.
e Set the slits as
shown.
* Click OK. St frr T
LCancel |
O Click Run to start

the experiment.

As set up, the run time is ~ 30 min.
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Modeling the data

1 i: Instrument Control Center - LAYOUTOS.LAY [M[=] E3
SeleCt the Run Swztern  Applicationz  Help

vom tne e A B )

Fun Lifetime

ment Control
Center.

This opens the Fie | Model View Help
Model Windows =]

Time resolved

App“C&thﬂ - [jfetime resolved

Model window:

2 Select
Anisotropy
decay.

Anizotropy decay

| Parameters...
i Bur

Selact Lifefime model ifetime

This opens the
Lifetime Model wmdow

. Lifetime Model M=] E3
Input File: C:APERANI2 DAT

3  Guess one

rOtatlonaI Lifetime Components T&nisutmp}l Components
com po ne nt # Components |
eXIStS w1 2 O3 CO4
- " Fractional Amplitudes — || Lifetimes [ns] ]
Fract.1: DEFIHE:I Taul: |i Fixed
a (;hopse ° Fract.2: Tau 2:
lifetime.
Fract_3: Tau 3:
b Fract. 4: Tau 4:
Set the / /

fractional Chi Slyéle: / Run Model |

amplitude to
1, and make it ﬁxed./ /

C Set the previously determined lifetime fixed to 4.75 ns.
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d Click the Anisotropy Components tab.
m. Lifetime Model Mi=] &3
€  Choose 1 Input File: C:\PERANIZ.DAT
anisotropy Lifetime Components T&nisutmpy Components
component™_ |
# Components
®1 020304 /,“n:
f Try Ro= e ional Amplitudes | [ Comrelation Times [nz]
04. ;&DF Fixed [ Fixed
| L Fract. 2:
g Set the / Fract. 3:
fractional Fract. 4: hi 4
amplitude )
to 1’ but Chi Square: Bun Model
not fixed.

Guess a correlation time = 5 ns, not

Click Run Model.

Below is the result, using 45 data points from 1 to 180 MHz:

Note the odd fractional

amplitude, which is > 1 it

Input File: C:APERANI2.DAT

=] E3

T&nisutmpy Components

| [ Correlation Times [nz]

Phi 1: I Fixed
Phi 2:
Phi 3:
Phi 4:

ufetime Components
'B\%l(npunents e
@NC2 O3 C4
” Fractiong| Amplitudes
Fract. 1: (1.02 ||_ Fixed
Fract. 2:
Fract. 3:
Fract. 4:
Chi Square: 046

On the next page is the fit:
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I5A Graph Mi=] B
File Edit Graphs Options Scale
Lifetime [1]

an 1.0
= ] 06 o
s 5
i ] L 0.4
o 30
o ]

o 02
1 e —— 0
1 1000
CAPERMH E2.O0T
0.1
2
o I} §
i [l
o
food-!

Note the systematic deviations > 50 MHz, indicating an improper fit, and perhaps a
missing shorter component. Thus, the single-rotor model is inadequate to describe pery-
lene dissolved in glycerol.

Guess two rotational components exist.

w Lifetime Model M=l E3
Input File: C:APERAMIZ DAT
Leave the
lifetime \;Lifetime Components T&nisutrup}l Components
components set # Components

to 1. 01,62 03 C4 Ro04 |

Fractional Amplitudes Correlation Times [ns]
clect two
t. 2 (0.7 Fixed Phi 2: Fixed
components. ﬁrac I_ ixe i I_ ixe

Fract. 3: Phi 3:
Fract. 4: Phi 4:

Try two

fractional Chi Square: 0.46 l Bun Model

amplitudes, 0.3
and 0.7, both not fixed.

Try two correlation times, 0.5 ns and 4.0 ns, both unfixed.
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Click Run Model.

Here is the result, using
45 data points from 1 to
180 MHz:

Note that Chi Square
is reduced by a factor of
three.

15A Graph
File Edit Graphs Options Scale

Phase(dedrees)

m Lifetime Model
Input File: C:APERANI2.DAT

Tutorial

=] E3

Lifetime Components

T&nisutmpy Components

# Components

C1 @2 3 C4

Fractional Amplitudes

Fract. 1: |_ Fixed
Fract. 2: [ Fixed

Ro:0-33 |
Correlation Times [ng]
Phi 1: [~ Fixed
Phi 2: [ Fixed

CAPEROH E2.DAT

Fhase

Fract. 3: Phi 3:
\Nit Phi 4:
Chi Square: > 0.16
Lifetirme [1]
1.0
Loa
L0 o
=
Log *
L0.2
i
1000
Fregquency (MHzZ)
0.1
0 =
[l
food!

Note the improved fit and the small random errlors > 100 MHz. We conclude that there
are two types of perylene rotation: in-plane (0.62 ns) and out-of-plane (3.50 ns). The in-
plane rotation is faster, because it displaces fewer solvent molecules. Adding a third
component to the fit does not improve the fit.
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9: Accessories

Tau-3 systems may be used in steady-state mode with any accessory for the Fluorolog®-3 system.
This chapter focuses on dynamic (lifetime) accessories for the Fluorolog® Tau-3 only. Refer to the
Fluorolog®-3 Operation Manual for specific information on accessories used for steady-state
measurements.

For up-to-date information on all available accessories, including new accessories rel eased after
the publication date of this manual, or to find out more information about a particular accessory,
contact your local representative or go to our web page, http://www.jyhoriba.com/fluor|

Fluorolog®-Tau-3 Accessories for Lifetime Applications

ltem Model Page
22.5° front-face viewing accessory FL-1001 9-2
Dual xenon lamp housing (CW and flash lamps) FL-1040 9-3
Emission filter holder and spatial filter FL-1031 9-4
Emission PMT detector, for lifetime measurements FL-1029 9-5
Filter holders, for excitation and emission light-paths FL-1010 9-6
Filter set, cut-on, 1" x 2" (370, 399, 450, 500, 550 nm) 1938 9-7
Four-position, automated thermostatted cell holder FL-1011 9-8
Globals Unlimited™ Software 9-9
Liquid-nitrogen Dewar accessory FL-1013 9-10
Liquid-nitrogen automated dual Dewar accessory FL-1041 9-11
Phosphorimeter accessory FL-1042 9-12
Polarizer, dual auto FL-1044 9-13
Polarizer, third for T-format FL-1045 9-14
Sample heater/cooler Peltier thermocouple drive F-3004 9-15
Solid sample Holder 1933 9-16
T-channel optics for 2" emission channel FL-1002 9-17
Temperature bath, programmable F-1000 or F-1001 9-18
Two-position, automated thermostatted cell holder FL-1012 9-19
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Model FL-1001 22.5° front-face viewing ac-
cessory

Optically dense samples, films, and solids cannot be measured using the traditional
right-angle geometry. Rotating the sample to 45° can be used to measure these samples,
but this introduces a large amount of scattered light into the measurement. The front-
face accessory provides a choice of collection positions—either right-angle or front-
face. In front-face mode, light is collected at 22.5° from the sample and directed to the
emission monochromator. This accessory may be used only on the S side of the instru-
ment.

When performing lifetime measurements on an unknown in front-face mode, the stan-
dard should be a fluorophore reference standard either in the unknown’s format or in a
cuvette. Scattering samples may not be used as a standard for front-face lifetime meas-
urements.
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Model FL-1040 dual xenon lamp housing

The FL-1040 is alamp housing that contains both a continuous-wave (CW) xenon
source and a xenon flash lamp. Selecting between the two sourcesis as easy as aturn of
aknob, which changes the orientation of the collection mirror from one source to the
other. The FL-1040 contains the power supplies and power connections for both lamps
internal to the lamp housing. Also included are the modules and controller for phospho-
rescence measurements.

For fluorescence lifetime measurements, the CW xenon source (or an external |aser
provided by the user) may be used. For delayed fluorescence or phosphorescence meas-
urements on the microsecond-to-second timescale, the xenon flash lamp and phos-
phorimeter may be used. Measurements of decays with the phosphorimeter are done us-
ing the pulsed method. Refer to the Model FL-1042 phosphorimeter accessory below
for more information.

9-3




Lifetimev. 2.0 (2 May 2001) Accessories

Model FL-1031 emission filter holder and
spatial filter

This emission filter-holder and spatial filter allows an emission lifetime detector to be
mounted directly to the sample compartment without an emission monochromator in
the light path. Asthe name implies, this accessory contains afilter-holder for 2" x 2" or
1" x 2" filters, and sets the emission detector at the appropriate focal length for the
emission beam from the sample. The accessory also has a manual shutter to protect the
detector from saturation.

This accessory isabasic tool for lifetime measurements when filters are used to select

the appropriate emissions from the standard and unknown (either in the sample com-

partment or on this accessory), rather than an emission monochromator. Advantages of

this method are:

» The narrow bandpass of a monochromator is generally not required for most life-
time measurements.

» Properly chosen filters exhibit much higher throughput than a monochromator.

Choose this accessory when more signal is required from the sample in order to make
measurements.
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Model FL-1029 emission PMT detector for
lifetime measurements

The FL-1029 is the emission photomultiplier-tube detector for lifetime measurements.
A second emission-PMT detector for lifetime measurements is added to alifetime sys-
tem primarily for T-format collection of anisotropy decays. Thisis the best method for
anisotropy decay measurements, for it corrects for most of the artifacts that can affect
the data through simultaneous collection of VH and V'V for the decay. Other usesfor a
second emission lifetime PMT are when different monochromator configurations or
grating types are used on an instrument, requiring more than one detector.

The FL-1029 includes the PMT housing and an R928P PMT selected for photon-
counting measurements. This detector requires FL-1002 T-Channel optics for the 2™
emission channel, used on the T-side of the instrument, and the FL-1031 emission filter
holder and spatial filter, if used on the T-side without an emission monochromator on
the T-side.
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Model FL-1010 filter holders for the excita-
tion and emission light paths

These manual filter holders may be used to mount 1" x 2" or 2"-square filtersin the ex-
citation or emission light paths. Several accessories contain filter holders with the ac-
cessory (the FL-1031, FL-1011, and FL-1012). The FL-1010 may be used to hold filters
for anisotropy-decay scans and lifetime-resolved scans, in which only the unknown is
being measured. For lifetime scans and time-resolved scans, in which a standard and
unknown are being measured, consider geometry and samples when deciding where to
place filters for the acquisition. For example, when using a two-position sample-
changer with two samples with different excitation and emission characteristics, use the
filter holders on the sample changer itself.

The FL-1010 contains three filter-holders, one for the excitation light path, and two for
both emission light paths (S& T).
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Model 1938 cut-on filter set

The Model 1938 cut-on filter set consists of five 1" x 2" filters with different cut-on
wavelengths: 370, 399, 450, 500, and 550 nm. These filters are recommended for use
with the FL-1011 and FL-1012 multi-position cell-holdersin lifetime systems for life-
time acquisitions. When these holders are used, the filters are placed on the cell-holder
at the sample positions to select the proper emission from the standard and unknown.

Jobin Yvon aso offersaModel 1939 filter set with 2-inch square filters with the same
cut-on wavelengths. These filters are too large to be used with the FL-1011 or FL-1012,
but may be used with manual filter-holders or with the FL-1031 filter-holder.

Use these filters so that the emission detectors see only the emission from the sample
for lifetime measurements. An example of thisis POPOP versus glycogen (a scattering
material). In this case, a 400-nm cut-on filter is placed on the POPOP sample position
to select the 420-nm emission peak, while removing the Rayleigh band. No filter is
placed at the glycogen position, because the Rayleigh band is the scatter signal of inter-
est.

Cut-on filters are aso used to eliminate second-order effects of the gratings. For exam-
ple, if sample excitation is at 300 nm, a second-order peak will occur at 600 nm. If the
emission spectrum extends from 400 nm to 650 nm, a sharp spike will occur at 600 nm.
This peak is the second-order peak of the excitation spectrometer. To remove this un-
wanted peak in the emission spectrum, place a 370-nm filter in the emission dlot.
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Model FL-1011 automated four-position
thermostatted cell holder

Accessories

&1

The Model FL-1011 Automated Four-Position Thermostatted Cell Holder provides four
standard cuvette positions on an automated sample changer. The active cell isthermo-
statted to keep a sample at a constant temperature from —10°C to +80°C. The tempera-
ture of the sample is maintained by an external circulating temperature bath, such as the
F-1000, purchased separately.

The holder aso includes a magnetic stirrer, enabling mixing aturbid or a viscous sam-
ple while positioned in the light beam. Control for the stirrer is conveniently located on
the front of this sample mount.

The FL-1011 (and the FL-1012 described later in this chapter) is a mainstay for lifetime
systems, which inherently require a standard and an unknown for lifetime measure-
ments. The lifetime and time-resolved scan modes are set up to take advantage of an
automated cell changer, to reduce the amount of user interaction required during an ac-
quisition. The FL-1011 and the FL-1012 include filter holders for each cell position, so
that specific filters may be applied to certain samples during a measurement.
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Globals™ Unlimited software

This software package, written by the Laboratory for Fluorescence Dynamics Group at the Univer-
sity of 1llinois-Urbana, contains algorithms to fit advanced decay models. Use Globals™ to model
energy transfer, non-discrete decays, quenching, and other complex decay mechanisms not sup-
ported with the modeling software in DataM ax.
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Model FL-1013 liquid nitrogen Dewar acces-

sory

In some experiments, samples are frozen at liquid-
nitrogen temperature (77 K) to observe fluorescence,
delayed fluorescence, or phosphorescence. The liquid-
nitrogen Dewar accessory is used to freeze and maintain
the temperature of the sample for this type of measur-
ement. For the Fluorolog®-3, the Dewar flask is placed
on a pedestal within the sampling module of the spectro-
fluorometer. The sampleis placed in aquartz cell and
slowly immersed in the liquid-nitrogen-filled Dewar
flask. A white Teflon® cone in the bottom of the Dewar
flask keeps the quartz sample-tube centered in the Dewar
flask, while a Teflon® cover on the top of the Dewar
flask aids in centering the quartz sample tube, and holds
excess liquid nitrogen consumed during the experiment.

A special sample cover replaces the standard sample lid,
so that liquid nitrogen can be added conveniently to the
Dewar flask as needed. The Dewar flask holds liquid
nitrogen for at least 30 minutes with minimal outside
condensation and bubbling. A dry-nitrogen purge port
for the sample compartment isincluded to reduce water condensation.

Included in the FL-1013 Liquid Nitrogen Dewar Assembly are the quartz Dewar flask,
sample tube, pedestal, and light-tight lid.

Lifetime acquisitions performed with this accessory generally use the Quick Scan fea-

ture in DataMax, which only requires one swap of sample (or sample mount) during the
lifetime run, as opposed to swapping at every frequency point.
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Model FL-1041 liquid nitrogen automated
dual Dewar accessory

Designed specifically to automate lifetime measurements on samples at low tempera-
tures, this accessory consists of two liquid-nitrogen-Dewar accessories mounted on a
two-position sample-changer base. A special sample cover is aso included to replace
the standard sample lid, to alow the addition of liquid nitrogen to the Dewar flask as
needed.

Dewar flasks may be selected automatically within the software to move to the active
position in the sample compartment. During lifetime measurements, these Dewar flasks
are swapped to a two-position automated cell-holder, to switch between the standard
and the unknown. An appropriate standard is chosen that can be measured in a Dewar
flask at liquid-nitrogen temperature (77 K) in order to minimize artifacts caused by this
sample geometry. Using this accessory can help to minimize the errors and time re-
quired by using the Quick Scan feature and swapping sample mounts for this type of
measurement.

Please refer to the description for the FL-1013 liquid nitrogen Dewar accessory below
for more information on the two Dewar flasks included on the FL-1041.
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Model FL-1042 phosphorimeter accessory

The phosphorimeter adds the ability to perform phosphorescence or delayed fluores-
cence measurements using a programmeabl e pul sed-excitation source and selectable sig-
nal gating from the signal photomultiplier tube. This provides time-discrimination ca-
pability to remove competing luminescence emissions based on their lifetimes. The FL-
1042 consists of a dedicated xenon flash-lamp housing, acquisition controller, and re-
lated electronics. The FL-1040 dual-lamp housing is required.

The duration of each exciting pulse from the
phosphorimeter is relatively short (about

3 microseconds), making this accessory useful
for measurements of phosphorescence lifetimes
on the microsecond-to-second timescal es.
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Model FL-1044 dual auto polarizers

Dual autopolarizers on the Fluorolog®-Tau-3 add the capability for the measurement of
anisotropy decays, otherwise known as dynamic depolarization. Measurements of time-
resolved emission anisotropy (TREA) provide information about the rotational behavior
of molecules. Molecular size and shape, as well as the viscosity of the medium in which
the fluorophore is rotating, may be studied with this technique.

Each FL-1044 polarization kit includes two Glan-Thompson UV polarizers mounted in
fully-automated computer-controlled mounts. Polarizers can be positioned horizontally,
vertically, at the magic-angle settings of 35° and 55°, or at any other user-defined posi-
tion. Glan-Thompson polarizers offer a much wider transmission range and greater sta-
bility than film polarizers.

The polarizers are completely controlled through the DataMax software, from insertion

into the light path, to running calibration on the crystals, to conducting complex acqui-
sitions of anisotropy decays.
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Model FL-1045 automated third polarizer for
T-format

A third polarizer may be added when the T-box sample-compartment module is config-
ured with both emission paths active. This allows for simultaneous measurement of ver-
tical and horizontal emissions during anisotropy-decay measurements, reducing the
amount of time required for these acquisitions, and removing artifacts that may be cre-
ated by not taking VH and VV simultaneously.
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F-3004 Sample Heater/Cooler Peltier Ther-
mocouple Drive

For rapid control of the sample’s temperature in the Tau-3's sample compartment,
choose the F-3004 Peltier Drive. Instead of messy fluids, the Peltier device heats and
cools the sample thermoelectrically and fast! The temperature range is —10°C to
+120°C. To prevent condensation of moisture on chilled cuvettes, an injection port for
dry nitrogen gas is provided. All software is included, along with a controller and stir-

ring mechanism.

F-3004 Sample Heater/Cooler Peltier Thermocouple Drive.
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Model 1933 solid sample holder

The Model 1933 solid sample holder is designed for samples such as thin films, pow-
ders, pellets, microscope slides, and fibers. The holder consists of a base, upon which a
bracket, spring clip, and sample block rest. The user may rotate the holder for optimal
alignment of samples for measurements. Although this accessory can be rotated to 45°
for measurements, it is recommended that this accessory be used in conjunction with
the FL-1001 front-face viewing accessory to view the sample mounted on the Model
1933 at 22.5°.
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Model FL-1002 T-channel optics for 2™
emission channel

This accessory includes the necessary optics and electronics to compl ete the T-channel
2" emission for use with a detector. The only items not included in this accessory are

the emission detector, and the emission monochromator or spatial filter holder used in
this emission path.
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Models F-1000 and F-1001 program-
mable temperature bath

The F-1000/1 is offered as an accessory
for maintaining sample temperature as
well as for automating the measurement
of temperature curves and other heating-
or cooling-related assays. The bath is
controlled by the host computer viaa
single serial (COM port) link. The bath
may be used with water or a solution of
ethylene glycol to control sample
temperature from about —15 to +80°C.
The F-1000 requires 110 V/60 Hz and the
F-1001 uses 220 V/60 Hz line voltage.

A sensor mounted in the thermostatted
cell-holder or sample-changer may be
used to monitor the temperature at the
sample. Monitoring the temperature in the
water bath is also possible. Ask Jobin
Yvon® s Fluorescence Applications
Group about custom sensors for
monitoring temperature within the sam-
ple.

For lifetime systems, the automated
temperature bath may be used to generate
temperature curves for global analysis of
lifetime or anisotropy-decay data. The
bath is fully controlled by DataMax soft-
ware.
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Model FL-1012 automated two-position
thermostatted cell holder

This accessory isidentical to the FL-1011 automated four-position thermostatted cell
holder except it has two cell positions 180° apart. Refer to the description of the FL-
1011 for more information on the use of this accessory with lifetime systems.
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10: Troubleshooting

Because the lifetime system has many user settings and adjustable power supplies,
many apparent system failures are simply problems with the experimental setup, sample
geometry, or choice of sample. If the symptoms indicate that a problem may be a sys-
tem failure, contact the Fluorescence Service Department, or your local distributor.

Refer to the Fluorolog®-3 Operation Manual and the DataMax Operation Manual for

help with troubleshooting problems in steady-state operation. This chapter is intended
to isolate and solve problems regarding lifetime (dynamic) operation only.
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Basic troubleshooting steps

When an apparent problem isfirst observed, follow the basic steps and suggestions out-
lined below to troubleshoot the initial problem. In many cases, shutting down the sys-
tem, carefully restarting, and redoing an experiment helps to remove an unseen or out-
side issue that was causing the apparent problem.

If the suggestions that follow do not help to remove the problem, note the steps that led
up to the problem, and proceed to the next section.

1 Reboot.

If thisisthe first time the problem has occurred, try restarting the system. Turn
off all components and accessories. After a cool-down period, turn the system
on and seeif the failure persists. Many apparent software and hardware prob-
lems are actually conflicts with other software or peripheral devices currently
active on the system. For information on the proper start-up and shutdown se-
guence, please refer to Chapter 3: Getting Sarted.

2  Check the connections.

With the power to all components and accessories turned off, make sure all ac-
cessories and cables are attached and configured properly. Verify that line cords
provide the proper input AC voltage, and that all appropriate accessories and
power supplies are powered ON during use of the system.

3 Verify system performance.

Following the instructions in Chapter 3: Getting Started, verify that the system
is properly calibrated in steady-state mode. Check that the system operates
properly in lifetime mode by running a scan of a standard fluorophore versus a
scatterer. Print out each spectrum, and note the peak intensities and wavelength
positions for the steady-state scans, and the lifetime and reduced ¥ for the life-
time measurement.

4 Duplicate the error.

Try to duplicate the problem, and write down the steps required to do so. Our
service engineers will attempt the same with atest system. Depending on the na-
ture of the problem, a service visit may not be required.
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Problems and solutions

Each problem is explained in alater section of the chapter, with suggestions for how to
solveit and how to avoid it in the future.

Communications problems

No signal or very low signal

Detector isreally saturated, but dis-
playsvery low signal
Saturated signal

No modulation

Modulation >1 at low frequencies

Noisy or erratic phase or modulation
data

Poor lifetimeresults

Poor anisotropy-decay results

Loose connections on cables

Lifetime rack turned off

Improper power-up sequence

Windows™ conflicts

Improper software layout |oaded

Loose connections on cables

Lifetime rack or one of its components turned off

HV Bias or RF amplifier switched off or improperly adjusted
No HV supplied to emission detector

Improper start-up sequence

Improper software layout selected

Pockels cell isnot fully in light path or not aligned properly.
Lampisnot on

Improper experiment setup (slits closed, shutter closed, wrong
monochromator position, etc.)

Improper frequency setting
Poor choice of filters for sample being measured

Terminator missing on RF splitter when using only two lifetime
detectors

High voltage applied to detector istoo high
Slits or iris open too wide

Loose cable connections between detector and splitter, or detector
and lifetime drawer

Lifetime rack not turned on

RF amplifier or HV bias not turned on or improperly adjusted
Pockels cell out of position or in need of adjustment
Improper frequency setting

No signal or low signal

Sample errors

Pockels cell out of aignment

Improper experiment setup (short integration time, low averages,
low number of frequencies, wrong wavelengths, improper dlits, etc.)

Poor choice of standard sample

Low signals or modulation

Poor choice of standard sample

Improper experiment setup

Low signals or modulation

Noisy or erratic phase or modulation data

Poor measurement geometry or choice of filters
Solvent effects

Improper modeling of data

Improper experiment setup

Poor measurement geometry or choice of filters
Polarizers out of alignment

Noisy or erratic phase or modulation data
Solvent effects

Improper modeling of data
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Communications problems

Problems with communication between the host computer and the SpectrAcq, or the
SpectrAcq and the lifetime-systern components, can be common, especially when a new
host computer is set up for the system. Any changes in the configuration of the host
computer, or the addition of new components such as fax modems, network cards, or
new operating systems, can cause communications problems between the host computer
and the SpectrAcqg controller.

Communi cations problems can be broken down into two types of difficulties:
» Failureto establish communication
* Intermittent communication failures during operation

1 Failure to establish communications is, by far,
the most common problem.

Determine if anything has changed the host computer configuration. If so, this
may be the cause of the communications problem.

72 Restart the entire system, including the Spec-
trAcq and the host computer.

While the system is shut down, verify that al connections are secure, especially
communcations cables and power cords. Restart the system in the proper se-
guence (see Chapter 3: Getting Started for the procedure), restart the software,
and often communication will be restored. Usually the cause of the problemisa
loose connection, a power switch in the OFF position, or a Windows™ [/O con-
flict that was corrected during the reboot.

@Note: While booting up the system, watch the floppy-drive-access light
on the SpectrAcq. The SpectrAcq should access the disk for 30 s to 1
min, loading drivers. If the drive light turns on and off quickly (< 10 s)
with no further access, or the light stays on continuously, then there
may be a problem with the boot disk itself.)

3 Try a different communications port on the host
computer for communication with the SpectrAcqg.

To change the desired COM port, change the file SAQ. I NI inthe ISA_INI di-
rectory of DataMax™, to point to the appropriate seria port. Move the commu-
nications cable to the appropriate port on the host PC itself.

Intermittent communications problems are usually caused by one of two issues:
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4 Aloose connection between the instrument, the
SpectrAcq and the host computer.

5 A Windows™ 1/O conflict that has arisen during
the current session.

Both of these issues can be solved by switching off the system, checking cable connec-
tions, and rebooting the entire system.
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No signal or very low signal

We often hear from our customers that no signal or very low signal is observed on the
instrument. Our first suggestion to solve this problem isto go back to a standard sam-
ple, or preferably a scattering sample, to isolate the problem as peculiar to the instru-
ment, the particular sample, or experiment setup.

I nstrumental problems

Instrumental problems usually are caused by not starting one of the lifetime components
such asthe lamp, lifetime rack, RF amplifiers, or HV bias. In other cases, faulty instru-
ment setup usually isto blame.

1  cCarefully review the instrument settings:

high-voltage bias to detectors, excitation and emission wavelengths, dlit
settings, selected modulation frequency, shutter positions, etc.

2 Check that the system is set to the desired
mode:
dynamic or steady-state.

3 Verify the optical set-up:

Check that the Pockels cell isfully in or out of the light path, the laser mirror or
collimating lensisin or out of the light path, and theirisisin the proper posi-
tion.

4 Check that the measurement setup is correct:

Verify that a proper sample, filters, and software layout have been selected for
your desired measurement.

5  Switch off the complete system.

Carefully check cable connections, and reboot the system. A loose connection or
a software conflict can mimic a hardware failure.

Other tipsfor troubleshooting signal problems:

1 Make sure that the experiment settings match
the Real Time Display settings.

This may sound silly, but it does happen. Verify that the settings optimized in
Real Time Display before the experiment are properly transferred to the experi-
ment settings. Use the Transfer button in Real Time Display with Run Experiment
open.
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72 A saturated PMT may display low or zero signal
levels.
Reduce the HV biasto the detector to seeif thereisreally too much signal.

3 A concentrated sample may be absorbing the
excitation before the focus.

Thisistheinner filter effect. Try using a dilute scattering sample to verify in-
strument performance, then check that the unknown is not optically dense, pre-
cluding a measurement in right-angle mode.

4 A 50-Q terminator may be missing on the RF
splitter.

This concerns users with one lifetime signal detector and one reference detector.
If switching between one and two lifetime emission detectors (S and T), make
sure that there are always three |oads on the RF splitter. A 50-Q terminator is
placed on the third output when only one lifetime emission detector is used.

5 The RF settings have been changed.

The RF amplifiers and the HV bias are set at the factory, and optimized during
installation for best system performance (with the source we provide). Adjust-
ment of the output settings on these devices can have a detrimental effect on sig-
nal. Contact Fluorescence Serviceif thereis a suspicion that the RF settings
have been changed.
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Saturated (or very high) signal

Reduce the amount of light

Adjustments of the dlit widths, apertures around the modulator box, high voltage to de-
tectors, and even sample concentration or excitation/emission wavel engths can solve
this problem.

Slitsand high-voltage levels

These are the easiest adjustments to make.

1 Narrow the excitation entrance slit and emission
slits.
Do this as desired to reduce the signal levels.

2 Reduce high-voltage bias levels.

Adjust slits and iris around the modulator box.

These are saved for last, for these usually are very narrow to begin with for life-
time measurements.

The sample

1 Use a neutral-density filter or screen to reduce
the emission signal from a sample.

Be sure the filter doesn’t fluoresce.

2 Lower the concentration of the sample.

Change the excitation or emission wavelength of
the sample.

This moves down the absorption or emission edge, to change the effective out-
put level while not changing the lifetime components.

4 Check hardware.

Hardware problems can mimic saturated signal. Switch off the system, check all
RF and signal cable connections, and then reboot the system with the appropri-
ate software layout.
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No modulation

A lack of modulation indicates that the AC component of the signal is missing. The
first question is whether the problem resides in the instrument or the sample. We sug-
gest using a scattering sample or a standard fluorophore to check the instrument, before
troubleshooting with the unknown. Depth of modulation is created by the lifetime rack
and its RF components. All components on the lifetime system must be on for the sys-
tem to work properly.

1 Check that the RF amplifiers and the external
DC high-voltage bias supply are ON.

2 The system must be set appropriately in lifetime
(dynamic) mode for good modulation.

Check that the Pockels cell isfully in the light path, theirisis closed down, and
dits are set properly for dynamic mode (especialy the excitation entrance and
intermediate slits around the modulator box).

3 Be sure that an appropriate frequency has been
selected in the software.

Higher frequencies result in lower modulation values, and longer lifetimes result
in lower modulation values at a discrete frequency. As an example, a sample of
fluorescein will show very little modulation at 250 MHz, because it has alife-
time of about 4.1 ns.

4 Lack of AC or DC signals may cause poor
modulation values.

Please see the troubleshooting sections above for further assistance.
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Modulation > 1 during acquisition

Modulation here refers to the demodulation factor measured during the lifetime acquisi-
tion, not the modulation value observed in Real Time Display. The demodulation factor,
labeled “modulation” in the experiment display, indicates the measured modulation
value for the unknown divided by the modul ation measured on the standard, and then is
corrected to indicate demodulation as compared with a0 pslifetime. Therefore, a de-
modulation factor during the experiment greater than 1 should be impossible (because it
corresponds to alifetime of < 0 ps).

There are two causes for this type of error.

Sandard and unknown switched
If the phase angle > 90° throughout the experiment, then the standard and unknown po-
sitions in the experiment are probably mixed up in the experiment definition.

&

== Note: An improper standard (e.g., wrong lifetime) or a
poorly prepared unknown can cause this as well.

Misaligned Pockels cell

Finally, if this problem is still observed even after running a standard fluorophore ver-
sus scatter (see Chapter 3: Getting Started), then the culprit is probably misalignment of
the Pockels cell. See Chapter 11: Maintenance for suggestions on optimizing the
Pockels-cell aignment.
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Noisy or erratic phase or modulation data

High error-bars in the phase or modulation data are usually caused by poor experiment
setup, poor measurement geometry, or aweakly fluorescing sample.

Poor experiment setup

1 Use an appropriate integration time for the
measurement.

(usually between 6-24 seconds, depending on signal and complexity of the sam-
ple).

2 Check that an appropriate number of frequency
points, averages, and standard-deviation toler-
ance has been set.

Set the experiment for 6 or more frequency points, depending on the complexity
of the unknown. Averages are usually set between 3 and 24, with a standard de-
viation around 0.5-1%.

3 Check other settings in the experiment defini-
tion.
They must match the settings found during balancing in Real Time Display.

L ow signals or modulation levels
These are often the primary cause of erratic phase or modulation values. See the sec-
tions above for more troubleshooting information.

Choice of standard

The precision and accuracy of a measurement will only be as good as the standard. Er-
ratic phase or modulation (and corresponding lifetime results) is directly affected by the
quality and appropriate choice of a standard. Be sure that the standard is the correct life-
time, at the correction excitation and emission wavelengths, and useful over the desired
frequency range. Refer to the lifetime chapter for help in selecting appropriate standard.
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Poor lifetime results

A poor lifetimeresult is:

* Incorrect lifetime value(s), wrong number of lifetimes, or inappropriate fractional
contributions

« High ¥’ value

» Poor residuals

Each of these factors will be considered with respect to their effects on the measure-
ment parameters:

» The samples and measurement geometry

o Standard

* Experiment setup

* Modeling the results

Incorrect lifetime value
Lifetime results are only as good as the samples and the measurement geometry se-
lected for the experiment.

1 Outside knowledge of the unknown is essential.

The excitation and emission characteristics of the sample can be measured on
the Fluorolog®-Tau-3. The concentration should be set to < 0.1 A, if possible,
for right-angle measurements through a 1-cm? cuvette. Know the sample’s solu-
bility characteristics, pH, photostability, and other appropriate information be-
fore a measurement, to choose the best geometry and the standard. Consider the
lifetime stability of the sample in different environments, such as varying tem-
perature, pressure, and pH.

Z  Consider the solvent used for the unknown.

The sample must dissolve easily into (ideally) a homogeneous solution, and the
solvent should not contribute any artifacts (certainly no fluorescence emission)
to a measurement.

3 The measurement geometry should be appro-
priate.

Chapter 4: Lifetime Acquisitions considers different types of samples and ge-
ometries. A poor measurement geometry will lead to sub-optimal lifetime re-
sults. For questions or concerns in selecting a particular setup for a measure-
ment, please contact our Applications Group.

4 A poor standard may cause poor lifetime results.

For lifetime measurements, the standard is the basis for correcting instrumental
artifacts. Therefore, know the standard’ s exact lifetime and its fluorescence
characteristics. The standard should be a well-characterized fluorophore with a
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single exponential decay or a scattering sample (0 nslifetime). The standard
should be used only at appropriate excitation and emission wavelengths, across
its useful frequency range, and in an appropriate measurement geometry. For
example, the Applications Group frequently uses Ludox® as a standard. Asa
scatterer, Ludox® has a 0.0-ns lifetime, and is appropriate for right-angle-
cuvette-based measurements in de-ionized water. Ludox®, however, is known to
fluoresce in the deep UV, therefore, for measurements with excitation below
350 nm, we choose glycogen as a scattering standard, based on its fluorescence
characteristics.

5  The experimental setup can cause poor lifetime
results.

Usually, apoor setup reveasitself in poor signal levels, poor modulation val-
ues, or erratic phase and modulation data. Review the suggestions from the sec-
tions above if you observe these problems, before proceeding further in this sec-
tion.

Check the instrumental setup, to make sure that the components are set in dy-
namic mode (dlits, iris, Pockels cell, laser mirror, supplies, etc.). Review the ex-
periment definition to verify that the entire scan definition is appropriate.

@Note: Make sure the samples are in the sample-changer posi-
tions indicated in the scan definition, otherwise unexpected re-
sults may occur. Be sure that the correct standard lifetime is
defined in the scan.

High ¥* value

Modeling the data is the last step in a lifetime measurement. The results (and the x°) are
only as good as the model defined by the user and the method used for the model. The
modeling program supplied with DataMax performs non-linear least-squares analysis
on frequency-domain lifetime data with the option of using fixed or variable errors. The
user may choose up to three discrete lifetime components and their associated fractional
contributions for the decay scheme.

When modeling data, start from the least-complex model and move to more-complex
models only when a significant improvement in the reduced y* valueis observed. This
means that, unless outside information on a sample is known, aless-complicated decay
scheme is more plausible than a more-complicated one, given the same reduced x°
value.

During modeling, non-linear least squares analysis moves across the error surface look-

ing for a statistical local minimum in the reduced ¥* value. In some cases, the local
minimum may not be the best fit across the entire surface. Therefore, try the model with
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different initial conditions (i.e., lifetime and SAS values) to certify that the best fit has
been found. Be careful of the values that are fixed for the model. These components
will not be adjusted during actual modeling of the data. Therefore, with fixed errors, en-
ter realistic values. Typically, we use ~ 0.5° phase-shift and 0.5% modulation for fixed
errors.

Complex samples may require global analysis to measure properly their decay charac-
teristics. Global modeling consists of overdetermining the lifetimes while varying out-
side environmental conditions such as temperature, pressure, and pH on repeated life-
time acquisitions. Modeling these acquisitions together (i.e., globally) with their life-
time values linked, allows more accurate determination of decay characteristics.

High residuals

Scatter in the emission aso can cause incorrect lifetime results, by weighing down the
high-frequency phase and demodulation values with essentially a 0.0-nslifetime. This
can be removed during modeling. To add a scatter component to the measurement, add
a separate decay with a 1-pslifetime (fixed) and ~ 0.5% fractional contribution (vari-
able). Generally, with a good experimental setup and measurement geometry, the
amount of scatter seen from the unknown can be kept to a minimum.

Lastly, if the sample’ s decay mechanism is more complex than a single or multi-
exponential decay, then use a more comprehensive algorithm to model it properly. A
software program from the LFDG called Globals provides for other decay mechanisms
such as quenching, energy transfer, and other processes not properly modeled in
DataM ax.
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Poor anisotropy-decay results

In essence, anisotropy decays follow a similar procedure to lifetime measurements, with
only two significant differences:

* no standard, and

* autopolarizers are used.

Therefore, the discussions on how to set up alifetime scan, and how to troubleshoot
poor lifetime results, may help to correct poor anisotropy-decay results.

The indications of poor anisotropy-decay results are:

« High reduced- ¥* value

» Incorrect rotational correlation times, fractional contributions, and limiting anisot-
ropy values

» Poor residuals

The components of an anisotropy-decay that can cause poor results are:
* Thesampleitself and the chosen measurement geometry

» Polarizer aignment

* Experiment setup

* Modeling the results

Aswith lifetime acquisitions, knowledge of the unknown and the choice of an appro-
priate measurement geometry are essential for good results. In addition to the sample
characteristics that must be known for alifetime acquisition, the anisotropy-decay ac-
quisition requires that the mean decay time of the unknown be known accurately. This
usually means that the sample's lifetime has been measured on the Fluorolog®-Tau-3
before measuring the anisotropy decay. In addition, the steady-state G factor for the
instrument at the wavelengths used for the acquisition must be measured before the
decay acquisition, even if filters are employed. Errorsin the G factor can ruin the
measurement of RMA values during the acquisition.

Autopolarizers

Naturally, the measurement geometry for the anisotropy-decay acquisition must include
autopolarizers. There are afew different options for the number of polarizersin the
light path, involving atrade-off between accuracy and the amount of signal available
for the measurement. At minimum, an autopolarizer must be located in the emission
light path that will be changed from H to V throughout an L-format measurement. An
excitation polarizer is not essentia because the output from the Pockels cell is vertically
polarized. Other options include two polarizers or three polarizersin the classic T-
format measurement geometry. Improperly aligned polarizers affect the results. See the
autopolarizer manual for instructions on verifying polarizer alignment, and using the
automated alignment procedure in Visual Instrument Setup, if necessary.

Experimental setup
A proper experimental setup isjust as critical for the anisotropy decay asitisfor alife-
time scan. The steady-state G factor is an additional parameter to be specified properly
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for good results with anisotropy-decay measurements. The G factor should be calcu-
lated as HV/HH for DataMax; do not enter the inverse of the G factor! The mean fluo-
rescence lifetime must be entered in the experiment setup. An inaccurate mean fluores-
cence lifetime also can lead to poor data in both phase and RMA values. Refer to the
poor-lifetime-results troubleshooting section for more information on properly setting
up the other experiment parameters.

[

r

&

=—=3 Note: To verify that the acquisition is proceeding well, compare the
steady-state anisotropy calculated during the experiment with a value
measured in steady-state mode. The software uses the steady-state
G factor specified in the experiment definition and the measured VH
and VV DC signals, to compute steady-state anisotropy at each fre-
guency point.

Modeling the results

When modeling the results of an anisotropy-decay scan, the mean lifetime decay should
be entered as a fixed value, because it should be known before the experiment. Always
start from asimpler model with asingle rotationa correlation time, and work towards a
more-complex model based on the resulting reduced- ¥* values. Another parameter that
can be used to indicate the validity of the model and fit for an anisotropy-decay is the
limiting anisotropy (rg) value. This value can be measured in steady-state mode for the
sample by cooling the sample to atemperature that effectively restricts rotational diffu-
sion. If the value for ro calculated while fitting the data agrees with the value measured
previoudly, it should serve as an endorsement of the fit, along with an acceptable re-
duced- ¥ value.
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Further assistance...

Read all software and accessory manuals before contacting the Jobin Yvon® Fluores-
cence Service Department. Often the manuals show the problem’s cause and a method
of solution. Before contacting the service department, however, complete the following

steps.

1 Find the serial number for the core instrument, on the back of the sample com-
partment. Collect the serial numbers for the host computer and all automated
accessories (e.g., temperature bath).

2 Note the system configuration with all accessories.

3 Determine the brand name and type of host computer, along with processor
speed, free RAM, and hard-disk space, and whether the computer was pur-
chased from Jobin Yvon®.

4 Write down the experimental configuration and what samples are under study.
Be prepared to fully describe the samples and their spectral characteristics, as
well as the specific instrument setup and sample geometry.

5 Try to duplicate the problem and write down the steps required to do so. The
service engineers will try to do the same with atest system. Depending on the
problem, a service visit may not be required.

6 If an error dialog box appears in DataMax, write down the exact error displayed.
Note whether the error wasin GRAMS or Windows™.,

7 In DataM ax, in the Instrument Control Center toolbar, choose Help. Under Help,
choose About Instrument Control Center. This opens the About Instrument
Control Center window. The version of the software islisted here.

About Instrument Control Center |

Instrument Control Center Yersion 2.2.9.1
Copynight 2 2000 Jobin ¥von, Inc.

Spectiicg Software Wersion: ¥4.13 Spectrdicg
Temperature Controller S ofbware Yerzsion: Unasvailable
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8 In Run Experiment toolbar, open the About DataMax window. Make a note of
the software’ s and instrument’ s serial numbers, and instrument configuration,
including all accessories.

About DataMax E |

(A ] DataMax

. '!-.6-". for Microsoft Windows

DataMax Yersion 2.20
Copyright © 1997

Instruments 5S4, Inc.

Grams/32 B Ver=sion 414 Level ll

Copyright = 1991-1997
Galactic Industries Corporation
All Rights Reserved

Licensee:
Sal Atzeni
JY Inc.
D241407250003-070001

Free Memory.....32216K

If the problem persists or is unlisted, call the Fluorescence Service Department at (732)
494-8660 x 160, fax us at (732) 549-5157, or e-mail us at

fluorescence service@jyhoriba.com|
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11: Maintenance

Proper maintenance of the Fluorolog®-Tau-3 system will ensure good performance for
years to come. Maintenance of the fluorescence lifetime system consists of two basic
components:

* Maintenance of the steady-state system

* Maintenance of the lifetime portion of the system.

Basic maintenance for the steady-state system (e.g., lamp replacement) is covered in the
Fluorolog®-3 Operation Manual. For dynamic operation, there are a few additional
recommended maintenance procedures to follow. These include:

» Realignment of the Pockels cell and modulator box

» Setting optimal levels for the HV bias

» Setting up an optional external laser source for use with the lifetime system.
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Pockels-cell alignment

Introduction

Optimizing the Pockels-cell alignment is required to maximize the depth of modulation,
giving the highest precision to lifetime measurements. This procedure involves setting
the pitch and yaw for the cell in the modulator box, so that the cell is centered precisely
on the optical axis. Realignment of the cell may be required periodically, if a drop in the
modulation depth is noted, or if the overall performance of the lifetime system appears
to drop off.

If poor alignment is suspected, then, before realigning the Pockels-cell modulator, per-
form a test of system performance in both steady-state and dynamic modes of operation.
The water Raman scan and xenon-lamp scan will verify system calibration and signal-
to-noise in steady state mode. In dynamic mode, a lifetime scan of POPOP versus Lu-
dox® serves as a good indicator of system performance. Instructions for performing
these scans are found in Chapter 3: Getting Sarted. Typical signs from this scan that
indicate a need to optimize the Pockels-cell alignment are:

*  Demodulation values > 1.0 during a scan at the lower-frequency points on the scan

* A systematic split between the phase and modulation data

* A systematic error in the data in the higher-frequency portion of the scan.
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Maintenance

Procedure %1

=——Note: A visual inspection of the isogyre pattern is de-
scribed in Chapter 17: Visual Inspection of the
Isogyre Pattern. Do not inspect the isogyre pattern
without permission of the Fluorescence Applica-
tions Department.

—

£

Optimize Pockels-cell :
alignment on a scatterer.

——J Note: Proper align-
ment of the Pockels

Optimize the alignment of the modulator for cell is essential for

the maximum depth of modulation using a good results.

scattering standard of glycogen or Ludox”.

Make very gradual adjustments on the Pockels cell. Adjust to the center position

3

of the peak in modulation.

a System setup
Monochromators:
Excitation 370 nm
Emission 370 nm
Slits:
Excitation entrance and intermediate (if 6 mm
applicable):
Excitation exit: 0.3 mm
Iris setting: 2/3 closed
Manual slit at end of modulator: 0.5 mm
Emission slits (if applicable): 6 mm
High voltage:
Reference detector: 400 V
Emission detector (monochromator side): 900 V
Emission detector (filter side): 750 V

Bias voltage to Pockels cell:

Sample:

See System Performance Re-
port.

Dilute Ludox® in de-ionized water (same sample as for the lifetime scan of

POPOP versus Ludox®).

b

Remove the knobs
and lid of the
modulator box.
The Pockels cell
should be shifted
to the right (life-
time position) as
shown here:
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@Note: If there are 2 de-

Maintenance

C Adjustment

Gently fine-tune both

adjustments for the Pockels-

cell mount, while observing
the signal channels in Real

Time Display, for the maximum

signal on the AC channel and

modulation.

e The vertical knob,
typically a coarser
adjustment, controls the
yaw for the Pockels cell.

e The horizontal knob,
generally a finer
adjustment, controls the
pitch of the modulator.

tection channels (S and
T) re-optimize for that
channel after switching
to that channel.

When complete, the
modulation should be >1.0 for a xenon-lamp source, and >>2.0 for an external
laser source.

Set the high-voltage DC bias to the Pockels cell.

Optimize the high-voltage bias in

order to provide the system with the @
highest depth of modulation Note: Normally, the high-

available or to help increase the voltage DC bias on the ex-
signal levels observed through the ternal Bertan™ power sup-
system. Only if: ply should be kept at the
* An external laser is turned into factory-set value. Keep the

the light path, or dial for adjusting this setting
» The Pockels cell needs to be in the locked position.

adjusted, or
* The signal is extremely low,
should this bias level be optimized.
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Use a scattering sample of glycogen or Ludox” in this procedure. No other tools
or targets are required.

a Enter Real Time Display, and optimize the system settings for the meas-
urement of the scattering sample at 370 nm. (See Chapter 3: Getting
Sarted for more information on settings).

When properly set up, 1-4 V DC and AC should be seen on the R and S (or T)
channels. .

b Unlock the dial on the
Bertan™ power supply,
and gradually adjust the
setting until the greatest
modulation value is
achieved.

C If a detector’s signal falls
to <1V, increase the re-
spective PMT’s high-
voltage bias in Real Time
Display.

In cases where low

fluorescence-yields from an

unknown mean that the DC
signal is more important

than modulation depth, the

high-voltage DC bias to the

Pockels cell may be increased to improve the AC and DC levels, although this

lowers the modulation.

‘Warning: Do not increase the HV DC
bias level to the Pockels cell above
350 V. Higher voltages can damage
the Pockels-cell electronics.

3 Setup an external laser source for lifetime
measurements

éWarning: Strictly adhere to all required safety precautions related
to working with laser sources while using a laser with the life-
time system.

A portion of the laser beam directed through the beamsplitter to
the photodiode can be reflected off the outer coating of the
photodiode and out of the top of the sample chamber. Avoid
exposure to this reflection (and any other portions) of the laser
beam when working with samples to be measured.
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Introduction
An external continuous-wave laser source can be helpful for measuring lifetimes
and anisotropy-decays for weakly fluorescing samples. Laser choice depends on
the particular excitation wavelength(s) required. The modulator box includes a
turning mirror to bring the external laser beam into the system and direct it
through the Pockels cell on the same optical axis used for the xenon source.

In this example, a multi-wavelength argon laser (457, 488, 514 nm) is set up.

The beam is set up
to enter the
modulator box
with horizontal
polarization (90°).
Most lasers emit
vertically polarized
light. Therefore,
the polarization of
the laser must be
rotated, for exam-
ple, with two 45°-
mirrors, rotated
90° apart, just
outside the laser port on the modulator port. This
procedure assumes the beam is polarized at 90°, and
aligns this horizontally polarized beam entering the laser
port on the modulator box.

EC]UI pment Lower hole is for
Two laser targets, as shown at right: alignment of Tau-3
Procedure

a Insert the circular pinhole target into the laser
entry port just below the RF- '
splitter module. =

b Insert the vertical target into
the alignment hole on the
laser mirror mount.

Align the laser through these
two targets.

o

Remove the vertical target and replace the laser turning mirror.

D

Adjust the laser turning mirror carefully, directing the beam
* Through the center of the Pockels cell,
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e Out of the modulator box,

* Through the center of the manual slit, and
* Into the sample compartment.

—h

Double-check the alignment: the beam should be centered on a Ludox®
sample.

Go into Real Time Display in the DataMax software.

- Q

Adjust the settings in Real Time Display to yield 1-4 V AC on both the R
and S channels. Use a narrow manual slit setting (< 0.5 mm).

Monitoring the AC signal and modulation on the R & S channels, adjust
the Pockels cell for the highest AC and modulation possible.

If the AC levels increase beyond 6 V AC, then adjust the bias to that particular
detector, before continuing with the alignment of the Pockels cell.

J When properly aligned, high modu-
lation values (> 2.0) should be ob-
served, because of a highly colli-
mated laser beam, with small spot
size, propagating directly through
the center of the Pockels cell.

k Set the DC high-voltage bias to the
Pockels cell for the highest modula-

~ 4
tion on S&R. This nearly always involves reducing the DC HV bias.

@Note: The Pockels cell has different optimal positions between the laser and
the xenon lamp because of beam-collimation differences between these
sources. Therefore, when switching between measurements with the laser
and xenon lamp, always realign the Pockels cell on a scattering sample,
and re-optimize the DC HV bias.

Experimental settings with an external laser as the source are very similar to
those with the xenon lamp, with the following exceptions:
= Keep the excitation slits and iris closed when using a laser entering the
modulator box.
= Reduce high-voltage biases to the PMTs to~1 V DC.
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12: Technical specifications

Each Fluorolog®-3 system consists of an excitation source, an excitation spectrometer, a
sampling module with reference detector, and at least one emission spectrometer and
emission detector. Each system is controlled by an IBM PC-compatible computer and
may include a printer.

I mportant

The Fluorolog®-3 spectrofluorometer system is designed to comply with the require-
ments of the Low Voltage Directive 73/23/EEC and the EMC Directive 89/336/EEC
and, as of 1 January 1997, carries the CE marking accordingly. The system was tested
using standard (JY-authorized) components, cables, etc.
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Spectrofluorometer system

The Fluorolog®-Tau-3 spectrofluorometer consists of the steady-state Fluorolog®-3
spectrofluorometer plus additional components for lifetime measurements. The entire
system is controlled by DataMax software for Windows™.

Excitation Source 450-W xenon short arc, mounted vertically in an air-cooled
housing. Light collection and focusing by off-axis mirror for
maximum efficiency at all wavelengths.

Spectrometers Single-grating excitation and emission spectrometers (standard).
Spectrometers are Czerny-Turner design with kinematic grat-
ings and all-reflective optics.

The following specifications are based on 1200-groove/mm

gratings:
Resolution 0.2 nm
Accuracy 0.5 nm
Speed 150 nm/s
Range 0-1300 nm
Gratings*

Excitation 330-nm blaze (200—700 nmrange)
Emission 500-nm blaze (300-1000 nm range)

Optional double-grating units are available for highest stray-
light rejection and sensitivity.

*Other gratings are available for wavelengths > 1000 nm.

Sample module T-format sample module with excitation reference detector. The
T-box design allows a second emission detection channel to be
incorporated. The sample module also has a removable gap-bed
assembly for sampling accessory replacement.

Optional front-face collection assembly available.

Detectors Photodiode for excitation correction between 240 and 1000 nm.
Emission detector is an R928P for high sensitivity in photon-
counting mode (240-850 nm).

Lifetime Lifetime Range: 10 picoseconds to 10 microseconds
Frequency Range: 0.1 to 310 MHz

Sensitivity Water Raman 4000:1 SN at 397 nm, 5-nm bandpass. Back-
ground noise 1% standard deviation at 450 nm.
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Optics

Dispersion

Spectrometers
Excitation wavelength range

Emission wavelength range

Wavelength accuracy
Minimum step size
Wavelength repeatability
Resolution

Slit settings

Signal detector

Refer ence detector

Signal-to-noiseratio

High voltage

Excitation shutter (standard)
I ntegration time

Step size

Maximum Scan Speed

Dimensions (not including computersor
electronics)
311-Tau, 312-Tau

Technical Specifications

All reflective optics for focusing at all
wavelengths and precise imaging for mi-
crosamples

2.1 nm/mm (with 1200-groove/mm grat-
ings)

f/3.6 plane-grating Czerny-Turner

0-950 nm (physical); 220—600 nm (opti-
cally)

1200-groove/mm grating optimized for 330
nm

0-950 nm (physical); 290—-850 nm (opti-
cally)

1200-groove/mm grating optimized for 500
nm

0.5 nm
0.0625 nm
0.3 nm
0.3 nm

0-30 nm continuously adjustable from
computer

Side-on R928P PMT, 180-850 nm re-
sponse. Linearity to 2 x 10° cps; < 1000
dark counts/second

Photodiode 200980 nm range selected for
stability

A minimum of 4000:1 on water Raman us-
ing 397 nm peak, excitation = 350 nm,
bandpass = 5 nm; integration time = 1 s.
[signal-to-background-noise (1* standard
deviation)]

S or T detectors, < 1200 V for R928P
Computer-controlled

1 ms to 160 s

0.0625-100 nm

200 nm/s

55.5" long x 44" wide x 13.5" high
141 cm long x 112 cm wide x 34.3 cm high
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3-21-Tau 63.5" long x 44" wide x 13.5" high
161 cm long x 112 cm wide x 34.3 cm high
3-111-Tau 55.5" long x 54" wide x 13.5" high
141 cm long % 137 cm wide x 34.3 cm high
3-222-Tau 65.5" long x 71" wide x 13.5" high
166 cm long x 180 cm wide x 34.3 cm high
Dimensions (sample compartment) 5.5" long x 7" wide x 7" high
14 cm long x 17.8 cm wide % 17.8 cm high
Ambient temperaturerange 15-30°C
Relative humidity maximum 75%
Power requirements 1500 W

50/60 Hz single-phase
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Computer

Technical Specifications

Although JY offers state-of-the-art computer systems and loads all software prior to
shipment, you have the option of providing your own computer and installing the soft-
ware. Make sure that the computer meets the following minimum requirements:

Microprocessor/clock speed

Operating system and environment

Floppy drive

Fixed disk

Memory
Graphics adapter
Keyboard

Available ports

12-5

Pentium or higher recommended.

Windows™ 95 or 98, NT 4.0 or
greater.

A 32" floppy-disk drive.

A hard disk with at least 60 megabytes
of free storage.

16 MB RAM.
SVGA monitor and interface card.
A 10- or 12-function keyboard.

One parallel port for a dot-matrix
printer

One serial port capable of 115 kilo-
baud for connecting to the SpectrAcq
One serial port for optional plotter or
mouse
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13: Qu

Quick Guide

Ick Guide to Anisotropy-

Decay Measurements

Start-up

1 Make sure that the SpectrAcq, host computer,
and main electronics rack are switched off.
This prevents possible damage to these devices when the xenon lamp isignited.

2 Start the xenon lamp.
a Switch on *power”.
b [gnite “main lamp”.

3 Start the Lifetime Electronics Rack.

4 Start the SpectrAcq.
a Put the boot disk in the floppy drive.
b Push in the power button. The green LED indicator should glow.

5  Start other lifetime power supplies not con-
nected to rack.

6  Start all automated accessories.

/  Switch on the host computer and peripherals.
The SpectrAcq takes ~ 1 min to load the drivers on the boot disk.

8  Click on the DataMax icon.
The Instrument Control Layout Selection
Center appears after the O
DataMaX bOOt Sequence. eleclt con| |gu.ra 10 DO IAISTE, WICEE

FL3-22 Genernc Layvout
9 The Layout SeleC_ FL3-22 with 2-Position Sample Changer

FL3-22 with Autopolarizers

71 FL3-22 with 2-Position Samile Ehanier and ﬁ.utnﬁularizers

Lifetime with Autopolarizers

tion dialog box

appears.
Select one lifetime layout.

I Ok, Cancel Browse... I

13-1




Quick Guide

Lifetimev. 2.0 (9 May 2001)
Select the lifetime software layout without other accessories (usually plain Life-
time) when not using a programmabl e water-bath or polarizers. Other lifetime

layouts indicate support for automated accessories.
10 The instrument performs a calibration sequence

for ~ 1 min.

|IJ

it
'!Ii
LY

L—T

Note: One of the last steps of the calibration is to find the home
position for the 2-cell or 4-cell sample holder, so keep hands

away from the holder during calibration.

11 Let the system warm up for ~ 45 minutes before
taking measurements.
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Unknown and standard preparation

When preparing the unknown, keep the absorbance below 0.1 A for right-angle meas-

urements in a 1-cm cuvette. Higher absorbances tend to generate artifacts by the inner-
filter effect. For samples with an absorbance greater than ~ 0.1 A, use amicrocell. For
very-high-absorbance sol utions or solids, use the Spex® front-face option.

F_\

T . of
i

=—=1 Note: Frequency-domain measurements are based on a differential
technique in which a standard and unknown are measured alter-
nately throughout the experiment. The accuracy of experiments de-
pends critically on the quality of the standard.

i

-t
!

1  Prepare the standard.
The standard can be a dilute solution of a scattering material such as Ludox®
(colloidal silicasuspension) or glycogen. A well-characterized fluorophore can
be substituted for the scatterer. A fluorophore standard must exhibit a single ex-
ponential fluorescence-decay constant over temperature and excitation and
emission range. Prepare a stock solution of the standard (at somewhat higher
concentration than expected for the experiment), afew transfer pipettes, waste
beaker, and a separate flask of the solvent used to prepare the standard.

7 Place the unknown and standard cuvettes in the

sample holder.
Use positions 1 and 2 for the 2-position sample holder, or 1 and 3 for the 4-cell

sample-holder.
3 Place the optical filter in the spring-clip holder

on the sample changer next to the unknown.

An optica filter for emission-wavelength selection should be on the T side. The
filter must be positioned at the unknown, so that it automatically moves from
the emission path when the scattering standard is measured. Thisis unnecessary
when a fluorescent standard with emission characteristics similar to the un-
known is used.

4 Place one filter in the external filter-holder (FL-
1031) between the PMT housing and T-box.

5 Check that the unknown and standard cuvettes
are filled high enough to prevent the excitation

beam from scattering off the top of the solution.

This unwanted scattering prevents an accurate measurement of the modulation
and phase.
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Selecting and adjusting lifetime hardware

Select and adjust up to six hardware components to compl ete the instrument conversion
to lifetime operation. The hardware components include the entrance and exit dlits of
the excitation monochromator (the 180DF double-grating monochromator also may
have an optional intermediate slit), an iris at the entrance to the Pockels-cell assembly,
Pockels-cell position, and the manual bilateral dlit at the exit of the Pockels-cell assem-
bly. The procedure requires positioning all the hardware and then fine-tuning the set-
tings (see the next section, “Defining the experiment parameters’).

N

N

L—=FNote: The PMT base is automatically switched to lifetime operation
when any lifetime software layout is selected.

1 The monochromator slit units should be in mm.

To change units, go to Visual Instrument Setup, enter the Options menu, select
millimeters from the drop-down list, then click Apply. The actua dlit settings
for the excitation monochromator are discussed in the next section.

2 Set the iris adjustment lever to verti-
cal.

3  Rotate the Modulator Position

knob to Lifetime.

This brings the Pockels-cell light modulator into the
excitation light path. A full stop indicates that the
modulator is properly positioned in the light path.

4 The Source Position knob should
point to Xenon.

5 Set the manual slit to
0.5 mm.
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Defining the experiment parameters

1 |n |nstrument L_‘__: Instrument Control Center - LAYOUTOS.LAY [M[=] E3

Systemn  Application:  Help

Control Center,
click once on
the Tau icon.
This opens the two data display windows, ISA Graph and Lifetime.

Lifetime o [=] B3

2 In the Fie | Collect Help

Lifetime E}l HElE G | G | |[Berer |

Wi n d OW’ %ggﬁ;ce L : Frequencies: |

tart Freq: 100 End Freq: EBQ Frequency: 300

Choose ﬂ;&ve D ke ¢std Munk Aquil:x; 1 OF 33
Experiment.” | o

b () M "f-_t_j

Agferage: | | | |
;':StdﬁE StdDC UrkAC  Unk DC Heth_t RefDC

o | L O

I Summaly Table

o MHa ¢ i [ 2] Tg [ TM 2] |
S - -
13 |
14|
5]
e
7
e
e
(1o
11]
12 =
|
Lifetime Acquisition [ x]
Experiment... | IC:\DATAMAX\popngy.er DataFile... | I'.&MAX\DATA\popvgly_spc Run
Start Freq [MHz] |20.000 End Freq (MHz) (220000 ?uto
This opens the Nuber o Freas - [10 T @ F | Ee

. . - Sequence uftg E E
Llfetlme ACC{UISItIOﬂ (‘quear i Log gca: r LCancel

window. Don't™—  qirum

260 Unknawn Ex [hm] 360 -
. e — —— ¥ )
make any entries StdEmiml  [350 Unknown Em{nm) ~ [420 |
et Processhy——
y . ’7(- Discrete Paits & Interleave Sequence... Signals... | Slits. .. | H [on) |
. Set Pr. Std.
Min &vg |3 Dew[z) (050 Standard n Unknawn
Max Avg |5

Std Lifetime [ns) IU_UU
Sample and Real Time Processing Infa

ILifelime Acquisition of POPOP vs. Glvcogen or LUDOR Shutter. . |
Setup File... | Dark Offzst [~

Start Tim
IV & Immedigts Delay

Estimated 0:14:00
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3 CI|Ck on the K4 Instrument Control Center - LAYDUTO5.LAY [Mi[=] E3
Real -I-Ime - |a Swztem  Application:  Help
. . Ly -1
icon in Instrument = H?@I EI T

Control Center. Run CWA
This opens the Real Time Display.

4 Make sure that these dialog boxes are visible in

Real Time Display: G

Slits (mm) 5;1':-:"1

Integration (sec) =—= Note: If a dialog box is missing,
High Voltage click on the appropriate toolbar
Lifetime icon to open the dialog box, or
Monos (nm) rearrange overlapping boxes by
Signal Balance dragging them with the mouse.

Signal adjustment consists of two main steps.
(1) unknown signal optimization, and
(2) standard DC balance.

. . . Slitz [rnmn]
5  Click on the EX1 radio button in the —>©tE><1 ) EMT
S|ItS dla|Og bOX. Side Entrance
This salects the excitation monochromator. /,
. Side Exi
6  Enter 7.0 for the Side Entrance and m
0.3 for the Side Exit.

Set an optional intermediate dlit to 7.0 mm. Wait after each adjustment to allow
the dlit change to finish before adjusting the next.

[

"~ Slitg [rm]

[ Select the EM1 radio button. EERT> @ EM1

This adjusts the emission monochromator on the S-channel.

Side Entrance

8  Enter 5.0 mm for the Side Entrance < Eox__&
and 5.0 mm for the Side Exit.
An optional intermediate dlit should be 5.0 mm. Go to step
11.

9  For an optical filter on the T-channel (left side of

T-box), make sure that the filter is in place.
There are no dlits to adjust on the T-channel when using an optical filter.

10 Find the Lifetime dialog box.
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11

12
13

14

15

16

Quick Guide

Al Clickeither theS&R | Lifetime
radio button for the S- ﬁ@ SR OTeR O st O TES

D Mad
channel detector on AL ':'

the monochromator, or’ | ¢ |5.nnnu 43000 1.0204
the T&Rradiobutton | 20000 1.9000 1.0526
if using afilter on the

T-channel. Phase 180.0000

[deq)

b Enter 10 in the W 10.0000 %

Frequency (MHz) —]

field.
C  PressEnter after entering fre- Signal Balance
guency values. [Standard— | [ Unknown
12 3 4 1 2 2 4
Set up the Signal Balance @000 0®00
; 360 EX | [360
dialog box. -
: - . EM | [420 =
Store the optimal excitation and emission —
Wavelengths and the samplechanger Set Standard | Set Unknown |
position for the two samples. Then click

the Set Standard or Set Unknown but-
ton to reset the instrument.

Set Integration time to 1.0 s. \H?.tgglfjactliun[seg]E-
Set the PMT high voltages: '

A SetRto350

b Set Sto 900 if used, otherwise leave at O
C Set T to 750 if used, otherwise leave at O

d If the HV On box is not checked, click on the box to send current to the
PMTs.

Click on the shutter icon in the toolbar to open
the shutter.

When changing a parameter’ s value, always double-check the status of the shut-
ter. The shutter will close automatically when changing some of the parameters.

Monitor the signal levels in the Lifetime box.
Look only at the AC and DC levels at this step; don’t worry about the modula-

tion ratio or phaseError! Bookmark not *
Let the Slgnal stabilize. @Note: The settling time for

the AC signals can be
quite long, up to ~1 min,
SO be patient.
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17 Adjust the slits, iris, and high voltage to obtain
an AC-levelon T (or S) of ~1.5 volts.

{_——-.

i

p

=——1 Note: The recommended maximum AC or DC is ~5 volts. An
AC or DC level of 10 indicates an over-range of signal level.
Reduce the high voltage slits or iris to bring the signal on-
scale before proceeding.

Once the unknown sample's

signal is optimized, only adjust

the R-channel high-voltage and ' .

concentration of the standard. Warning: Do not reduce the high
voltage below 280 volts for any

Here are afew suggestions for channel!
adjusting the signal level:

a If AC and DC are low, increase the dlit width (up to 7.0 mm) on the
emission monochromator (if using S channel).

b Adjust dlits and high voltages in tandem, so that no one parameter is at
its upper limit, while others are far from their maxima.

For example, to increase the unknown’s AC from 0.1 to 1.5 volts, then, starting

from the above:

= Increase high voltage from 750 to 900.

» Increase excitation-monochromator exit-slit from 0.3 to 0.5 mm.

= Increase manual dlit from 0.5to 0.7 mm.

» Increaseiris by rotating counterclockwise 5°.

C If AC isdtill below 1.5 volts, then re-increment the parametersin the
same sequence and about the same magnitude.

@Note: Maximum high voltage is 1200 V. When running at the
maximum voltage on the T-channel, do not leave the sample
chamber lid open for longer than required to insert sample
cuvettes and filters.

Watch the R level asthe dlits are opened. If R over-ranges, then reduce the R-
channel high-voltage.

18 cCheck that the DC level is below 5 volts.

a If DCis> 5V, try reducing the manual dlit and iriswhile increasing
high voltage, to reach an AC to DC ratio (modulation ratio) of ~ 1.0 or
higher.
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19

20

21

22

Quick Guide

b If you can’t achieve modulation ratios of about 1, or AC levelsof 1.5
volts, you can still expect useful results, although precision will de-
crease. Accurate results for simple decays of severa nanoseconds can be
obtained, even with a starting AC-intensity lower than 0.5 (because of
low concentration or quantum yield).

Click on the Set [

. . TStandard— | [ Unknown
Standard button in Signal |1 2 3 4 123 4
Balance ® C OO0 C® O 0
This places the standard in the 223 % E:l isg l%
measurement position. |§|
Adjust the standard’ s signal by changing S et Stardard | S et Unkrowm |
concentration or using neutral-density

filters, so that the DC level of the
standard is within about 10-15% of the unknown.

[ & _
[y, &
el

T-gz"Note: Do not adjust slits, iris, or high voltages for the

T-channel (or S-channel), for this will change the op-
timized, unknown sample signal.

Adjust the R-channel high-voltage to keep the R

AC between 1.5 and 2.0 V.
Do not reduce the high voltage below 280 V.

» Asnecessary, keep R on-scale by reducing one or more dlit widths, and redo
the unknown signal by changing only high voltage. Do not forget to re-
balance the standard’ s signal to match the unknown.

Click on the transfer icon in the
toolbar to pre-set the following parameters:
Lifetime channel selection

(S&R or T&R) @

Monochromator slits Note: The transfer icon will
Excitation and emission wave- work only when the Lifetime
lengths Acquisition window is open.
High voltages

Close the Real Time Display window.
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Quick Guide

nt setup and measurement

5

Experime

ii

== Note: If, in the previous section, you did not select the transfer

option from the Real Time Display toolbar, you can either manu-

ally enter these parameters or open the Real Time Display and
click the transfer icon.

1 Activate the Lifetime Acquisition dialog window:

Lifetime Acquisition

Experiment... |I':1"~D-‘:"-T-‘:"-r‘-"-‘:"f"<"'-l:'':'I:"FElhr'-'E*?'CI:| DataFile... ||'.3.M.5XHD.¢.T.¢.Hprngy.spc

Bun
Start Freq (MHz] |20.000 End Freq [MHz] |220.000 ?Utﬂ
- Integrati — ave
Mumber of Freqz |10 Tnirﬁgra e (2] g Evp r
Sequence—————— Quick -
’7 " Linear (% Log Sean Cancsl
Std Ex [m] 360 IJnknoven E = [nm] 360
Std Ernfrin) 360 IJ rkroen E i) 420 Exp Tupe...
Frocesz by
’}- Discrete Pairs = Interleaye Sequence... Signals... | Slitz... | H [on]
. Set Pt Std.
tin Ava |3 Dev [ (050 Standard Unknown |3 j
Max dwvg |5
Std Lifetime [hiz] ||:|_|:||:|

—5Sample and Real Time Proceszsing Info

ILifetime Acquizition of POPOP we. Glycogen or LUDOR

Shutter...
Setup File.. | | Dark Offset

-
|'Start Time

E ztimated o
& Immediate ¢ Delay Tirne L

:

2  Close Real Time Display.

3 Set the following parameter fields:
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a Click DataFile to open the Windows file dialog box.
Enter afile name in the desired subdirectory, or, type afile name directly into
the DataFile field. Let the system to append the proper extension (. dat ) to the

file name. —
[ B T,
b N o
Lrgsvgglggngr?g' Set = Note: The detected signals in life-
time experiments are always of
seconds.

much-lower intensity than
steady-state measurements, so
we recommend longer integra-
tion times and averaging of sev-
eral readings (see step e below).

C Define the frequency
sequence to find the
frequency response of

the unknown.

Start Freq (MH2) [20.000 End Freq %MHz] Ganoon | Thissequence

\ —m—— ntegration A —— assumes one

SN umber of Freqq 10 Tirne (5] a or more
EqLIENCE . .

( qu'T‘-‘ - lifetimes of 5

ngal t* fog to 20 ns. For

samples with
shorter |lifetimes, extend the End\Freq. For samples with longer lifetimes, lower

the Number of Fregs to improve rgsolutior) of the individual decays.

the Start FI’GQ\(. If the system is mare complex than a bi-exponential, then add to

Start Freq (MHz): 10 End Freq (MHz): 200
Sequence: Log Number of Fregs: 10

e DU O ] =
d Process by: Set to Interleave. ess by
\ﬁm * |nterleave

@Note: Interleaving is a much faster way of averaging data
pairs, i.e., the standard and the unknown.

e Min Avg: Set to 3.
f Max Avg: Set to 5.

Set Pt. Std Dev(%): Set to 0.5.
The values entered in steps e through g work together to obtain a defined error-level in
aminimum time. The minimum of 3 averagesis calculated and the resultant standard
deviation is compared to the set-point standard deviation. If the set-point standard de-
viation is less than the calculated standard deviation, then the next measurement is
completed and averaged. This continues until the set-point standard deviation is equal
to or greater than the calculated average, or until the maximum number of averagesis
reached.

13-11




Lifetimev. 2.0 (9 May 2001) Quick Guide

h Dark Offset: Do not use

I Std Lifetime (ns)
Enter O for alight-scattering standard. Enter the known lifetime, in nanosec-
onds, for afluorophore reference.

J Enter one line of i""_r"-"j
text in the note s

field in the Sam-

ple and Real

Time

Processing Info field.

4 Click Run to launch the experiment.
Now sit back and watch the action.

ues of any other field in this section.
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Following the data collection and modeling

Y ou can follow the course of the experiment as the raw data are measured, corrected
for instrument bias, and tabulated. At the completion of the run, you will activate the
modeling program to determine the number of species, contribution to the total fluores-
cence signal, and each lifetime.

! & Instrument Control Center - LAYOUT05. LAY M= E3

l From the System  Application:  Help
Instrument Control TE
Center, click the @mi@'uu
Run Lifetime

Modeling icon.
This opens the Model Windows Application — Model window:

F.j Model Windows Application - Model

File | Model Yiew Help
=

— Time rezolved

Lifetirme rezalved
Anizotropy decay

Pararneters...

B

Select Lifetime model \ |Lifetime

\
2 Under Model, select Lifetime.
This opens the Lifetime Model window:
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3 Input the data_[EIECEI
file’s name of input File_ ][5t dat
your ¥ llse Measured Standard Deviations [from File)

Completed eX_ " Enter Deviation dPhaze: Il].5 deg dMod: Il].l]l]ﬁ

— Mumber of components

periment in - o . .

the field. ~ Fractional Amplitudes ~ Lifetimes [ns)
Click Input File to find Fract. 1: IU.Z [ |Fixed Tau 1: |2 v Fixed

thefile. Fract. 2 [0.8 ™ Fized | | Tau 2- Iﬁj— " Fized
4 Click the

Enter Devia- L Taut

tion radio EUREIZAE Save Dutput...

button.

Enter a phase error of
0.5 and modulation
error of 0.005 in dPhase and dMod fields respectively.

5  Enter the expected number of components
(from 1 to 4)

6  Fillin the active Fractional Amplitude fields and

Lifetimes (ns)
Fill infor all selected components. Enter a non-zero value in every open field.

/  Click Run Model to start modeling.

The results include reduced- ¥, best fits for fractional contributions, lifetimes
for al selected species, and a graph of measured data (symbols) compared to the
model (solid lines). A second graph reveals the difference between measured
and model for phase and modulation. A reduced- ¥* ~1 with residual scattered
evenly near O suggests that a good description of the unknown’s fluorescence-
decay isfound.

8  Click on the printer icon in the toolbar to gener-
ate a printout.

9  Close the modeling window.
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14: Glossary

Absorption

Absorbance

Acquisition modes (R, S, T, A
channels)

Anisotropy (<r>)

Autopolarizers

Bandpass

The electronic transition from the ground state to the ex-
cited singlet state, by absorption of a photon of a particular
energy. This process typically occurs in ~107" s.

The extent of light absorption by a substance, —log T,
where T is the transmittance of the sample. Absorbance is
also synonymous with optical density, OD. Absorbance is
defined as

A=&l=0D=-logT

where £is the extinction coefficient (M cm™), C is the
sample concentration (M), and | is the path length (cm).

The logical input channels used on the spectrofluorometer
to input collected signal from the various detectors present
on the system. Commonly the detectors are assigned as the
reference detector connected to channel R, the first emis-
sion connected to channel S, the second emission con-
nected to channel T, and finally, an auxiliary input avail-
able as channel A. These logical channel names are used in
the collection of data in most applications of the software.
The user may create algebraic expression on these input
channels when defining experiments in DataMax (e.g.,
S/R).

A measurement of the fluorescence polarization of a sam-
ples, defined as the linear-polarizer’s component’s intensity
divided by the total light intensity. The measurement of
anisotropy can provide insight into molecular size and
shape, as well as the environment that surrounds it.

An automated device used to hold and precisely rotate a set
of polarizers to acquire anisotropy (or polarization) meas-
urements. FluoroMax®-3 systems with autopolarizers con-
tain two automated polarzer mounts, one for the excitation
polarizer and one for the emission polarizer. Both of these
are located between the sample compartment and their re-
spective monochromators. Their calibration is maintained
by optical sensors that are offset in the software. Autopo-
larizers on the FluoroMax®-3 may be inserted into and out
of the light path in DataMax, in the Visual Instrument Setup
software application. Automated realignment of the polar-
izers may also be performed in Visual Instrument Setup.

The range of wavelengths of light passing through the exci-
tation and emission spectrometers, usually expressed in
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Bandpass filter

Bioluminescence

Blank subtraction

Blaze wavelength (of grat-
ings)

Chemiluminescence

Concentration determination

Constant wavelength analy-
sis (CWA)

Glossary

nanometers (nm). This value is dependent on the size of all
slits in the monochromator, as well as the dispersion of the
monochromator. For spectrofluorometers, both slits on the
monochromator should be set equal to properly set the
bandpass, if this is not done automatically through the
software. When adjusting the bandpass for samples, the
wider the bandpass, the higher the signal intensity, with a
trade-off in lower resolution.

An optical element which selectively transmits a range of
wavelengths, while absorbing light of higher and lower
wavelengths.

Emission of light originating from a chemical reaction in a
living organism.

The removal of the spectral response of the solvent (and
sample container) from the sample’s spectral response. To
accomplish this, an identical scan is run on the solvent just
before running the actual sample. Proper use of a blank can
remove solvent luminscence artifacts, scattering events,
and any artifacts from the sample cuvette or container. In
the experiment portion of the software, click on the Blank
button to recall a previously acquired blank spectrum.

The wavelength at which a grating is optimized for peak
efficiency. As a rule of thumb, gratings are usable from
2/3 of the blaze wavelength to twice the blaze wavelength.
The excitation and emission gratings for the FluoroMax®-
3 are blazed for efficiency in the UV and visible.

Emission of light originating from a chemical reaction.

A function of the Constant Wavelength Analysis software ap-
plication, that calculates an unknown sample’s concentra-
tion. The user runs known samples and enters the concen-
tration in order to calibrate the routine. Then an assay may
be completed with the measurements based on concentra-
tion.

The DataMax software application designed for performing
single-point measurements at discrete wavelength pairs.
The data are acquired as single points at a user-defined set
of excitation/emission wavelength pairs for a user-defined
number of samples. These data are displayed in either
spreadsheet format, or in a plot. This application is perfect
for MicroMax or FluoroMax®-3 users who routinely per-
form assays on a large number of samples. Additional op-
tions such as Variable Time Kinetics make this applica-
tion even more flexible.
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Corrected emission scan

Corrected excitation scan

Correction factors

CTl card

Current input module
(DM303)

Dark counts

An emission scan that has been corrected for the wave-
length response of the emission monochromator and the
signal detector. To obtain a corrected emission scan, an
emission spectrum is multiplied by the appropriate emis-
sion correction factor file. A set of emission correction fac-
tors is supplied with your instrument and stored under the
name MCORRECT. SPC on the software disks.

An excitation scan corrected for the wavelength-
characteristics of the xenon lamp, the aging of the xenon
lamp, and the gratings in the excitation spectrometer. To
obtain a first-order correction of the excitation scan, the
emission detector signal is ratioed to the reference signal
(i.e., 9R). This provides correction for the lamp and excita-
tion-monochromator spectral response, which is ~95% of
the required correction. To obtain a completely correct
scan, the excitation scan acquired in the SR acquisition
mode is multiplied by excitation correction factors. A set of
excitation correction factors (XCORRECT. SPC) is included on
the software disks.

A spectral set of multiplicative factors used to compensate
for the instrumental wavelength-response from detectors
and optics. These correction factors are specific to a par-
ticular optical configuration for the instrument, and must
be run for each detector in the spectrofluorometer system.
Excitation and emission correction factors are included by
default with each new spectrofluorometer. Their default
filenames and XCORRECT. SPC and MOORRECT. SPC, respec-
tively.

This acquisition and control card, located in the rear of the
FluoroMax“-3, is the counter-timer-integrator board. It
handles all spectrofluorometer control, timing, and data
acquisition for measurements on the system. The boards
carry by default two acquisition channels, and are linked to
all monochromator and accessory control boards on the
underside of the instrument. The CTI card fits into an ISA
slot in the motherboard on the rear of the FluoroMax®-3.

The current input module collects the current signal from
the reference photodiode, digitizes the data, and sends it to
the CTI card for data-processing. This module is located
directly behind the reference photodiode. It has linear re-
sponse from 0—10 JA.

Inherent background signal measured in counts/second
(cps) observed on the photomultiplier tube when high volt-
age is applied. Cooling the detector in a Peltier housing can
be used to decrease the dark counts on a Fluorolog®-3 sys-
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Dark offset

Datafile

Dispersion

Emission monochromator

Emission scan

Energy transfer

Excitation/emission matrix

tem. Typically, the R928P photomultiplier tube used for
the FluoroMax®-3 system has dark counts of < 1000 cps.

The software correction used to subtract dark counts (or
dark signal) on a detector from a spectral acquisition. This
option usually appears as a checkbox in the DataMax soft-
ware. Use a corrected signal channel for the acquisition
(e.g., S) in order to run the dark offset correction.

A file used to store spectral data, constant-wavelength
analysis data, or other recorded data. In DataMax, the most
common datafile is the spectral file (. SPC). This is the
file-type that contains spectra acquired from a scan run
from the Run Experiment menu (e.g., emission scan, time
base scan, multigroup, etc.). Datafiles contain all of the in-
formation regarding the instrument setup for a scan as well
as the spectra (see File Information in the DataMax Soft-
ware Manual). Multifiles are three-dimensional datafiles
that contain an array of spectral files.

The range of wavelengths of light across the field of view
of the entrance and exit apertures. Dispersion depends on
the focal length of the monochromator, the groove density
of the optics, and the f-number (or speed) of the mono-
chromator. Dispersion is usually expressed in nanometers

of spectral coverage per millimeters of slit width (nm/mm).

The monochromator located after the sample compartment
used to isolate discrete wavelength components of the
sample’s fluorescence, and may be used to scan the emis-
sion from a sample. The emission monochromator on the
FluoroMax"®-3 is a 0.18-m single monochromator with a
Czerny-Turner design: the monochromator includes a col-
limating mirror, the reflection grating (blazed at 500 nm),
and a focusing mirror, with slit apertures at the entrance
and exit. The emission-photomultiplier detector is con-
nected to the exit of this monchromator to measure the
fluorescence emission.

An acquisition that shows the spectral distribution of light
emitted by a sample. During an emission scan, the excita-
tion spectrometer remains at a fixed wavelength while the
emission spectrometer scans a user-selected region.

The inter-molecular or intra-molecular transfer of the ex-
cited energy from a donor to an acceptor. The transfer oc-
curs without the appearance of a photon and is primarily a
result of dipole-dipole interactions between the donor and
acceptor.

A three-dimensional plot showing the total luminescence
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(EEM)

Excitation monochromator

Excitation scan

Excited state (S4)

Experiment file

Extrinsic fluorescence

from a sample across all useful wavelengths. The FL-3D
instrument can acquire EEMs with excitation from 250—
550 nm and emission from 250750 nm. Total lumines-

cence spectroscopy is devoted to measurements of these

EEMs for various materials. See also: Multifile, Total Lumi-
nescence Spectroscopy

The monochromator, located between the xenon lamp and
the sample compartment, used to isolate discrete wave-
length components of the excitation beam. This beam is
directed to the sample, during which the excitation mono-
chromator may be used to scan the excitatioin spectrum
from a sample. The excitation monochromator on the
FluoroMax"-3 is an 0.18-m single monochromator with
Czerny-Turner design. This means that the monochromator
includes a collimating mirror, the reflection grating (blazed
at 330 nm), and a focusing mirror, with slit apertures at the
entrance and exit. An excitation shutter is located directly
after the excitation exit slit to protect the sample from
photobleaching. The reference detector looks at a fraction
of the light exiting the excitation monochromator to correct
for the lamp response, if desired.

A scan that reveals the spectral distribution of light ab-
sorbed by the sample. The scan is collected by rotating the
excitation grating while holding the emission monochro-
mator fixed. For non-ratiometric acquisitions, acquire the
scan using SR to correct for the the spectral response of the
lamp.

The energy level to which an electron in the ground level
of a molecule is elevated after the absorption of a photon of
a particular wavelength. Subsequently, fluorescence will
occur if the molecule returns to the ground state via a radia-
tive transfer from the S; state to the ground state.

A file that contains specific information on the experimen-
tal setup for an acqusition defined in Run Experiment.This
file is saved with a default *. EXP extension. In addition
to basic scan parameters, this file saves system defaults
(such as slit units), and some accessory settings for the ac-
quisition. Each acquisition type in the Run Experiment menu
has its own default experiment file (e.g., DFLTO. EXP is
the default emission-scan definition). These are the default
experiments that appear in the Experiment menu on
startup. Use experiment files to archive scan settings for
acquisiitions that are performed on a routine basis.

Inherent fluorescence of fluorescent probes added to a sys-
tem to study non-fluorescent molecules. These probes have
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Filter

Flash lamp

Fluorescence

Fluorescence lifetime

Fluorophore (fluorescent
probe)

Frequency-domain fluores-
cence lifetime measure-
ments

Front-face detection

Grating

gained acceptance in a variety of applications.

An optical element that is used to select certain wave-
lengths of light. Types of filters include high pass, low
pass, bandpass, and neutral density.

A source that provides pulsed light to excite a sample for
phosphorescence or fluorescence measurements. The repe-
tition rates and time response of the source determine the
useful range of the source for these measurements. The
lamps can be used in either “free running” or “gated”
modes depending on the support electronics.

The emission of light during the transition of electrons
from the excited singlet state to the ground state from
molecules originally excited by the absorption of light.
Fluorescence typically occurs within ~10~? seconds.

(Symbol is 1.) The average length of time that a molecule
remains in the excited state before returning to the ground
state.

A molecule or compound that has a known fluorescence
response. These probes comes with various sensitive areas
depending on the peak exictation and emission wave-
lengths and their fluorescence lifetimes. Fluorophores are
used to provide information on concentration, size, shape,
and binding, in a particular medium. Good fluorophores are
stable over wide pH and temperature ranges.

A technique for measuring fluorescence lifetimes, in which
a sample is excited with light whose intensity is modulated
sinusoidally. The emission is an easily-detected forced re-
sponse to the excitation. Fluorescence lifetimes are calcu-
lated from both the phase-angle difference between the
sample and a standard, and the demodulation factor for
sample and standard.

A mode of detection in which fluorescence is collected off
the front surface of the sample. Front-face detection is usu-
ally selected for turbid samples in solution (e.g., blood),
samples of high concentration, or solid samples such as
powders, thin films, pellets, and cells on a coverslip. Front-
face detection collects fluorescence off the sample at a
22.5° angle to minimize reflections and scattering.

An optical element in a monochromator that uses finely-
etched vertical grooves to disperse incident light into its
constituent wavelengths. Reflection gratings (grooves
etched on a highly reflective surface) are used in the
FluoroMax"®-3. Gratings are scanned by rotating their opti-
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Ground state (So)

High-pass filter

Increment

Inner filter effect

Integration time

Internal conversion

Intersystem crossing

Intrinsic fluorescence

Jabtonski (energy) diagram

cal centers about the optical axis of the instrument, with the
incident angle of the entrance beam determining the wave-
length of light directed to the exit aperture. Gratings come
in a variety of formats and are commonly made by physi-
cally ruling (scribing) the grating, or holographically etch-
ing the grating grooves.

The lowest energy level in a molecule. For fluorescence to
occur a molecule absorbs a photon of light, thereby excit-
ing it to the S level. A fluorescence emission occurs dur-
ing a transition from an excited state S; to the ground state
So.

Optical component which passes light of a higher wave-
length.

The spacing between adjacent measurement points in an
acquisition, as specified in the experiment definition. Typi-
cally, increments are in the form of wavelength (nm) or
time (s or ms).

The scattering of the excitation or emission beam from a
concentrated sample by the individual molecules in the
sample. This reduces the apparent signal intensity from the
sample creating an artifact in the data. For this reason, we
recommend using concentrations of <0.05 OD in a 1-cm-
pathlength cell. Samples measured in higher concentrations
should be measured in a reduced-pathlength cell, or in
front-face mode.

The amount of time that each datapoint is collected from
the detector(s), specified in either seconds or milliseconds.
Longer integration times can help improve the signal-to-
noise ratio for a measurement, while shorter integration
times reduce the amount of time required for a scan.

Electronic transitions within an excited molecule that do
not result in emission. Also called a “non-radiative transi-
tion”, this usually involves changes in vibrational levels.

The electronic transition from the excited singlet state to
the excited triplet state prior to returning to the ground
state. This transition involves a change of spin that is quan-
tum-mechanically forbidden, giving a much longer time-
scale than fluorescence. This transition causes phosphores-
cence on the timescale of microseconds to seconds.

The natural fluorescent properties of molecules.

A diagram that illustrates various energy levels and elec-
tronic transitions available in a particular molecule. Possi-
ble paths for fluorescence, phosphorescence, and non-
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Laser

Linearity

Low-pass filter

Luminescence

MCD shutter

Mercury lamp

Mirror-image rule

Molar extinction coefficient
(€)
Multifile

radiative transfers are shown on this diagram, along with
the various vibrational sub-levels available around each
energy level.

A monochromatic light source which provides high excita-
tion intensity.

(1) Signal response; the desired response from a light de-
tector is a linear relationship. For example, when detector
response is linear, if the light intensity doubles, the de-
tected signal also doubles. Most detectors exhibit non-
linear behavior near saturation. On the FluoroMax®-3, the
emission PMT is linear up to 2—4 million counts per sec-
ond. Above this, pulse pileup occurs on the photon-
counting module (when multiple photons are counted as
one). This results in a non-linear response, and the detector
efficiency drops. (2) Spectral positioning accuracy or track-
ing error of a spectrometer drive mechanism. See Spectral
Calibration.

Optical component which passes light of a lower wave-
length.

The emission of light from matter excited from a variety of
processes, resulting in an electronic transition within the
molecule to a lower energy state. See also: Bioluminescence,
Chemiluminesence, Fluorescence.

Multi-channel device shutter. The Uniblitz shutter is used
for its rapid cycle time.

A light source which offers discrete narrow lines as op-
posed to a broadband radiation (e.g., xenon). Mercury
lamps are often used to verify the accuracy and resolution
of a spectrometer or spectrograph.

A sample that absorbs light for certain energy-level transi-
tions usually exhibits an emission profile that appears to be
the mirror image of the absorption spectrum. The reason is
that the same energy-level transitions are used for excita-
tion and emission, with the transitions returning to the
ground state as the complement to the those in the excited
state.

The absorptivity of a particular substance, in M~ ¢cm™.

The three-dimensional acquisition datafiles collected by the
software using matrix scans or temperature scans, stored as
an array of datafiles. A multifile is still stored with an

. SPC extension. Multifiles may be used in their entirety in
DataMax as 3D files, or they may be split up into individ-
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Multigroup scan

Neutral-density filter

Optical-density effects (Inner
filter effect)

Phase-modulation method

Phosphorescence

Photobleaching

Photoelectron

Photon-counting detection

ual two-dimensional spectra using multifile utilities.

This experiment type allows a time-base scan to be ac-
quired across more than one excitation/emission pair. Up to
16 different wavelength pairs may be entered for a multi-
group scan. The spectrofluorometer will cycle through each
pair, integrating for the specified time, before moving on to
the next point. Use the multigroup scan for measuring rati-
ometric probes (such as Fura-2 or BCECF).

An optical element which absorbs a significant fraction of
the incident light. These filters usually are characterized by
their optical density. For example, a filter with OD =1
transmits 10% of the incident light. Ideally, these filters
absorb all wavelengths equally. See also Absorbance.

Fluorescence intensities are proportional to the concentra-
tion over a limited range of optical densities. High optical
densities can distort the emission spectra along with appar-
ent intensities. For fluorescence measurements in a 1-cm-
pathlength cell, samples should have an OD of 0.05 or less.
See also: Inner filter effect.

See Frequency-domain lifetime method.

The emission of light or other electromagnetic radiation
during the transition of electrons from the triplet state to
the ground state. Phosphorescence is generally red-shifted
relative to fluorescence and occurs within ~107° to ~1 sec-
ond. To enhance phosphorescence, samples are often fro-
zen at liquid-nitrogen temperature (77 K).

The reduction in fluorescence from a photosensitive sam-
ple overly exposed to excitation light. Not all samples
photobleach, but if so, take great care to keep the sample
out of room light, and to use the excitation shutter and its
photobleach modes on the spectrofluorometer to protect the
sample from excessive exposure.

An electron released through the interaction of a photon
with the active element of a detector. The photoelectron
may be released either from a junction to the conduction
band of a solid-state detector, or from the photocathode to
the vacuum in a PMT. A photoelectron is indistinguishable
from other electrons in any electrical circuit.

A method of detection used primarily with photomultiplier
tubes, in which discrete current pulses from the tube are
integrated and “counted up”. With this method, noise in-
herent to the detector can be minimized, resulting in much
more sensitive detection than used in traditional current- or
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Polarization (P)

Quantum yield (Fluorescence
quantum yield)

Quenching

Raman scattering

Rayleigh scattering

Real Time Display

Reference detector

voltage-detection modules. A limit to photon-counting is
when pulse pileup occurs, that is, when two counts occur
too fast for the module to count them individually. This

creates non-linearity in the detector at high signal-levels.

A measurement of the fluorescence polarization of a sam-
ple defined as the linear polarizer’s component’s intensity
divided by the natural light intensity. The measurement of
polarization provides insight into molecular size, shape,
and the environment surrounding the molecule. Another
unit, called millipolarization (mP), is used to monitor small
changes in polarization. P =mP x 1000.

The efficiency of the absorption of a photon to be emitted
(fluoresced). Quantum yields are typically expressed as
percents. The fluorescence quantum yield is the percentage
of photons absorbed that actually lead to fluorescence. This
number is reduced by scattering, quenching, internal con-
version, and non-radiative effects, along with several other
specialized processes. Measurements of quantum yields
usually require the comparison of a sample with a known
fluorophore such as Rhodamine-B or Ru(BPY)s.

Reduction in the fluorescence intensity of a sample by a
variety of chemical or environmental influences. Quench-
ing may be static, dynamic, or collisional in nature.

Scattering caused by vibrational and rotational transitions.
Raman bands generally appear red-shifted relative to the
incident electromagnetic radiation. The primary character-
istic of Raman scatter is that the difference in energy be-
tween the Raman peak and the incident radiation is con-
stant in energy units (cm ).

Light scattering from particles whose dimensions are much
smaller than the wavelength of incident light. Rayleigh-
scattered light is of the same energy as the incident light.
The scattered radiation’s intensity is inversely proportional
to the 4™ power of the wavelength of incident radiation.

The DataMax software application that gives the user full
control of the system in real-time in order to optimize the
system setup for a particular measurement. Use Real Time
Display to find the optimal slit widths for sample measure-
ments, or to check that the excitation beam is striking the
sample properly.

The detector used to monitor the output of the xenon lamp.
A silicon photodiode with enhanced-UV response is used
for the FluoroMax®-3, and is connected to input channel R.
Use S/R to correct for the xenon-lamp response during an
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Resolution

Right-angle detection

Sample changer (automated)

Saturation

Signal channel

Signal photomultiplier

Signal-to-noise (S/N) ratio

Singlet state

excitation scan.

The ability of a spectrometer or spectrograph to separate
two closely-spaced peaks. Resolution can be improved by
decreasing the number of pixels binned together or the slit
widths in the instrument.

Collection of fluorescence at 90° to the incident radiation.
Right angle detection is typically selected for dilute and
clear solutions in order to minimize the scatter component
in the detected emission.

An automated accessory that automatically positions up to
four cuvette samples held in the sample compartment. Use
this accessory to run up to four samples at one time for a
small assay, or to run blanks with your samples simultane-
ously. Automated sample changers are thermostatted and
possess magnetic stirrers.

The effect of having too much signal incident on a particu-
lar detector. Saturated detectors give an erroneous result
and no longer show any response for small changes in sig-
nal. In some cases, saturation can be damaging to a detec-
tor’s performance, so avoid saturation whenever possible.
The R928P PMT used on the FluoroMax®-3 saturates at 1
x 107 cps.

See: Acquisition modes.

Detector used to measure excitation and fluorescence from
the sample, operated in photon-counting mode to provide
the highest sensitivity. Different detectors can be used to
optimize different wavelength regions.

The measurement of the signal observed divided by the
noise component seen in that signal. Generally, the better
the SN ratio, the better the measurement. This is accom-
plished by using photon-counting detection with the proper
high-voltage bias for improved sensitivity during fluores-
cence measurements. The user then optimizes the sample
signal to the higher area of the linear range for the detector,
typically between 100 000 and 2 000 000 cps. Next, dark
offsets or blank subtraction may be used to improve the
SN. Finally, increasing the integration time or repeating
the same scan several times can improve the signal to
noise. For specifications, signal-to-noise may be repre-
sented as signal to peak-to-peak noise, or signal to noise at
first standard deviation (FSD).

The spin-paired ground or excited state. The process of ab-
sorption generally produces the first excited singlet state,
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Spectral calibration

Spectral correction

Spectral response

Spectrofluorometer

Stokes shift

Glossary

which takes time to fluoresce, and may undergo intersys-
tem crossing to form a triplet state.

The accuracy of a monochromator with respect to its wave-
length alignment. This is a measure of the monochromator
being at the correct wavelength when it is set there. Mono-
chromators are traditionally calibrated using line-spectra
sources, such as mercury lamps. Spectrofluorometers may
be calibrated by performing two scans, one of the source,
and one of a standard (such as water) to calibrate all of the
monochromators. For Spex” spectrofluorometers, the xe-
non-lamp scan is performed on the excitation with the
467.1-nm peak assigned as such in the software. The water
Raman band is scanned with 350-nm excitation, and the
397-nm peak is assigned as such in the software for the
emission monochromators.

The removal of the wavelength sensitivity of detectors, op-
tics, sources, and backgrounds from the spectrum taken on
a sample. When spectral correction has been properly per-
formed, the true theoretical spectra from a sample should
be all the remains. Spectral correction is accomplished with
a variety of options on Spex” spectrofluorometers. Excita-
tion and emission correction factor files are provided to
remove the wavelength sensitivity of detectors and their
optics. The reference detector is present to remove the
lamp and excitation optics response. Blank subtraction and
dark offset are used to remove background levels and re-
sponses.

Most detectors have a higher sensitivity to some wave-
lengths than to others. The spectral response of a detector
is often expressed graphically in a plot of responsivity ver-
sus wavelength.

An analytical instrument used to measure the fluorescence
properties of a molecule or substance. The device consists
of at least two monochromators, a source, sample com-
partment and detection electronics. The instruments may be
scanned on the excitation, emission or both to provide in-
sight on the characteristics of the sample being studied.
Newer spectrofluorometers provide many more automated
options, including polarization, temperature, titer plates,
pressure, and many more. Today, these instruments are
computer-controlled, allowing easy control of assays and
complex experiments.

The energy difference between the absorption peak of low-
est energy and the fluorescence peak of maximum energy.
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Synchronous scan

Technical spectrum

Temperature scan

Throughput

Time-based scan

Total luminescence spec-
troscopy (TLS)

Transmission

Triplet state (T1)

Scan type which characterizes the overlap between the ex-
citation and emission. The excitation and emission spec-
trometers are scanned at the same time, with a constant off-
set specified in either nanometers (wavelength units) or in
cm ' (energy units).

A spectrum acquired on research instrumentation with in-
strumental bias in the measurement. This spectrum must
undergo proper spectral correction in order to match up
with the theoretical spectrum. Spex® spectrofluorometers
offer various methods for such correction, including spec-
tral correction, dark offset, blank subtraction and others.

A DataMax 3D scan-defintion that consists of a particular
scan made across a user-defined temperature range. This
scan may be used to monitor a sample’s temperature re-
sponse, or, more specifically, to perform a melting curve
for a sample. Temperature scans require an automated bath
compatible with DataMax to be attached to the spectro-
fluorometer system along with a thermostattable sample
mount.

The amount of light that passes through the spectrofluoro-
meter for a particular measurement. The throughput is usu-
ally measured as the counts per second measured on the
water Raman band at 350-nm excitation with 5-nm band-
pass. As bandpass increases, so will the throughput. Like
bandpass, throughput has an inverse relationship with reso-
lution. When the throughput is increased, the resolution
will decrease.

Scan type in which the sample signal is monitored as a
function of time, while both the excitation and the emission
spectrometers remain at fixed wavelengths. Time-based
data are used to monitor enzyme kinetics, dual-wavelength
measurements, and determine reaction-rate constants.

Spectroscopy devoted to monitoring changes to the entire
excitation/emission matrix of luminescence on a sample.
This discipline is best applied to fast kinetics measure-
ments of samples during reactions, temperature curves, or
changes in other parameters.

Light that passes through a sample without being absorbed,
scattered, or reflected. Transmission is usually measured as
a percentage of the incident light at a certain wavelength.

The spin-paired ground or excited state formed from the
excited singlet state, in which electrons are unpaired. The
triplet state gives rise to phosphorescence.
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Tyndall scattering

Variable time kinetics

Vibrational states

Xenon lamp

Xenon-lamp scan

Glossary

Scatter that occurs from small particles in colloidal suspen-
sions.

A special measurement menu in the Constant Wavelength
Analysis software application. The user defines measure-
ments that occur at specific times, for specific durations,
and with different integration times. Those measuring as-
says can do the actual measurements at the desired times.
Refer to the DataMax™ software manual for more infor-
mation.

Sublevels within an electronic energy level that are the re-
sult of various types of motion of the atoms in a molecule.
Transition between these states at a particular energy level
does not involve a large change in energy, and typically is a
non-radiative transition. In larger electronic transitions
such as fluorescence, a molecule drops from the lowest vi-
brational level of the excited state to the highest vibrational
level of the ground state. This emission is termed the
Stokes shift between the S; and ground states.

A high-intensity lamp that produces a continuum of light
from the ultraviolet to the near-infrared for sample excita-
tion. A xenon lamp is classified as a broad-band source.

A profile of the lamp output as a function of wavelength.
The lamp scan is acquired using the reference detector
while scanning the excitation spectrometer. The maximum
xenon-lamp peak at 467 nm can be used to determine
proper calibration of the excitation spectrometer.

14-14




Lifetimev. 2.0 (8 May 2001) Bibliography

15: Bibliography

P.M. Bayley and R.E. Dale, Spectroscopy and the Dynamics of Molecular Biological
Systems, Academic Press, London, 1985.

R. Becker, Theory and Interpretation of Fluorescence and Phosphorescence,
Wiley-Interscience, 1969.

B. Berlman, Handbook of Fluorescence Spectra in Aromatic Molecules, Vols. | & 11,
Academic Press, New York, 1965 & 1971.

C.R. Cantor and P.R. Schimmel, Biophysical Chemistry, Freeman, New Y ork, 1980.

M. Chalfie, Green Fluorescent Protein: Properties, Applications, and Protocols,
Wiley-Interscience, New Y ork, 1998.

R.F. Chen, et al., Biochemical Fluorescence: Concepts, Vol. | & 1l, 1964 & 1970.
J.N. Demas, Excited Sate Lifetime Measurements, Academic Press, New Y ork, 1983.

Enrico Gratton, David M. Jameson, and Robert D. Hall, “Multifrequency Phase and
Modulation Fluorometry,” Ann. Rev. Biophys. Bioeng. 13, 105-124 (1984).

G.G. Guilbault, Ed., Fluorescence—Theory, Instrumentation and Practice, Marcel
Dekker, New Y ork, 1976.

, Practical Fluorescence: Theory, Methods and Techniques, 2™ ed., Marcel
Dekker, 1990.

, “Molecular Fluorescence Spectroscopy,” Anal. Chem. 8, 71-205 (1977).

D.M. Hercules, Ed., Fluorescence and Phosphorescence Analysis, Wiley-Interscience,
New Y ork, 1965.

J. Ingle and S. Courch, Spectrochemical Analysis, Prentice-Hall, Englewood Cliffs, NJ,
1988.

F.H. Johnson, The Luminescence of Biological Systems, Amer. Assoc. Adv. Sci.,
Washington, D.C., 1955.

S.U. Koney, Fluorescence and Phosphorescence of Proteins and Nucleic Acids,
Plenum Press, New Y ork, 1967.

M.A. Konstantinova-Schlezinger, Ed. Fluorometric Analysis, Davis Publishing Co.,
New Y ork, 1965.

15-1




Lifetimev. 2.0 (8 May 2001) Bibliography

Joseph R. Lakowicz, Principles of Fluorescence Spectroscopy, 2™ ed., Plenum Press,
New York, 1999.

, Ed., Topicsin Fluorescence Spectroscopy, Vols. 1-5, Plenum Press, New
Y ork, 1991-1998.

, Badri P. Melinal, Enrico Gratton, “Recent Developments in Freguency-
Domain Fluorometry,” Anal. Instr., 14 (314), 193-223 (1985).

, S. Soper, and R. Thompson, Advances in Fluorescence Sensing Technology
IV, SPIE Proc. Series, Vol. 3602 (1999).

W.T. Mason, Ed., Fluorescent and Luminescent Probes for Biological Activity: A
Practical Guide to Technology for Quantitative Real-Time Analysis, 2" ed., Academic
Press-Harcourt Brace & Co., 1999.

W.H. Melhuish, M. Zander, “Nomenclature, Symbols, Units and Their Usage in
Spectrochemical Analysis VI: Molecular Luminescence Spectroscopy,” Pure App.
Chem., 53, 1953 (1981).

J.N. Miller, Ed., Sandardization & Fluorescence Spectrometry: Techniquesin Visible
and Ultraviolet Spectrometry, Vol. 2, Chapman and Hall, 1981.

W.G. Richards and P.R. Scott, Sructure and Spectra of Molecules, John Wiley & Sons,
1985.

A. Schillen, et al., Luminescence of Organic Substances, Hellwege Verlag, Berlin,
1967.

S. Schulman, Ed., Molecular Luminescence Spectroscopy: Methods and Applications,
Vols. 1-3, Wiley—Interscience, New Y ork, 1985-1993.

A. Sharmaand S. Schulman, Introduction to Fluorescence Spectroscopy, Wiley
Interscience, New Y ork, 1999.

D. Skoog, Principles of Instrumental Analysis, 5™ ed., Saunders College/Holt, New
York, 1998.

N.J. Turro, Modern Molecular Photochemistry, Benjamin/Cummings, New Y ork, 1978.

K. Van Dyke, Bioluminescence and Chemiluminescence: Instruments and Applications,
Vol. 1, CRC Press, Boca Raton, FL, 1985.

T. Vo-Dinh, Room Temperature Phosphorimetry for Chemical Analysis, John Wiley &
Sons, 1984.

.M. Warner and L.B. McGowan, Ed., Advances in Multidimensional Luminescence, Ja
Press, Greenwich, CT, 1991.

15-2




Lifetimev. 2.0 (8 May 2001) Bibliography

E.L. Wehry, Ed., Modern Fluorescence Spectroscopy, Vol. 1-4, Plenum Press, New
York, 1981.

C.E. White and R.J. Argauer, Fluorescence Analysis. A Practical Approach, Marcel
Dekker, 1970.

J.D. Winefordner, et al., Luminescence Spectrometry in Analytical Chemistry,
Wiley-Interscience, New Y ork, 1972.

In addition, the following journals may prove useful:
Analytical Chemistry

Biophysics and Biochemistry

Fluorescence

15-3




Lifetimev. 2.0 (8 May 2001) Bibliography

15-4




Fluorolog-3 v. 2.1 (9 Mar 2001)

Bibliography

[16 : BIBLIOGRAPHY

15-1




Lifetime v. 2.0 (8 May 2001)

16: DataMax Initialization Files

Initialization Files

This chapter contains printouts of the main initialization files for the Fluorolog®-Tau-3
inthe ISA_INI directory for the lifetime system. These printouts are included for

reference purposes only. The files should not be modified unless directed to do so by a
Fluorescence Service Engineer.
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HARDWARE.INI

Thisfile specifies the type of communication, controller device and DataMax virtual
instrument information. The default controller isthe CCD-3000 using |[EEE-488
communication.

; SAQini file which defines the structures and the
; nunber of ports avail able

i SERIAL=1

;| EEE488=2

;  SCSl =3

[ I NFO
NAVE=CCD LOCAL

[ COMMUNI CATI ON]
TYPE=2
CHAN_NUME5

; Specifies the controller type

; HC135=509 (Photon counter - Hanmanatsu)

; LOCKI N=508 (SR510, SR810)

;. SAQ TRI AX=507 (Direct Drive)

; DS _TRI AX=506 (Direct Drive)

;  CCD 3000=505 (| EEE-488 addr 5 only)

;  TenpBat h=504

; CCD 2000=503 (see also [ISA CCD Driver] entry in SYSTEMINI)
;  SPECTRAQ=502

; DATASCAN=501 (DS1010 or CCD3000 External Input)
[ CONTROLLER]

TYPE=505

; 2 CTl cards, 2 HV cards and a CCD controller
[ PORTS]
NUM_MOT_CHANNEL _ PORTS=8
NUM_ACQ_CHANNEL_PORTS=5
NUM_HV_CHANNEL S=2
NUM_CONTROL_ CHANNEL S=0
NUM_LI GHT_CHANNEL S=0
; Nunmber of ports is nax(8,5,3) --> 8
nc_ports==> 1..8
acq_ports==> 1..5
hv_ports==> 1..2

equal to 0..7
nc_conmand_channels 0..7
acq_comuand_channels 0..4

0..1

; In api, would create 8 port objects with conmand channel s
; hv_command_channel s

16-2




Lifetime v. 2.0 (8 May 2001)

LIFETIME.INI

Initialization Files

Thisfile defines the CCD-chip size, pixel-spacing and linearization parameters for the
Spex-3D. Thisfileisinstrument-specific because linearization is performed on each

new instrument.

[ ccol

XPi xel s=512

YPi xel s=512

XSpaci ng=240
YSpaci ng=240

; Bor der Left X=0

; Bor der Ri ght X=0

; Bor der TopY=100

; Bor der Bot t omy=100

[ nstrunment]
SPC_Cent er X=500
SPC_Cent er Y=500
SPC_RangeX=400
SPC_RangeY=250

Pol ynoni al XC1=- 0. 00002
Pol ynomi al XC2=0. 9877
Pol ynomi al XC3=243. 18
Pol ynoni al YC1=0. 000008
Pol ynomi al YC2=1. 2875
Pol ynoni al YC3=124. 57
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CCDLOAD.INI

Thisfile contains specific information about the CCD chip: the chip size, pixel spacing,
and signal collection. The file also has limits set for shutter opening (exposure time)
and allowable temperature range for the chip.

768

512

file:

CCD hardware (chip and controller) paraneters

CCD Nu

CCDLOAD. | NI

nber

Base address of RISC board (300 hex

Nunmber of pixels

total _active x_pixels (in the horizonta
total _active_ y pixels (in the vertica

nunber serial _pxls_before active_area
nunber _serial _pxls_after_active_area
nunber parallel _rows_before_active
nunber _parallel _rows_after_active

readou

t register

add one from each of the foll ow ng:

direction is relative to our
with the readout
direction

register

N
*
*
*
*
*
* 0
*
*
*
*
*
*
*
*
x4
*
*
*

| ocation

register

*hkkkkk 5

|
|
|
|
| 1
|
|
|
I

|
|
|
| 5
|
|
I

K- K kokk ok kx

<—>(->(->(->(->(->(->(->(->(-

N

16-4

0
1
2
3
st andar d
in the |eft
0
4

>

* % 3k X X X F X %

768 dec)

di rection)

| ocation and direction

| eft
top
right

bottom

configuration

position

top to bottom
bottomto top

di rection)

Initialization Files

*/




Lifetimev. 2.0 (8 May 2001) Initialization Files

0
300

1

400000000

0
4

240
240

* *hkkkkkk 5

|
Vv

Limt checking for driver calls
M ni mum t enperature in degrees K
Maxi mum t enperature in degrees K

: Mninmumshutter tine in mlliseconds
; Maxi mum shutter tinme in mlliseconds

M ni mum Gai n
Maxi mum Gai n

Returned in driver call. Currently not used by the driver.
pi xel spacing/size in tenths of um

hori zontal |y

vertically
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17: Visual Inspection of the Isogyre
Pattern

Introduction

This test examines the isogyre pattern created by the Pockels cell itself. The orientation
and location of this pattern on the manual dlit are primary indicators that the system is
in near-perfect alignment. A dental mirror (diameter < 2.5 cm) isrecommended. For a

routine adjustment of the Pockels cell, skip this chapter; instead do step 1 in Chapter
11: Maintenance.

‘Warning: Do not attempt to do this procedure without permission of the

Fluorescence Applications Department. The telephone number is (732)
494-8660 x 144.
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Procedure

1 Set the excitation monochromator to 540 nm.

2 Open all excitation slits to 4 mm.

3 Open the iris to its maximum \-
aperture size.  —

ENote: Some irises open to the right.

4 Remove the lid to the modulator compartment.

5 Turn OFF the external high-voltage DC bias to
the Pockels cell.

6  Using a 1/16" Allen @
wrench, remove the Note: Remove three of the
mask over the screws holding the mask on,

) loosen the fourth one turn, and

manual slit. rotate the mask out of the way
In this way, the isogyre pattern without removing it completely.
can be observed.

[ Remove the Pockels-cell mount from the light
path.

8  Check that all detector HV-biases are OFF.

9  Close the manual
slit.

10 Open the excitation

shutter.

| _‘
Green light should be visible — &
passing through the modul ator

compartment, and centered on
the blades of the manual dlit. If
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11

12

thisimage is not centered on the dlit, there is an optical misalignment in the ex-
citation monochromator, lamp housing, or the modulator compartment lenses.

Slowly close the iris while observing the isogyre
image.

Astheirisisclosed, the image of the
isogyre should shrink until only the
crosshairs are visible. If the crosshairs
are cut off, then the height of the
Pockels cell needs adjustment.

Isogyre pattern on
metal target in sam-
ple compartment.

Move the Pockels-cell mount into the light path.

= The green light now should pass through the Pockels cell with an isogyre
pattern visible on the blades of the manual dlit.

» The crosshairs ought to be perfectly horizontal and vertical, crossing in the
center of the dlit. Crosshairs that are perfectly horizontal and vertical, but
not centered, indicate a need to realign the Pockels cell. Move the two ad-
justments on the Pockels cell to center the isogyre pattern on the manual dlit.

Good alignment Requires height Requires lateral Call Fluores-

of Pockels cell.  adjustment. adjustment. cence Service
(polarizers or
collimating
lenses need
realignment).

Adjustment of the horizontal Adjustment of the vertical
knob. knob.
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13 Turn on the external high-voltage DC-bias sup-
ply for a moment to see how the isogyre pat-
tern rotates with this bias applied.

Properly aligned Pockels Rotation: poor polarizer
cell alignment around Pockels
cell

14 Turn off the external HV DC-bias supply to con-
tinue alignment.

@Note: If you have any questions or difficulties
with this procedure, call Fluorescence Ap-
plications at (732) 494-8660 x 144.
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18: Index

Key to the entries:

Times New Roman font subject or

keyword
Arial font command,
menu choice,
or data-entry

field
Arial Condensed Bold font dialog box
Courier New font file name or
extension
1
| R0 ) R 8-5, 13-4
X

X 1-13,5-2, 5-18, 8-36-38, 8-67, 10-2 and ff

A
A (detector)....oeveeeeeieeeieeeiieeeen 14-1, 14-2
About DataMaX..........ccceeeveevenieeieneerenen. 10-18
About Instrument Control Center ................ 10-17
Add/Remove Programs icon................ 2-20
Add/Remove Programs Properties ............... 2-20
amplitude .......cooeevveeiiieie 1-3-4
anisotropy...... 1-1 and ff, 5-1 and ff, 10-15-16
Anisotropy Components tab....... 5-18, 8-64

anisotropy decay 1-9, 5-1 and ff, 8-1, 8-56, 8-
64, 9-6, 9-14, 9-18, 10-3, 10-15-16, 11-6,
13-1

Anisotropy decay........cccceeeveeeveecrieennnn, 5-18
Anisotropy Decay Acquisition........ 8-60—61
Anisotropy Decay Acquisition..5-6, 5-8, 8-60-61
Anisotropy Decay Model..........c.cccoveeevrennnnn. 5-18
anthracene...........ccooeevuvvveenne.. 3-27, 6-10, 6-12
APPIY e, 8-5,13-4

Index
Auto Open.................... 4-17, 5-14, 6-9, 7-11
Auto Save EXp ................ 4-11, 5-8, 6-5, 7-6
P ANU 1 (0] £ U] o H ORI 2-18, 2-20

B
balldriver ......vvvvvviiiiiie e 2-12
BCECEF ..o 14-9
beaker ......oooevvveviiiiiinnns 8-4, 8-16, 8-26, 13-3
BlanK.......oooooieeeieeeeeeeeeeeeeee 14-2
C

S O N 3-27, 8-1 and ff
Calibrate.......cccceeveveeeciiiccieieee, 3-12, 3-19
Cancel......ccoovvvveeeieeennnnn., 4-11, 5-8, 6-5, 7-6
CAS NUMDET .....vvvvviiiiiieieiiiieeeeeeeee e 3-27
CCDheeeeee e 16-2-4
CCD-3000 ....cooiieiieeeeeeee e 16-2
CCDLQAD. | NI ... 16-4
CD-ROM.......oovviiiiiieeieee 2-18, 2-20
CE marking.........ccceevveeciienieeiienieeieeee. 12-1
center of Gravity......occceevevveeecieeeeieeeeieenns 7-13
Center of gravity.........ccccevevveeeeeneennnne. 7-13
Chi Square......cccccoveeieeecieeeeee, 8-67
COlECE......cceeeeeeeeeeeeeeee 6-2, 8-60
colloidal silica.......ccccevvveeeviviinnnnns . See Ludox
color effect........ccovvveeiieinieeeeieeeeee, 4-3-4
(6101 (/00 o AR 10-4
comments...............ee...... 4-17,5-14, 6-9, 7-11

Constant Wavelength Analysis .... 3-2, 5-3, 14-2,
14-14

Control Panel..........ccoeeeviieienieiieieeees 2-20
counter-timer-integrator ......................... 14-3
CPS ettt 3-4
cross correlation ............ceeuueee.. 1-1, 1-16-17
CIYOSEAL cuvvieeniiieeiiee ettt 4-3-4
cut-on filter.........ooovieiieiiiiie e, 9-7

cuvette ... 3-14, 5-3, 8-2 and ff, 9-2, 9-8, 9-15,
10-12-13, 13-3, 14-2, 14-11
Czerny-Turner ...........cceeueeeneee. 12-2-3, 14-4-5
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D
damage ........cooveeiierieeieee e 0-3
danger.....cccovviieiiieeeeee e 0-3
dark counts......ccccceveeeeiiiiiiiinneenennnn. 12-3, 14-4

Dark Offset4-17, 5-14, 6-9, 7-11, 8-12, 8-22,
8-34, 8-44, 13-12

. DAT4-1, 4-10, 5-1, 5-7, 7-5, 8-11 and ff, 13-
11

DataFile..4-10, 5-7, 6-4, 7-5, 8-11 and ff, 13-
11

DataFile......ccccoooveeeeeeeeieeee, 8-11 and ff

DataMax....0-1, 1-15, 2-12 and ff, 3-1, 3-5, 3-
22,4-20, 5-18, 8-2 and ff, 9—10 and ff, 10-1
and ff, 11-7, 12-2, 13-1, 14-1-2 and ff, 16-
12

DataMax boot disk.........cccccveeeeveeenreenne. 1-15
DataMaX 1con.........cceceeeveeceeneenienieneenens 13-1
Decay times (NS).....ccccovveveeereecreerenenen. 7-12
deconvolution........c.cceeevveevcieencieeniie e, 1-3
degrees of freedom....................... 1-13,5-2-3
Delay .....ccccoevvecveneennns 4-17, 5-14, 6-9, 7-11

demodulation. 1-1, 1-16, 4-1 and ff, 7-8, 7-12,
9-1,9-10-11, 10-10, 10-14, 11-2, 14-6

dental Mirror.........ccceevveeiiienieeiieie e 17-1
DFLTO. EXP...eeeeeeeeeeeeeee 14-5
differential phase..........ccccceeveeennenn. 1-10, 1-14
dipole-dipole interactions............cc.c....... 14-4
Discrete PairS........cccccoovveeeeeeeennnn.. 4-14, 7-8
dMod........ccceveruennne. 4-21, 8-14 and ff, 13-14
DM302 ..ot 2-12
dPhase.................... 4-21, 8-14 and ff, 13-14
dual-channel synthesizer................... 1-15-16
dummy terminator...........cccceeeeevveerveeennne. 1-16
dynamic depolarization.................... 5-1,9-13
E
EMI 8-7 and ff, 13-6
EMISSION ... 5-10, 6-7
Emission Acquisition ................. 3-6-7, 3-14-15
emMulation.........cccceeeveeevciiencieecee e 2-22

End Freq (MHz) 4-12, 5-9, 7-7, 8-11-12 and
ff, 13-11

Enter Correct Position ............c.......... 3-12, 3-19
Enter Deviation................ 8-14 and ff, 13-14
Enter frequency .........cccceevveeveeveenenne. 6-11
(S (o) SO 10-3, 10-13-14, 11-2

Index
Estimated Time................... 4-17, 5-14, 7-11
ethylene glycol.......ccooveviiiiieniiiiieee, 9-18
europium(II) chloride hexahydrate ........ 3-27
EXL.oe e, 8-7 and ff, 13-6
EXcitation........cccooevvvviveieiieiieieee 5-10, 6-7
Excitation ACQUISItION ..........cceeeveeveeieenienene 3-7
excitation spectrometer
calibration ........cccceveveeieenieinieniccee 3-11
Excitation(nm).........ccccovevveeeevieciieeennen. 6-6
excited state .......cevvevrerierierienenn 14-6-8 and ff
EXIT oo 2-19

EXP e, 14-5

Exp Type......3-6, 3-14, 4-11, 5-8, 7-6, 8-61

Experiment.4-8, 4-10-11, 5-7-8, 6-2, 6-4-5,
7-6, 8-60, 13-5, 14-5

Experiment.......c..cocoeeveeiievieeieeeeeee 7-5
Experiment button................c.......... 3-6, 3-14
exponential decay ........coceevveeriiennnnnne. 1-5, 1-9
extinction coefficient...................... 14-1, 14-8
F
failure.....cccovveeeeeiiiiiiieeeeeeeees 10-1-2, 10-6
feature pack .......ccooeveevieniieiieiee, 2-18-19
FF oo 8-40
fIber OPICS ..o 4-4
File .o 4-17,4-24, 8-51
File .. 8-51

filter 4-4, 4-6, 8-2 and ff, 9-1, 9-4-8, 10-3 and
ff, 13-3 and ff, 14-6, 14-9

filter holder 5-20, 8-4, 8-16, 8-26, 9-1, 9-4-8,
9-17, 13-3

FINISN oo 2-20
FIXE ..o 4-22
flash lamp ......cccooeeveveeiieiienne, 9-1, 9-3, 9-12
flask ...ooooveveeeeinen. 8-4 and ff, 9-10-11, 13-3
Flip Z LIMitS.....oooviiiieieeeeeeeeeeeeee 8-54
fluOreSCeIN ..vvvvveeieiieiiiieeeeeeee, 3-27, 10-9

fluorophore ... 3-25, 4-3-4, 6-1, 8-12, 8-22, 8-
34,9-2,9-13, 10-2 and ff, 13-3, 13-12, 14-
6

Fourier spectrum...........cccceeeveeviieniennennnen. 1-4
Fourier transform..............cccocoeeeeiiniennnn. 1-4
Fourier transformation...................... 1-4, 1-12
FIEQUENCIES ....eovveeeveeeiee et 7-7
FrequeNCY ......ccoveeevveeiieeeeeee e 6-7
frequency domain....... 1-1-4, 7-1, 7-12, 10-13
Frequency (MHz) ........ 8-7, 8-18, 8-29, 13-7
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front-face/right-angle accessory3-16, 3-23, 8-
39-40, 9-1-2, 9-16, 12-2, 13-3

Fura-2.....cooooiiiieeee e, 14-9
G
G factor................ 5-1, 5-3, 5-13, 8-63, 10-15
G FACHON ... 5-13
geometry ....4-2-5, 5-3, 9-2 and ff, 10-1 and ff
Glan-Thompson .........ccceceeveeeeniienieeneeenne 9-13
Globals Unlimited.....4-20, 5-18-19, 9-1, 9-9,
10-14
glycerol .......... 4-21, 5-16, 8-1, 8-56-57 and ff

glycogen...3-22-24, 3-27, 4-4, 6-1, 6-13, 8-2,
9-7,10-13, 11-3, 11-5, 13-3

goodness Of fit.......c.cooceeevieniieniieniieiene 1-13
GRAMS ... 10-17
grating ..........ceeueee. 9-7, 12-2-3, 14-2-5, 14-7
Grating/Turret.........ccoeeeveene.e. 3-12-13, 3-19-20
ground (earth) .........cooceeviiniiiiniieiie 2-10
ground state.............. 1-2, 14-1, 14-5-9, 14-14
H
hand icon.........ccocevvviiviiicieeecee 8-54
HARDWARE. | NI .....coooiiiiiiiiiicieiieeee 16-2
hazardous condition .............cccceevuvvvennennn. 0-3
Help oo, 10-17
High Voltage..........ccoeeeveeveenennne. 5-11, 6-8, 7-9
hindered rotator...........ccccoeeeeeveeeeeeineeeens 1-12
hiStogram ........cccceevveeveieeeiieeeie e 1-3

host computer....0-1, 2-1-2 and ff, 3-1, 8-2-3,
10-4-5, 10-17, 12-1, 13-1

hotplate........coovveeiienieeiieieeieeeee 8-56-57
HV o, 4-15, 5-11, 6-8, 7-9
HV ON .o, 8-8 and ff, 13-7
1
/O conflict......covveeiieiieiieieeeee 10-4-5
TIEEE-488 ... 16-2
imaginary component ................. 1-4, 1-6, 1-9
Immediate...........ccccoevveeennenn. 5-14, 6-9, 7-11
Immediately........c.coooeveeieieieieeee 4-17
Increment (NM) .....c..ooveevieeiieieeeeeeeee, 6-6
INTdisK eeeneieieieeeeeee e 2-18
initialization file...........cccoeeeeiiieiiiiinee, 16-1

inner filter effect..........ccoovvvuvvveneninn. 5-3,10-7
Input File.........4-21, 8-14, 8-23, 8-35, 13-14
Install Datamax ..........ccceeevveeveeneeennnnne. 2-18
INStall.....ccoooeveeeeeeeeeeeeee e, 2-20
installation ...........cooeeveeeveeiciiieieeene 2-1 and ff

Instrument Control Center . 3-1-2, 4-20, 5-18, 6-
11,7-12, 8-3 and ff, 10-17, 13-1 and ff

instrument disk ..........cccceeeeienn. See INI disk
instrumental response..........ccceeeveerevennnnnne. 1-3
INtEQration ........cceeeevreeieeiieie e 3-23

integration time4-6, 5-9, 5-15, 7-7, 8-8 and ff,
10-3, 10-11, 12-3, 13-7, 14-7, 14-14

Integration Time3-7, 3-15, 4-12, 5-9, 6-6, 7-
7, 13-11

Interleave ......... 4-14, 7-8, 8-12 and ff, 13-11
Interpolation..........cceeeeeeieerieenienieeieeee, 8-55
INtErSyStemM CrOSSING ..cccvvveereveeerereeeereeenenen 1-2

iris 3-3, 3-22, 3-25, 4-4-7, 5-5, 8-5 and ff, 10-
3andff, 11-3, 11-7, 13-4, 13-8, 17-2-3

ISAGraph.......ccccoevvevvevienieniennns 8-6, 8-60, 13-5
ISA IOt 14-3
ISA_INT .o 10-4, 16-1
1107047 (SRS UUSUUSRRRRIPI 17-1-4
E(0170] o) T (0] :110) (R 1-11
J
Jabtonski diagram...........ccccoeevveeniiiinnennne, 1-2
K
kinematic gratings ............cceceevverieennenns 12-2
L
L-format.........coceeeuieniieiieeieeieeeieees 10-15
lamp housing ................... 9-1,9-3,9-12,17-3
lamp scan......... 3-7 and ff, 11-2, 14-12, 14-14
[ anp. eXPceeeeeeeeeeeeee 3-7,3-21
| @nmP. SPCariiiiicieeeeeeeeeeee e, 3-7
JASEL e 11-1, 11-4-7
laser targets........ccveeeveeeeieenieeeeennn. 2-12,11-6

layout...3-2-3, 3-22, 8-2-3 and ff, 10-3, 10-6,
10-8, 13-1-2

Layout Selection...........cceeveeveeeennene. 3-2, 13-1

LDS 750 oo, 3-27
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Lifetime...3-22, 4-20, 5-13, 13-2, 13-4-7, 13-
13

LIfetime ..o 8-1 and ff

Lifetime Acquisition............c.ccccceveenenen. 7-6

Lifetime Acquistion... 4-8, 8-6, 8-11, 8-21, 8-33,
8-45, 8-60, 13-5, 13-10

Lifetime Components tab..................... 5-18
Lifetime Files... ..., 8-48
LIFETIME. I NI o 16-3

Lifetime Model4-21, 8-13—14, 8-24, 8-38, 8-64,
13-13

Lifetime Modeling icon...........c..c........... 6-11
Lifetime Resolved Experiment....................... 6-2
Lifetime Resolved Model...........c..ccoevvreenee.. 6-11
lifetime-resolved ........cccoeevennee.. 6-1-4 and ff
Lifetime SumMmary ........ccccoceeeveeveccveeenreene. 8-6
Lifetimes......oooovvvveveiieieeieeee, 4-21, 6-11
Limit Controls........ccccoovvvveviiiiiiiies 8-54
Linear ....c..ooeveeeeeeeeeeeeeee. 4-12, 5-9, 7-7
Linked TauS......c.ccoovveeeeieeeeeeceeec, 7-12
location........ccouvveeeeee... 2-1-2,2-11, 2-13, 2-17
LOG..covioiirieiene 4-12, 5-9, 7-7, 8-12 and ff
Low Voltage Directive.........cccccveeevnennee. 12-1

Ludox®3-22-23, 3-27, 4-4, 6-1, 6-13, 8-1 and
ff, 10-13, 11-2-3 and ff, 13-3

M
magnetic stirrer ............ 8-56, 9-8, 9-15, 14-11
main lamp.........cooceeeeeeniennennen. 3-1, 8-3, 13-1
MAINTENANCE ....cvvvvvveieeeeeeeeeirieeeeeeeeeeennns 11-1

Max Avg.... 4-16, 5-13, 7-10, 8-11-12 and ff,
13-11

MCORRECT. SPC...cniiiiiiiiirccecececeeeens 14-3
(Me)2POPOP......ccveeeeeeeeee e 3-27
mercury lamp .......occveeeevveeeneeenen. 14-8, 14-12
MEASUIE.....coeeeieeieeiieeeeeee e, 6-7, 6-10
Measured Standard Deviations.......... 7-12
methanol..........c........... 6-10 and ff, 8-2 and ff
microcell ......oovvvvviiiviiiiiiiiinnen, 4-3,5-3,13-3
MiCroMaX ......ooovvvvveeeeeeieieiieeeeeen, 3-1, 14-2

Min Avg 4-16, 5-13, 7-10, 8-11-12 and ff,13-
11

MM e 8-5 and ff, 8-58
ModEl......ooeeeeeeeeeeeeeeeeeeeee, 4-20, 13-13
MOGEL......eieeeeeeieee e 5-18
Model icon.......cccovvveveeiciiiiciieeieeee, 7-12

Index

Model Windows Application — Model ..4-20, 5-18,
8-13, 8-47, 8-64, 13-13

modeling....4-20, 5-18, 6-13, 7-1-3, 7-12-13,
10-3, 10-12-16, 13-13-14

modulation..1-7, 1-13-14, 1-16, 3-22-26, 4-1
and ff, 5-1 and ff, 6-1-2 and ff, 7-10, 8-4
and ff, 10-3 and ff, 11-2-5, 11-7, 13-3-14

modulation error ................. 8-14 and ff, 13-14
Modulation Fil€........coooovveeeeeeeeeeeee. 6-11
modulation lifetime .........ovveeeeeeeeveennn.. 1-7

modulation ratio...1-14, 3-25, 8-8, 8-19, 8-42,
13-7-9

Modulator Position knob . 3-3, 3-22, 8-5, 13-4

Mono Positions...................... 7-3,7-8, 8-43-44

monochromator.. 1-15, 2-12—-13, 3-2 and ff, 4-
4-7, 5-1, 5-4, 5-20, 6-13, 7-4, 7-8, 8-4-5
and ff, 9-2 and ff, 10-3, 11-3, 13-4, 13-6-9,
14-1-6, 14-12, 17-2-3

multi-exponential.................... 8-1, 8-25, 8-39

multi-exponential decay ................... 4-3,4-22

MUltigroup ....ccooovveieerieiieeiee, 14-4, 14-9
N

NADH.....oiiiiieeeeeeeee e 3-27

neutral-density filter ...8-10, 8-19, 8-30, 10-8,
13-9, 14-6

NOtePad. ......ccveeeveeereereeee e 8-24
Number of components... 4-21-22, 6-11, 7-
12

Number of Fregs.....4-12, 5-9, 7-7, 8-11-12
and ff, 8-62, 13-11

Number of Scans.......ccccocevveveverienenens 6-7
o

OK.......... 2-22, 3-7-8 and ff, 8-52, 8-61, 8-63

OPEN... e 8-51

optical density........cceevveeeveeenneennne. 14-1, 14-9

OptioNS .....ocveeieieeienes 3-8, 3-16, 8-5, 13-4

Over-range indicator...........cceevvereveennennee. 4-18
P

packing list........ccceeviieniieciienieiieeieee 2-14
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path length.........cccooeiiiiiiiiiiiie, 14-1
PellEt. e 4-3
Peltier.....ccoceeveviinienene 8-56, 9-1, 9-15, 14-4
performance test report.................... 3-5,2-12

perylene.... 4-21, 5-16, 6-13—14, 8-1, 8-56-57
and ff

PHu i 5-4,10-12, 10-14, 14-6

phase 1-4, 1-6, 1-13—14 and ff, 3-22, 4-1, 4-3,
4-11-12 and ff, 5-9, 5-13, 5-16, 6-1-2 and
ff, 6-13, 7-7-8, 7-12, 8-4 and ff, 10-3, 10-
11, 10-13-14, 10-16, 11-2, 13-3, 13-14

phase angle..4-18, 5-1, 5-16-17, 8-8, 8-19, 8-
42,10-10, 13-7, 14-6

phase-angle difference .4-14, 4-18-19, 5-1, 6-
1, 6-7,6-10, 7-8

phase error........ 8-14, 8-23, 8-35, 8-48, 13-14
Phase File... ..o 6-11
phase lifetime..........ccoeveeevieeniieeieeeees 1-7
phase modulation..........ccccceeevveviennennen. 1-2-3
phase-resolved .......cceeviieeiiieniiecieeee, 6-1

phase shift 1-1, 1-3, 1-17, 4-1, 4-21, 6-13, 10-
14

phosphorimeter .................. 1-3,9-1,9-3,9-12
photobleaching..........ccccceevevveerieeecieennen. 14-5
photodiode ............... 3-6, 12-2-3, 14-3, 14-11

photomultiplier tube...1-15-17, 3-14, 3-25, 4-
15, 9-5,9-12, 10-7, 14-3, 14-8-9, 14-11

photon-counting.....9-5, 12-2, 14-8, 14-10-11
photon-counting module.......................... 2-12
pipette.....ccovverieieieene 8-4, 8-16, 8-26, 13-3
PMT ..o, See photomultiplier tube

Pockels cell 1-15-17, 2-2, 2-15, 3-3, 3-25-26,
4-1, 4-4-6, 5-1, 5-5, 5-20, 6-13, 8-3, 8-5,
10-3 and ff, 11-1-7, 13-4, 17-1-4

POINTS: oo 6-9
POiSSON StAtISTICS wuvveeeeeeeeeeeeeeeeeeeeeeeeeeeeennns 1-3
Polarization ..........ooeeeeeeeeeeeeeeeeeeee, 8-61

polarizer .4-4, 5-1, 5-4-5, 5-11, 5-13, 5-20, 9-
1,9-13, 9-14, 10-3, 10-15, 13-2

POPOP.3-22 and ff, 6-10 and ff, 8-1 and ff, 9-
7,11-2-3

POWAET . 4-3
potassium dihydrogen phosphate............. 1-16
PPD o 3-27
PPO . 3-27
pre-exponential ...........ccoeeeerienneennen. 1-5, 1-6
printer icon................. 8-14, 8-24, 8-38, 13-14
Process by................. 4-14, 5-12, 7-8, 13-11

p-Terphenyl .......ccccoeviieviiiniiiiiiieeieeens 3-27
pulse method..........ccoevveviiiinciiiiieee, 1-2-3
pulse shape ......cccoeveeviieiiicicece, 1-3
pulse width .......ccooviieiiiiiee 1-3
PULEE POIL v 9-10, 9-15
0
quantum yield.........c.ccccoe.... 8-9, 13-9, 14-10
quartz....... 8-2 and ff, 8-39-40, 8-56-57, 9-10
Quick Scan............ 4-11, 5-8, 7-6, 9-10, 9-11
R

R (detector)..3-4, 3-8, 3-23, 4-6, 4-15, 5-1, 6-
8,7-9, 8-8-10, 8-18-19, 8-29-30, 8-42, 8-
59, 11-5, 11-7, 13-7-9, 14-1, 14-11

R928P4-15, 5-11, 6-8, 7-9, 9-5, 12-2-3, 14-4,
14-11

Raman....3-5, 3-14-15 and ff, 3-27, 4-2, 11-2,
12-2-3, 14-10, 14-12-13

ratio of modulated amplitudes........ See RMA
Rayleigh scatter ............. 3-17,4-2,9-7, 14-10
Read freq. fromfiles..........cccocveneneen 6-11
real component ..........ccceeeveeeveenee. 1-4-6, 1-9

Real Time Display3-2, 3-4-5, 3-11, 3-18, 3-22—
23, 4-5-7, 6-2, 7-3, 8-6, 8-10-11, 8-20-21,
8-31, 8-33, 8-43, 8-45, 10-6, 10-10-11, 11-
4-5,11-7, 13-6, 13-9-10, 14-10

Real Time Display icon ....................... 8-6, 13-6
recalibration..........cceeevvvveeeennn. 3-5, 3-11, 3-18
reference detector.......ooovvvvveveiiiiiiinnnnnnn. 1-17
relative humidity.........cooceevieniiieniinieeinn, 2-9
requirements

electrical .......ccceeeeevveieeiiiieeeeeeeeeee, 2-10

ENVIFONMENT......ccerrvrreeeeeeeeeeeneeeeen. 2-1,2-9
reverse L-format...........ccccovvennnnnen. 5-20, 8-63
Rhodamine-B........ccccccvvvviiiiiiiiinn, 14-10
ribbon cable ..........cooeveeiieiiiiieeee 5-20
RMA....ccoovvve. 1-10, 5-1, 5-16, 10-15-16
rose Bengal........coccooiiiiiiiiiniiiee, 3-27
round-bottom flask ...............coevunnene. 8-56-57
RUBPY )i 14-10

Run3-8, 3-16, 4-11, 4-18, 5-8, 6-5, 7-6, 7-12,
8-6 and ff, 8-44 and ff, 8-63, 13-12
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Run Experiment.. 3-2 and ff, 4-8, 6-2, 8-51-52,
10-6, 10-18, 14-4-5

Run Installation Program ..............cccveu..... 2-20
Run Lifetime ......ccovveeeeeeeeens 8-13, 8-47, 8-64
Run Lifetime Modeling icon............. 4-20, 13-13

Run Model 4-21, 5-19, 6-11, 8-14 and ff, 13-
14

S

S (detector) . 3-4, 3-15, 3-23, 3-25, 4-4 and ff,
8-7-9 and ff, 8-42, 8-58-59, 9-2, 9-6, 10-7,
11-5,11-7,12-2-3, 13-6-8, 14-1, 14-4

S&R .............. 6-8, 7-9, 8-7 and ff, 13-7, 13-9
SET e 5-11
sales order ......coccvveeeeeeiiiiiiiieeneen, 2-12,2-14

Sample and Real Time Processing Info 8-
12, 8-22, 8-34, 8-44, 8-46, 8-63, 13-12

sample changer. 3-5, 3-14, 3-22-23, 4-4-5, 4-
11, 4-16, 5-13, 7-6 and ff, 8-2 and ff, 8-58,
9-1 and ff, 13-3, 13-7, 14-11

sample compartment 1-15, 2-12, 3-14, 5-1, 5-
20, 9-10, 9-14, 11-7, 12-2, 14-1 and ff

SAQ NI Lo 10-4
SAVe .. 4-11, 5-8, 6-5, 7-6
Save as Grams Multifile ....... 7-13, 8-49-51
Save Modeling Output................. 7-12, 8-49-51
Save Output4-24, 5-19, 6-11, 7-12, 8-49-51
Scale All Axes button............ccceevveunen.n. 8-53
Scan End(Nm) .....ccooeevveiiieiieieeeee 6-6
Scan Start(NM)........cooveeveeviieciieeieeene, 6-6
SCANS oo 7-8

scatterer...3-22 and ff, 4-38-7, 8-17, 10-2, 10-
13,11-3, 13-3

scattering block ..........cccevvievieniiniienenn 4-4
second-order effects.........cccceeviiiiiiininnnn. 9-7
Select Data File to Open...........c........... 8-51-52
Select Experiment Type.......... 3-6-7, 3-14, 8-61
SEqUENCE.......veeeereeeiieereens 4-12, 5-9, 7-7
Sequence LOg.....cccceevveeeieeenieeeeiee e 5-16
serial number............ccccoeeieieiiiieenn, 10-17-18

Service Department10-1, 10-7, 10-17-18, 16-
1,17-3

Set Pt. Std. Dev. (%)4-16, 5-13, 5-15, 7-10,
8-11-12 and ff, 13-11

Set Standard 4-7, 8-8 and ff, 8-29-30, 8-41,
13-7, 13-9

Set Unknown................. 4-7, 8-8 and ff, 13-7

Index

Setup File... ..o 4-17, 5-14, 6-9, 7-11

SETUP. EXE ..o 2-20

shutter1-15, 9-4, 10-3, 10-6, 12-3, 13-7, 14-5,
14-8-9, 16-4-5, 17-2

Shutter... ...cooeeeeeenenn. 4-17, 5-14, 6-9, 7-11
shuttericon.......cccccoeevvviennenne 8-8 and ff, 13-7
Side Entrance............ 8-7 and ff, 8-58, 13-6
Side EXit ........coceveeeee. 8-7 and ff, 8-58, 13-6

Signal Balance 4-5, 4-7, 8-8 and ff, 8-29-30, 8-
41, 13-6-7, 13-9

Signal Choice.........cc.......... 5-11, 6-8, 7-9, 8-63

Signals.....3-8, 3-15, 4-15, 5-11, 6-8, 7-9, 8-
63

SIGNAIS . 3-8, 3-15
SInglet ...oovvveiieieeieeeeee, 1-2, 14-1 and ff
SHA@ e 8-26, 9-16

slits.... 1-15, 3-2-3 and ff, 4-4-7, 4-15, 5-5, 5-
11, 5-20, 6-2, 6-8, 6-13, 7-2-3, 7-9, 8-5
and ff, 10-3 and ff, 11-3, 11-7, 13-4 and ff,
14-4-5, 14-10-11, 17-1-3

Slits.......3-8, 3-15, 4-15, 5-11, 6-8, 7-9, 8-63

Slits.3-8, 3-15, 5-11, 6-8, 7-9, 8-7, 8-17, 8-28,
8-58, 8-63, 13-6

SOTEKEY vt 2-21
solid sample holder............ccccuveenneeen. 9-1,9-16
Source Position knob........ 3-3,3-22, 8-5, 13-4

SPC..oie 6-4, 8-52, 14-4, 14-9
SPECIfiCatioNS ......eevveeeiieiieeieeiee e 12-1
SPECHA... oo, 7-13

SpectrAcq .0-1, 1-15-16, 2-1-2 and ff, 3-1, 8-
2-3,10-4-5, 12-5, 13-1

Spectral File........cooovveviieiiecieeieee, 6-11
Spectral width... ..o 7-13
spectrophotometer ............cceeveeeveennns 8-56-57
spring-clip holder........... 8-4, 8-16, 8-26, 13-3
Standard........cccccceeeveeieeennnnn. 4-16, 6-8, 7-10

standard deviation. 4-16 and ff, 5-13 and ff, 8-
12, 8-22, 8-34, 8-44, 10-11, 12-2-3, 13-11,
14-12

standards ..........oeeveeeiiiieeiee e 3-27

Start Freq(MHz) 4-12, 5-9, 7-7, 8-11-12 and
ff, 8-62, 13-11

Start Time..................... 4-17, 5-14, 6-9, 7-11
] 720 4 10 o USRI 3-1
Std EmM (NM).ceveiiiiiieeee, 4-13
Std Emission End............cccoeeeevieennenee. 7-8
Std Emission Start ..........ccccoeeevveennennn. 7-8
Std EX (NM) oo 4-13
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Std EXCItation.........ccccoeeveieieierieeeene. 7-8
Std Lifetime (ns) .....4-16, 8-12 and ff, 13-12
Std Modulation............cceceieieienenenne. 6-7
Std Phase(deqg).......ccccevveeveeveeveeieeiene, 6-7
Steady State G Factor..............c........... 8-63
Steady State LED.......cccovveviieeiieeieeee 3-3
Stokes shift.......ccoovvvvvieiiiiiinnnns 4-5, 14-13-14
811 17 I USSR 3-27
Summary Table..........cccooveeveiieien. 5-16
SUTZE PIOLECTOT .ovvvieeiiieeiiie e 2-15
57201100 ) FS SR 0-3
T

T (detector)3-23, 3-25, 4-4 and ff, 8-4 and ff, ,
8-42, 8-58-59, 9-1 and ff, 10-7, 12-2-3,
13-3, 13-6-8, 14-1

T&R ...... 6-8, 7-9, 8-7 and ff, 8-63, 13-7, 13-9
TE&S .o 5-11
Tau 1CoN.....cccveieiciiieieienee 8-6, 8-60, 13-5

temperature bath .2-2, 2-16, 3-1, 4-4, 8-56, 8-
58,9-1,9-8, 9-18, 10-17, 13-2, 14-13

terminator, 50-CQ .......ccoovvviveiiiiiiiiiieeen, 10-7

T-format......5-20, 9-1, 9-5, 9-14, 10-15, 12-2

thin film....4-3—4, 8-26, 8-40, 8-57, 9-2, 9-16,
14-6

3-D VIBW ..ot 8-53
time-correlated single-photon counting.1-2-3
time domain .......c.cceceevvenieviiniicneeieneene 1-2-3
Time dynamics.........cccccoeeveevecieeneenenen. 7-12

time resolved...7-1-4, 7-12—-13, 8-1, 8-39 and
ff, 9-6, 9-8, 9-13

Time Resolved Acquisition..................c........ 8-43

Time Resolved Model......... 7-12, 8-47, 8-49-50

Transfer button .... 4-5, 6-2, 8-10, 8-19, 8-30,
10-6, 13-9

triplet state........ 1-2, 14-7, 14-9, 14-12, 14-14
troubleshooting ..........cccoeeevveevcieenieeeenn. 10-1
U
Uniblitz ShUutter .....ooovveeeeeeeeeeeeeeeeeeeeennn. 14-8
UNIES oo 3-8, 3-16
Unk Emission ENd.......cccovveeeeiiiiieeeeee. 7-8
Unk Emission Start ......ccceeeeeeeeeeeeeeeeenn. 7-8
UnK EXCItation........cooeveeeeeeeeeeeeeeeeeeen. 7-8

Index

unknown ...4-1-9 and ff, 5-1 and ff, 6-1-2 and
ff, 6-13, 7-2-3 and ff, 8-4 and ff, 8-62, 9-2
and ff, 10-7 and ff, 13-3 and ff, 14-2

UNKNOWN .....ooovviiiiiiiieees 5-13, 6-8, 7-10

Unknown Em (NnM)......cccoeeveeviecniennnnne. 4-13

Unknown EX (NM) ....cooveeveeiieieeieeee. 4-13

UNPacking ......ccceeeevveevveeeiieeeieeennne, 2-11, 2-13
| 4

Variable Time Kinetics.......c..cccccveue... 14-2

VIBW et 8-53-54

Visual Instrument Setup .... 3-2 and ff, 5-20, 8-5,
10-15, 13-4, 14-1

w
Wat €5 . eXP oo 3-15, 3-21
WAL €5 . SPC oo 3-15

Windows....0-1, 1-15, 2-18 and ff, 4-24, 8-14,
10-3-5, 10-17, 12-2, 12-5

WINAOWS fil€..eeeeeeeee e, 13-11
X
XCORRECT. SPC...eeeeeeeeeieeeeeeeeeeeeeeeaeeenanns 14-3

xenon lamp2-1, 2-12, 2-15, 3-1 and ff, 4-4, 4-
6, 8-2-3, 8-5,9-1 and ff, 11-2 and ff, 12-2,
13-1, 14-3 and ff
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Fluorolog Tau-3 System Cabling

The following schematics and cabling checklists describe all cable connections which must be made on a new
Fluorolog-Tau-3 system at installation. These connections should only be made by afactory trained Jobin
Yvon Inc. service engineer or authorized representative. This documentation is supplied for reference only.

AC Line Connections:

The Fluorolog-Tau-3 lifetime system uses several AC line connections. Systems are configured to the proper
voltage settings for the country in which the system will be used. Each line receptacle should have its setting
properly labeled 115V or 230V. If you have questions about a particular line setting please contact |SA or your
local representative.

The following items require AC line cords (Part #98015 US format 115V, or #98020 EEC format 220V). The
are grouped by which circuit they should be connected with.

Y ou may also refer to the schematics which show line receptacl es on those components that require an AC line
connection.

WARNING: DO NOT MAKE LINE CONNECTIONSWITH ANY INSTRUMENTSOR
J ACCESSORIESSET IN THE ON POSITION. THISCAN LEAD TO ELECTRICAL
DAMAGE TO THE

INSTRUMENTSOR ELECTRICAL SHOCK TO THE INSTALLER.

LifetimeCabling02222000V 3.0.doc Digital Lifetime System with FL-1039 or FL-1040 Xe Lamp Housing/Supply



Electronics Rack: Therack hasaline strip in the back of the cabinet where the lifetime electronics are kept.
The dual exhaust fans on the door are connected to this strip during shipping.

Connect the AC line cords for the following components to the line strip in the Electronics Rack.
I/O Drawer:
Dual Channel Synthesizer:

PMT RF Amplifier:

Pockels Cell Lifetime Components. Theseinclude the HV bias and Pockels Cell RF amplifier. They may be
connected to any other electronics circuit desired.

Connect the AC line cords for the following components.
Pockels Cell RF Amplifier:

DC HYV Bias Supply:

Computersand Controllers: These include the SpectrAcQ and the host computer and its peripherals. The
SpectrAcQ powers the spectrofluorometer system through the mono. control cable (part #400108). Computers
should not be on the same circuit as the Xenon arc lamp power supply due to large EMF spikeswhen the arcis

applied.

Connect the AC line cords for the following components to a stable source.
SpectrAcQ:
Host Computer:
Monitor:

Printersor other Host Computer peripherals:

Xenon Lamp Housing & Power Supply: The FL-1039 and FL-1040 Xenon lamp housings contain both the
lamp housing and the power supply. The line cord for the lamp housing should be connected to a separate
electrical circuit which is not used by computer systems. The supply generates about a 25kV spike to ignite the
lamp. This spike can cause damage to computers which are running on the same line as the power supply. The
lamp housing has an exhaust fan which uses vents on either side of the housing. If you have a phosphorimeter
option with your FL-1040, please consult the instructions that came for the phosphorimeter for instructions and
cabling notes.

Connect the AC line cord for the Xenon lamp housing to a separate electronic circuit.

Xenon Lamp Housing
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Fluorolog Tau-3 Steady State Cabling
Cable Checklist and Notes

Serial Communication: This cableisthe communication between the SpectrAcQ and the host computer.

Null Modem Cable from COM 1 on SpectrAcQ to desired Serial Port on Host Computer. |If the host computer was purchased with the
Lifetime system, refer to the system performance test report for the proper seria port on the host computer to connect to. We use two
formats of null modem communication cables. Part #400144 isa9 pin null modem cable, while Part#'s 97133 and 97134 are a 25 pin
null modem and 9-25 pin converter cable, respectively. The extra COM port on the SpectrAcQ is available for the Phosphorimeter
accessory.

Cable 400144 or 97133,97134 from COM1 on SpectrAcQ to proper serial port on Host Computer.

Monochromator Control: Thiscableisthe communication and power link between the SpectrAcQ and Fluorolog-Tau-3. It
powers all monochromators, exhaust fans, and automated accessories within the spectrofluorometer. In addition, the cableis used to
control the monochromators and any automated accessories within the spectrofluorometer.

Cable 400108 from M ono. Control on SpectrAcQ to Mono. Control on rear of sample compartment.

Steady State Detector Signhals and PMT DC High Voltage Bias: These cables collect the steady state signals and power the
detection modules for each detector in the spectrofluorometer. The reference detector (R channel) isasilicon photodiode and has a
current module located within the sample compartment. The emission detectors (S and/or T channels) use photon counting modules
when used with the 400081 Tau-3 emission PMT detectors (default). If solid state or other detectors are used a voltage input module
(DM303M) or lock in amplifier may be used, although these are not detailed in the general schematic. The 400081 emission PMT
housings use an SMA connector to connect the signal cable to the DM 302 module.

Each PMT in the Lifetime System uses a SpectrAcQ supplied DC high voltage bias. Usually, HV 1 isfor the
'S' detector, HV2 for 'R', and HV3 for 'T". The R high voltage is for the lifetime reference detector, as the reference detector in steady
state is a photodiode which requires no external bias.

Reference Detector Steady State Connections

Cable 33979 from reference connectors (1 15pin, 1 BNC) on rear of sample compartment to Input R
on SpectrAcQ.

Cable 34040 from DC BNC connector on Lifetime Reference detector to HV 2 on SpectrAcQ.

S Channel Emission PM T Detector Steady State Connections

Cable 37746 from S.S. signal output 'S' emission PMT housing(SMA conn.) to DM302
module | nput.

Cable 33977 (5 pin connector and BNC connector) from DM 302 module Output and Power to Input S
on SpectrAcQ.

Cable 34040 from DC BNC connector on 'S’ emission PMT to HV 1 on SpectrAcQ.

T Channel Emission PMT Detector Steady State Connections (if system has T channel option).

Cable 37746 from S.S. signal output 'T' emission PMT housing(SMA conn.) to DM 302
module | nput.

Cable 33977 (5 pin connector and BNC connector) from DM 302 module Output and Power to Input T
on SpectrAcQ.

Cable 34040 from DC BNC connector on 'T' emission PMT to HV 3 on SpectrAcQ.



SpectrAcQ

Mono. Control

Trigger
C 1
com1 COM 2
1 [
1/0 Control (DAS)
1
Analog Input (DAS)
Input S Input R
1 1
Input T Input A
(optional) (optional)
HV 2 HV 1

HV 3(optional)

FL-1039 or FL-1040
Xenon Lamp Housing
and Power Supply

DC HV Bias Supply

I/O Drawer o 1
On Back KV
HV
AUX
O o %
1/0 Control
MAIN |
S R T X Analog Signal Synth.
[ N O I R - 37685 e POCKels Cell RF Amplifier
n Bac
. Excitation Monochromator
Dual Channel Synthesizer
AUX Output
m AUX Output INT/EXT
p Control - Input O Output
e 5/10MHz In - RF Splitter
. ain Outpu
Main Output, O O RF Bias to Use 10dB
10MHz Out Height @ LY shier purs) Attenuator on RF
37689 Limit ~ Bottom BNC on Input
| splitter (Part #90361)
37685 . - DC Bias to
\ PMT RF Amplifier Pockels Cell
C/&:'Lowev BNC 37733 M\
37689 ﬁp
RF Bias to Ref 37685
On Back Pockels Cell O
ot outout Upper BNC
npu utpu
f O P 37685 Intermediat . Mono.
G slit Control
Tau-3 Reference
Use 10dB G PMT
Attenuator on RF ODC
Input DM Tau
(Part #90361) 30 R Signal S
2 Output
oc(O)O (Mrr RF
37689
400081 Sample Compartment 400081
Tau-3 Tau-3 T
Tau | Emission Emission au
Signa PMT PMT Signal
Output . Output
=7
DC
T FL-1031 S& O
Spatial Filter 30
RF 2

Lifetime RF Cable Connectionsfor Fluorolog-Tau-3 Systems



Fluorolog Tau-3 Lifetime RF Bias Cabling Checklist and Notes

These lifetime system uses adual channel synthesizer to general the cross-correlated frequencies used for dynamic measurements.
This connects to two separate RF amplifiers, one for the Pockels cell, and one for al of the lifeime detectors. In addition, an external
DC high voltage bias supply is used to apply a DC offset voltage to the pockels cell.

RF connections use thickly shielded RG-8 cables to minimize noise and signal loss. Treat these cables like fiberoptics — Do not bend
RF cables sharply or intertwine them (causing crosstalk).

PMT RF Amplifier: Thisamplifier iscontained in the electronics rack. It usesthe AUX (auxiliary) channel of the synthesizer and
provides RF bias to the lifetime detectors via an RF splitter module. The input to this amplifier uses a 10dB attenuator.

Some RF amplifiers have N-Type connectors as defaults. Place N-type to BNC converters on the input and output if thisis the case:
Place N-Type to BNC connector converter (Part #940045) on Input of PMT RF Amplifier.
Place N-Type to BNC connector converter (Part #940045) on Output of PMT RF Amplifier.

RF Connectionsto the PMT RF Amplifier:

Cable 37685 (RG-8) from AUX Output BNC connector on dual channel synthesizer to 20dB attenuator to I nput BNC conn.
on PMT RF Amplifier.

Cable 37685 (RG-8) from Output BNC conn. on PMT RF Amplifier to the S (input) BNC connector on bottom of RF
splitter module on the wall of the modulator box.

RFE Splitter Module: Thismoduleis used to supply an even RF bias to each lifetime detector (R, Sand T, if available). If only R
and S are present, a 50Q terminator is placed on the third output to smulate aload. Each output is equivalent, those suggested here
take into account available cable lengths for the 37689 cable. Theinput to thismoduleislabelled S.

Cable 37689 from Splitter Output 1 BNC conn. to S channel lifetime detector RF BNC conn. input.
Cable 37689 from Splitter Output 2 BNC conn. to R channel lifetime detector RF BNC conn. input.
If No T Detector present:
5W 50Q Terminator (part # 90363) on Splitter Output 3 BNC connector.
If T Detector present
Cable 37689 from Splitter Output 3 BNC conn. to T channel lifetime detector RF BNC conn. input.

Pockels Cell RF Amplifier: Thisamplifier is kept outside of the electronics rack, and should be located near the modulator box
BNC inputs.. It usesthe MAIN channel of the synthesizer and provides RF bias to the pockels cell. Theinput to this amplifier uses a
10dB attenuator.

Some RF amplifiers have N-Type connectors as defaults. Place N-type to BNC converters on the input and output if thisis the case:
Place N-Type to BNC connector converter (Part #940045) on I nput of Pockels Cell RF Amplifier.
Place N-Type to BNC connector converter (Part #940045) on Output of Pockels Cell RF Amplifier.

RF Connections to the Pockels Cell RF Amplifier:

Cable 37685 (RG-8) from M AIN Output BNC connector on dual channel synthesizer to 10dB attenuator to Input BNC
conn. on Pockels Cell RF Amplifier.

Cable 37686 (RG-8) from Output BNC conn. on Pockel Cell RF Amplifier to RF Input BNC conn. (top) on wall of
modulator box.

External DC High Voltage Bias Supply: This DC high voltage bias supply is applied to the pockels cell using adual MHV
connector cable.

Cable 37733 (Dual MHV coaxial) from HV Output on external DC HV Bias Supply to DC Input MHV conn. (bottom) on
wall of modulator box.
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Fluorolog Tau-3 Lifetime Signal Detection Cabling
Cable Checklist and Notes

Signal and 1/O Control: These two cables run from the SpectrAcQ to the I/O Drawer in the electronics rack. Oneisfor 1/0O
control and the other sends the processed signal to the SpectrAcQ.

Cable 37186 from 1/O Control (36 pin shielded) on I/O Drawer to 1/0O Control (36 pin shielded) on SpectrAcQ.

Cable 37187 from Analog Signal (36 pin shielded) on I/O Drawer to Analog I nput (36 pin shielded) on SpectrAcqg.

Synthesizer Control: These cableslink the electronics drawer to each channel of the dual channel synthesizer to controlsthe
frequency settings of the synthesizers.

Cable 400210 from AUX Synthesizer on the I/O drawer to AUX Output Control on the dual channel synthesizer.
Cable 400210 from M AIN Synthesizer on the 1/O Drawer to M AIN Output Control on the dual channel synthesizer.
Lifetime Signal Collection: The datafrom each lifetime detector istransferred to the I/O drawer detection channelsusing 37195

cables. Eachindividual signal is processed in the I/O drawer and the resulting datais fed back to the SpectrAcQ through the Analog
Signal cable.

Cable 37195 from 9 pin Tau Signal Output on Lifetime Reference (R) detector to R 9 pin input on 1/O drawer.
Cable 37195 from 9 pin Tau Signal Output on Lifetime Emission (S) detector to S 9 pin input on I/O drawer.
if T channel Lifetime detector is used:

Cable 37195 from 9 pin Tau Signal Output on Lifetime Emission (T) detector to T 9 pin input on I/O drawer.
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