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CINERSS T ONE
11 SR E5 R, JeTtB=iR, PREF 10min,  FREURE
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HEA, MiEdEH] 185nm LL_E 3 L/min, 180-185nm_5-10 L/min, 180nm LA K 15-20 L/min

THR ENLRIEIT K

4. XXH:‘T SpectraM...

N EZRGIEN R, 7T S

TG R, SRR Smin, ZRJESERHGERTIFA 20min, XU

o

Program Application View Help

@ Instrument W sE

=3 J-1700 —
gtm Spectra Measuremen ?hOun:nDrl
- Time Course Measurement DJJ:EEE.HE'
----- 2 Validation =
--[FF] Data Monitor oF [
- Variable Temperature Measurement
aj Temperature Interval Measurement

[0 51 [ PRSP [ SR 1 P ———

5. HAMSHNE.:

M E‘ T HSHRE  IRIEFEM 5 E, 3 7E“ General/Control/Information/Data, 1

BHAEENSH.

M Genernal B &%
General Z %% & [6) 15

7] Parameters Advanced

General  Control  Information  Data

Photometric mode

o Jm

Start:

Charnels Mur: E 2 End: 200
Channel 1. | CO/DC ~ Data pitch: 05rm v
Charinel 2. |HT ¥ Start maode: Immediately
Ehannel 3. |DC ¥ Scanning mode: | Continuous
Eharinel 4| Abs ¥ Scanning speed: | 500 nmmin

CD scale: 200 mdeg1.0 40D

FL scale: 200 mdegA1.0 dOD

DIT.: 1 sec w MIRD.IT.: 1 sec

Bandwidth: |1.00 nm MIR bandwidth: 10 nm

[ 5t width: |30 I NIR slit width: 500
Accumulation/cycle
Accumulation:
Mo, of ]
accumulations:

B asic Mode Open... Save.. Drefault

nm

Cancel

(1) Channels Num AJ AR $& 52 R 75 ik
#, CD/DC. HT. DC. Abs. LD %

(2) Start  End #B MKEI/NEE

(3) Data pitch  —#% M 0.1nm-1nm, &
WG

(4) Scanning speed — ik
200nm/min B 500nm/min

(5) CD scale f&KFF A sfr CD fHIEHE,
FLscale AR

(6) D.IL.T.— MK 1s, NIRD.IT. AN 2s, M
R, A& K

(7) Bandwidth —%>~ 1.0nm, NIR
bandwidth & 10nm, UTFE &I
W, CDE 55, P& S,

(8) Accumulation R [HIIEXT4), No.of
accumulation AJEFE 1-3 1K



R Control WESH
WL FZIE, Shutter is opened and closed automatically i [ 25 4% 2

7 Parameters Adwvanced

General Control nformation Data

Correction

(®) Baseline

Shutter is opened and closed automatically

[] Shutter is closed between measurements.

il Information
i NIRRT B R 2 B S R

General Contol  Information Data

Sample name: | BSA

|
Operatar |HE |
Division: | |
Commert: | |
Concenation: | | moll
Salvent: ['w/ater |

[] Display the [Comments] dislog box before measurement

AT Data
£)i% Auto save Fi AfF LKA AJi% To Spectra Analysis

General  Control - Information  Data

Save data

Auto zave
Savein FADATANHVERE 20181013 Browsze...
Format: Date-Mo. ~

Send data

To Spectra Analysis

Pt

[] Print data after measurement

Browse...

E
WONZSE, TR = MORER, TR T,
MR, B, SoHL, 2 Smin 5.



(=) BExEETHCDXiEaH (-10°C-1107C)

ol
ég}
1. W ST T i T B, Wi Spectra Measurement, fTJFIIE R (BEAE[F
Do
5}.! Spectra Measurement - J-1700/8001061900
File Measure Contral View Settings Help

2000.0 'sm | Acc. 0M -5.36 mdes 33 v 0.036 Vv
| = | = = B D [mall= 4 aOiniO Ton tar Hi I

2. pidi “Setting”, WEFEMSCHEE, WFHEEHFE, WAL HFEEEE, oy, A
MR SR SCIRSEPRIELE holder  ***°C,
Cell units I
ﬁ Peltier-thermo Cell Holder
PTC-517/B021061646

Temperature contrg Close
Control ~ 37.00C  Holder Temperature: ‘3? “ -40-130 Stop
A= T ] -

2001

130
Halder 920 Control sensor: | Holder v Apply
Cell 2464C
Stirrer Orpm. iz
Item Walue (O Stap Apply

Cell Lengthmm| 10.000 (® Rotate:  Fate: \ 300 D
Remark B

B0 - 1000 r.p.m.
( ISEttings | |
3. Aiili Close, JRPAVHE S
o i Ml mEnms .
K7 General RESH(, FIERNA
7] Parameters Advanced x (1) ChannEIs Num ﬂ*ETEiIKE_\‘%Eiﬁ
General Cellunit Cortrol Information  Data T%’ CD/DC\ HT\ DC\ AbS\ LD Lii‘é
s O (2) Start End #EA M KB E
Chaninels Nurn: = End: 250 o . .
charr 1. [CD70E ¥ | v TS (3) I?ata pitch A 0.1nm-1nm, &
Channel 2: [HT e Start mode: Irrnediately ks ﬁ&ﬁ%’ﬁt
Channel 3: E; “| Scarningmode: | Continuous ~ (4) Scanning speed #iﬁ;f%
Scanning speed: | 500 nmémin -~ .
T " 200nm/min B 500nm/min
scale: mdeg. ~ — \
FLscal: | 200mdea10d0D  ~ (5) CD scale B S2 PR CD {HIEFE,
DT Tsee v MIRD.LT. : Tsec v FL scale Z()Eﬁ’ﬁé—“»
fordidte [T o bt [ (6) D.IT.—f N 1s, NIRD.LT. 2s, Mk
[ Sl width: 30 CINIR sl width: 500 A, AIE Yk
poeunaion e (7) Bandwidth —f#%>4 1.0nm, NIR
el bandwidth y 10nm, MIFF i AL
5%, CD{5559, A&,
Basic Mods Open.. Save.. Default Cancel (8) ACCUmUlatiOn ﬁﬁﬁﬁxﬁ@’ NO-Of

accumulation A IE#E 1-3 IR



Ak cell unit B S

Keep within +/- |U,1 0 | C of the target temperature for
\ . N RS \ 5 nds.
PO RERIRSE, Control BTSN 4], HiF seene
7] Parameters Advanced b

General Cellunt Conbol  Information Data

l- 0

Temperature:

Control zensar: Halder

kanitar genzor | Holder

O Start meazurement Immm
® Keep within +/-  of the target temperature far

zeconds.

O 3

[ Timeout: 20

ediakely.

R Control BHE S
W B I IE, Shutter is opened and closed automatically Hif [ % X 2]

7 Parameters Adwvanced

General Control nformation Data
Correction
Oione (@) Bassline
Shutter is opened and closed automatically

[] Shutter is closed between measurements.

A Information
F NI B BT A RS B

General Control  Information  Data

Sample name: | BSa

|
Dperator HB |
Division: | |
Comment: | |
Concentiation: | | malll v
Solvent ['wlater |

[ Display the [Comments] dislog box before measurement



i Data
A% Auto save i AAFRLIKAZ . /A)i% To Spectra Analysis

General  Control  Information  Data
Save data
Auto save
Save in FADATANHNEEL20181013 Browsze...
Format: Date-Moa. bl
Send data
To Spectra Analyziz
Print
[C] Print data after measurement
Browse...

5. BRI ERORER S, WIRZS FRESL, iy = 5 R BE I AR S AR S I B

6. TEHRESL, TUGLRER A 7, IR E YRR S A SRR
7. RRLETR, BB R . SRR I OK eIl S KB T % . 6HL. 2.



(=) BEeFEKTREEERMAR CD ER# (-10°C-1107TC)

1
nﬂils

1. XNy el T I A .
2. Wi “Variable Temperature Measurement” , 71l & Ff .

o

Program Application View Help

@ Instrument I

-5 1-1700 g
--fim Spectra Measurement -
-[F Time Course Measurement E
----- # Validation
--[7F] Data Maonitor d

u@ble Temperature Measu@

{lj Temperature Interval Measurement

% Interval Scan Measurement

*}J} Temperature/Wavelength Scan Measurement

liA variable Temperature Measurement - J-1700/8001061900

File Measure Control View Settings Help

253.7 om Temp. 36.99 ¢ -0.36 mdeg 3.6 vV -7.5903 Avs
i | S B ID wI=ame GGC = W

3. A ﬂ WEINESH:
i temperature, XBTERESH

7 Parameters Basic *

Temperature  Star/End General Contral  Information Data

Start bemperature; C [ Reverse 0

IntervallC) Target(C) Gradient[C/min)[  ‘Wait[zec)
1 1.0 35 5.0 a
2
Control zensor b amitar sensor
® Holder (O Cell ® Holder (O Cell

Halt termperature ramping during measurement.

Advanced Mode DOpen... Save... Default Cancel

i\ interval (0.1-10). Target. Gradient(0.1-10) A wait.

M Start/End
RN E % E S



7] Parameters Basic b4
Temperature  StatEnd  General Conbrol  Information Data
Start condition
(®) Keep within +/- L af the target 8
temperature for
() Cross the target temperature 2 times
Etd condition
O Beturn to start temperature
(O) keep end temperature
(®) Change to specified temperature C
Open... Save.. Default Cancel
M General
Temperature  Start/End  Gereral Control  Information  Data
Phaotometric mode wiavelength:
Channels Num: E = wiavelength [hm] ~ 14
Channel 1. | CD/DC ~ 1 650.0
Channel 22 | DC ~ 2 3000
3 290.0
Channel 3: | Abs w 4 230,01
CD 5 270.0
B 250.0
CD scale: 200 mdeg/1.0 0D ~ 7 he
FL zcale: 200 mdeg/1.0 d0OD ~
DIT.: 1 zec e MIR DT, : 1zec ~ L
Bandwidth:  [1.00 nm MIR bandwidth: | 20 nm ~

Slit width: 100 [CIMIR slit width: 100
Open... Save...

RIS A EARATI, 2 A 8 MK,

Default 0k Cancel

A1 Control, E#% Blank



] Parameters Basic *

Temperature  Start’End  General  Control  Information  Data

Carrection
®H (O Blank

Shutter iz opened and closed automatically

Advanced Mode Open... Save.. Default - Cancel
M it information
7| Parameters Basic X

Temperature  Stat/End  General Control  Infomation  Data
Sample name: |BSA |
Operator, |HE |
Diwision: | |
LComment: | |
Concentration: I:l umolfll
Salvent: |W'ater |

[ Display the [Comments] dialog box before measurement

Advanced Mode Open Save

Default

A7 Data

Temperature  Start/End  General Control

Save data

Information  Data

|F:\DATA\H VEIEN2018-10-16-T

Browse...

To Thermal Denaturation Multi Analysiz

Savejn
Format: [rate-No. w
Send data
To Spectra Analysiz
Advanced Mode Open... Save...

Default

BE AN ESHAE)

B, s oK, [E] 2 & S .



4, fish “setting”, WEFEMSCINEE, R ERRE, BN PPREEREE, SER, 20K
EIRFE A SBRIRE holder **°C,

200
Cell units JJ r
ﬁ Peltier-thermo Cell Holder
PTC-B17/B0210E1646 Temperature contrg Close

Cortral 3700C  Holder Temperature: ‘ A0-130 Shop

4o | 130
Halder 36.92C Conttrol senzor: | Holder ~ Apply
Cell 24E40C
Stirrer Orpm Stiner

Item Walue () Stap Apply
Cell Lengthirom] - 10,000 (@ Rotate:  Rate: ' 200 D
Remark. -
B0 - 1000 r.p.m.
t ISettings...i }

R Close, <M B FtI

5. CERFIZ A, i =, 5 R R R R AR, N R S A P A
RIS, 2 R R IR R AT

A

6. TG, sl U0, IR AN .
7. WIREEH, SRR . A IER ROk b, BRI bl .



(JU) ERF#EETH CD &3 (-10°C-110C)

1
n@l=
1‘ XX{E‘ SpectraM... %Tﬂ:ﬁljégfiﬁﬁo

2. Widi”Temperature Internal Scan Measurement”, 7 JF& 51

—otm Spectra Measurement

~[F% Time Course Measurement

----- "ﬂ Validation

[T Data Monitor

@_ Variable Temperature-Measurement

SN et niervel Mezsuroment B
E—-" Interval Scan Measurement

:ﬂ Temperature/Wavelength Scan Measurement

~[[f] Automatic Titration Measurement

~4}] Automatic Titration Scan Measurement

----!,L‘li Ex/Em Spectra Measurement

ﬁ MCD Hysteresis Measurement

----- il Stopped-Flow Measurement

-4 Parallel Time Course Measurement

2 lemperature Interval >can Weasurement - J- 1 /UU/BUU TUD 190U

e Measure Control View Settings Help

% 300.0 'nm | Acc.0M
EEFEEE-TEN R

il 1)

ih

1
nE
= A

3033.70mdes 0.001 Vv -7.5581 Avs
CPIEECET

3. mili 2 WEINESH:

J=%in Temperature, HETRRESH

Temperature  General Control  Information  Data

ot [

Data interval: 1.0

Temp. gradient: Cimin
e ait time: 38 @®tHolder O Cel

Start condition

eep within +7- 3 of the target termperature for seconds.
@k ithin +¢- | 0.1 C of th far |5 d

(O Cross the targst temperature 3 times.

Contral sensor

(® Holder O Cell

Monitar sensor

End condition
(O Returm to start temp. (O Keep end temp.

(®) Change to specified temp.

Halt temperature ramping during measurement.
[ Reverse o

Advanced Mode Open... Save... Drefault QK Cancel

ErerEs
=
|

Start/end temp W B TG4 WIRE
&EVME Eﬂ BFJ
Temp.gradient ¥ B FHif# %
Wait time W SR [A]

Data interval



R General EEZ%, ¥ EMR

7] Parameters Basic

Temperature  General  Control  Information Data

Phatametric mode

Stark: 300 rirm
Chatinels Mum: E s End: 200 hm
Chanrel 1: | CD/DC o D ata pitch 01 wnm  ~
Channel 2. |DC e Start mode: Irmediately ~
Channel 3. | Abs e Scanning mode: | Continuaus w
LI zinglefdbz)

Scanning speed: | 100 nmdmin
CD scale: 200 mdeg/1.0 40D ~

FL scale: 200 mdeg/1.0 dOD ~
DIT. - 1 sec e MIRD.IT.: 1 zec -

<

Bandwidth:  {1.00 A MIR bandwidth: 20 nm

Ma. of accumulations:

Advanced tMode Open... Save... Defauilt Cancel

M i Control, EFRLKIE,
’5)i% Shutter is opened and closed automatically

Temperature  General  Contol nformation  Data

Correction

(O Mane (@) Baseline

[] Shutter is opened and closed autamatically

Shutter iz closed between measurements.

Advanced Mode Open... Save... Default Cancel




Riif information

Temperature  General Control  Information  Data

Sample name: ||

Operator:

Diivigion: |
Carmment: |

Concentration: l:l maldL ~

Salvent: | |

[ Display the [Comments] dialog box before measurement

Advanced Made Open... Save... Diefault Cancel

i Data

7] Parameters Basic =
Temperature  General Contral  Information Data
Save data
[ Auto save
Browse...
Drate-Mo.
Send data
To Interval Data Analysis
Advanced Mode Open... Save... Default Cancel

ml “setting”, WEFENCSCINEE, R ERHE, BN SRR, SER, AP
SRR B BRILE holder  **°C.,



5.

6. MUEFEM. A T, IAFIRE MR E AT

7.

Cell units

ﬁ Peltier-thermo Cell Holder
PTC-517/B021061646

Cartrol 3700C  Holder

40 [ T T ] 120
Halder 36.92C
Cell 2484C
Stirrer Orpm
Itemn Walue
Cell Lengthfrarn) 10,000
Remark.

Al Close, <MW EARM

5

]

I

BCE WA H, S
Fil Ry i

t IS ettings...i J

Temperature

2001

antrg
‘ 40120

Temperature:
Contral sensor | Holder V
Stirrer
() Stap
(® Rotate:  Rate: \ /300
B0 - 1000 r.p.m.

Temperature Controlling Measurement

W aiting to reach the start temperature.
Click [Start] to start the meazurement now.

Start kemperature:

Current temperature:

MAAEEA, RBAFREF . RENL KRR K.

Stop

Apply

Apply

P AL RIIRE RSO E RN B R SRR

Cloze

s
o



() B4R 53R DRCD J

4. ﬂﬁf
5.

6.

FHUIRES, PRBRAFE O B HoA S 28

FE O 22 28R BRI A

AR BRI A4S PUL-534, VERS MW L. S AT HIERL . —%emkie
FALINZ, 3kt DRCD kil dsH) B fLxf 42, 53—k 5 EHLE Detector2 ERIFLL
W BB ALk 12 M, 3k 12 ML, FIREE 3L 5 DRCD K 28 %
P, B—%5EH LM Detector2 X%,

R R EERE SR AEF R, S EARNES, WA R E RN 2R

M, 4TJT Spectra Measurement #fF.
AR it PR RS 2518 A [ 0 O AL S 2
M AR 4 KBr 54 AR RE TR G 5 FH BB (/NS T 28 16 1 IR, B HH v IR
JENAE i G s A B SR, FE R SCT R BRI, At I SUBCERR
BRI, AE AR > A S L (90 FETT ] s A SR i B TR BR AT S
MSART, U ARAE A, A8 A BRI S8 (180 BEJT1A]D.
FEHARE A I ROE B DERERE , FRCERESRE, BN ERarEgEm, A
R ASAT I (180 BEJTIAD), AF AR BRAA RAERCRE 52 i
AAEBIR BB M BRSNS, BRERRANRENE AR S, ¥
prdE AR, B E T AR RS
W&, PR ) =R R AR

IR > BRAG I 2% PML-534, 218 St eligad i 77 sk R BCE A &
s, ReglvE R 250-800nm FRAFER: 5 HIFRAER I 4% PMT+InGaAs JUJH b v F
B, AR L 165-2500nm.



VER LD 55 R AEH] PMT Al 2, R AEALI 2] 800nm.
AP AE A B AR, AT AR BRI, AT E A BRI T 4%
PML-534, NG EEARME FIRR, AW BT &5 0K, $95E I TiE 163-2500nm.

@ BEFE f=le2=np il =2 v

@

A AR ERA ST, M B SAT, A RE AR, % s
25 v B ST

General Control  Information  Data

Photometric mode Start: 800 1
havetsurs [ B - T (1) Channels Num 4% DRCD. DRLD.
— : nm
Charnel 1{://DFECD ¥ Data pitch: 10mm HT( FL)
Channel & | DRLD j v

\ / Start mode: Immediately ~ ( 2 ) ﬁiﬂ“ %%j'\j FDCD
Channel 3 HT(FL) V canning mode: ontinuous ~ SH-
L Scarningmode: [Con (3) Start End i[5 K (250-800nm)

Scanning speed: | 200 nmdmin -

. __fn

CD scale: 200 mdeg/1.0 dOD ~ (4) BandWIdth ﬁQaE‘ 2-4nm

Flscals  |200mdeg/0ddD  ~ (5) g%k, A& 4K DT, &K
DT 2sec v MHIRDLT. 1sec

Scanning speed, #&5 Accumulation

Bandwidth: - NI bandwidt 10m v

[ St width: 30 CINIR st width: 500

Accumulation/cycle
Accurnulation:

Ecoc.:l?rfnulations:
Open Save Default Ok Cancel
7o MRS, REAEL REHL. KA.

8. YRBRAA D BRALIN SR EFRLL, ) N AR BRI 45 o
9. FEEBDER, B ERBAIE AR, DABIAR > BRI E 5 Gt

TR 8 SO A I S P AR BRAG I 25, MYE 250-800nm; s FH A BAG U 25,
MAYEE 163-2500nm, XFMENLT, FUPBRATLA2eds, WAl A2, 23 miE, &
FRAEH, B9k —L, sSLIRER, FARATREPRE, —Bi5Y%, &
1244 DRCD,



Fi. Fluoromax 3B RAEME

(—) RSN 2

Lo CRRES B THTIT GER: TIRAEAZRL 90 &, $2HI7E 70 BA A N,
JRNFE i

2+ mili FEDTHESARE ) M ERR, 2+ Spectra, RJGM Experiment Type H
1% Emission, midi Next; CRA S —KITI 5 M BIbR B, 5 20t
MM AL ERR, SR ATZH0

] CAUsers\ Yvon\DatalLiu £D
llect Analysis Graph Dats Gadgets Tools Format Win

SHE
(1) B 4G i T B ZE M 5 HE 7 Monos. Data Identifier &bBCRASCHE4 (RBELLEL
FIHL, FEREBEREMS, fRIE5 MERLUA). 1E Excitation] AMIANBUK K
Ko BeBE9EE, 1E Emissionl AN RHHEKIERE B BT WK Ex
FR 5T Em BIBk4% STits HIUAR- R E N 3nm, Inm CERYFGIES, A 23460 PR 52
200 73, FrRipagAaeid KO

i B EiMalsitBloende RIS EISEEE RS+ B. 32 m T2 8,00

- Division - Setup ( Spectral i 1) e @ = |
E xperiment General | information
Exmeriment
j:hSpcclrn\h;s&cnm ,DW,ETW ublic\Documents\Jobin Yvor\Data Gload | Esve | W severs
e =
D;;" Conmet Spectral
e o
" e , e
x = R REVIIR BN 3nm
Advanced |
Emission 1 ~
‘ , AHEENRPDEKERTE
| - akC RIEKEAD 20nm! 1 !
T —— AR
- - Nﬁﬁ]‘ﬁ%‘fém“&ﬁﬁ 1nm
‘ Fu H J ﬁ ﬂ Cancel
1 Triggers Spectral Acquisttion[Emission]

(2) 5K )5 i TR A M T HEH ) Detectors, Signals fRE 1% B Integration Time
il (0.1-0.5s 2], REAFEMBADBFBEISEER 0. 1s). A1k Dark of fset, Jik
S1 PA K S1 K Correction; ¥4 Signal Algebra fEt[) Slc add>>%| Formulas &
P, RAEHH#—R, )5 S run 5828 17 ik81E E ARG Integration



Time 3HN%] 0. 5s LN Accumulations —f&ik 2-3, AN FHiSg k%

Averaged Scan);

ivi Setup ( Spectral ission] ) | G|
Experiment | General informa ' E— - : =
e Directory
DfitSpectral Emission xml Ci\Users\Public\Documents\Jobin Yvon\Data (2 Load | & save | & saveis ]
Data Storage
Data Identfier: DREm
e - s Spectral Acquistion[Emission]
Svml: ﬁ&%ﬂ#pﬁ] 5 iﬁ 0.1s
w
REFNAE S1 M Slc
SAB - Save As Blank (check this to save signal related blank file). *%n#ﬂl:
Signal Algebra - Accumulations
s.g:a« ]| e Fomulas P é R %E%_‘W\
s1 Segnal1 | |7 [(asa> Sinal Unts = = v N
Rl | 0 R = | = >1 REESRE
Fomis e [Leion] e Averaged Scan
Status
& @ WD »
Full Disclosure Help RTC Run Cancel
Spectral Acquistion{Emission]

4. BARORAT: 58— MRS, S HIFERHE, S browse, EFESHREM !,
&N 1. opj, JE B HAE 2 SL FH R 1. op, AT E—AMEIRRAF X!
HEREEL R S AP ERR, 8(# File = Save Project As (opj)

(Z) BRI

Lo CRRES BT THTIT GER: TIRAEAZRN 90 &, &I 70 BAA N,
JRNFE s

2. mii M BEIAR, 1E#E Spectra, #AJ5 M Experiment Type HLiZ#f Excitation,
s Nexts

3. ZHE.:

(1) %6 s FEZEMJ5HEF Monos, Data Identifier AbBUNCAE4 (RAELIEL
FIFk, DREARRAT S, TRIUE 5 NFRELAIND. 7E Excitation] b NIHUR B
K. B, Se%%E, 7F Emissionl AbHIN RSB, Besssi g, Wk Ex
A5 Em B84% Slits WA 2 BN 1nm, 0. 5nm;



#® Fluorescence Division - Experiment Setup ( Spectral Acquisition{Excitation) )

jvers'\Public\ Documents'Jobin Yvon'\Data (o Load & save & Sove is

(2) ARG E i TR EM T HEF ) Detectors, Signals B % & Integration Time
JuFE (0. 1-0. 5s 2 [8] ). /2Ji% Dark of f'set.2Ji%k S1./4Ji%& R1 LA K R1 [#] Correction;
o) piili Signal Algebra fEHL[) S1. Operations Bid[#)/. LLK Signal Algebra
BRI Rle, £ NI Formula 2 87K S1/Rle, #R)5 add>>#| Formulas 8
4y, IR ¥ Formulas BEHLf) R1 <<Remove F4i; A T ik o8 v 0 G I
Accumulations —f%i%k 2-3, A M N FisE Bk £ Averaged Scan 8% Sumed Scans,

ARG R run;
Fluorescence Division - Experiment Setup ( Spectral Acquisition{Excitation] ) (ORI
peri p (Spectral Acg;
Experinent | Geneeal informalion
i Drect
e oy
DitSpeciralExctation il € \Users\Publc\Documents \lobin Yvon\Data i‘ _ﬂ_gve_‘ :ISM—M._I
Data Storage
Deta identier DRREx
c Spectral Acquistion[Exctation]
Signals
Select
Integration Time: 02 (] Dark Offset
Enable] Signal|Detector| Units T HVIV)| Corection Blank Subliaction | SAB|
W st s ©PS %50 [ |
¥ R_R Mictaamo 72 VI | @ |
SAB - Save As Blank (check thi to save signal elated blank fie)
Signal Aigebra Accumuations
Operations i
| S Dl — e 2 [Aversged scans <
|m a-gm}s‘ 5 ad» | [ soal Unts
|Fi - | cps Ol
| st - . Segnal1 - [HIE CPS /.. /[N Beley
i il 5
Fomuia Units <cCear Delay
Status
‘ g O A -
L FulDiscoswe | Hep | RTC | B | Concel
Trinewss. Spectral Acquistion[Exctation]

4, HHaff-fF: File = Save Project As (opj)
HEE: MEBRIGERN, BARBRBEKENTRIFEKZED 20nm.



(Z)Kinetics Wik

L OBFESGTIHTIE GERE: TTWAEAZET 90 B, JAAFEG:

2+ sk M EbR, %8 Kinetics, fiili Next;

3. ZHORE.:

(1) B i FEZAMJTHEF Monos, 7E Excitationl Abf NBUR K. Pegk o
JZ, 1£ Emissionl ALHINRIHEAC. Bes% 5 L

Division - Experiment Setup ( Kinetics Acquisition[Time Based] ) LN

Dl | Ese | Esaess.

Experiment Type Manos
Excitation 1
@] Activate

Wavelength Park
nm 350

Advanced

[Advanced ]

Kinetics Acquistion[Time Based]

Triggers

(2) 5K g A TR &AM T HEF ) Detectors, Signals 1% B Integration Time

JuRE (0. 1-0. 5s . [8] ). A)i% S1.2)i% R1; Time Based iR 1% & Time Increment.
Total Time; 4¢)5 il Signal Algebra &3] S1. Operations fEHRF /. DL K
Signal Algebra SHRf# R1, 7E R Formula B /R SI/RL, #AJ5 add>»
% Formulas #$4), [EIFE Formulas AR f) R1 <<Remove F8, #RJ5 A run;



Setup ( Kinetics

Based] )

=8 =

DftKinetics Time Based xml

Data Storage

Data Identfier: DitknTB

Directory
C:\Users\Public\Documents'\Jobin Yvon\Data

Dled | Eseve

| Esevers..

Comment:

Kinetics Acquistion[Time Based]

Signals
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Fig.1 Fluorescent images of Hela cells clamped at pH 6.0, 6.5, 6.8, 7.2, 7.5, and 8.0,
respectively. The images of the first row (FITC channel) and second row (RBITC channel)
were collected in the ranges of 510-550 nm and 570-610 nm, respectively. The third row
shows the corresponding differential interference contrast images. The images of the fourth
row (the Ratio channel) were generated by Olympus software (FV10-ASW); the bottom color

strip represents the pseudocolor change with pH. Scale bar, 20 pm.

Fig.2 Ratio channel, different color represents different Ratio value. Green indicates lower

Ratio value, yellow indicates higher Ratio value.
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Fig.3. The relationship between ratio value and pixel number. The pixel number at every ratio

value can be obtained.
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Fig.4 a) Intracellular pH calibration curve of DLCDs. R indicates the pseudo Ratio generated
by Olympus software (FV10-ASW). b) - f) Ratiometric images of DLCD-loaded HelLa cells in
PBS (pH 7.4): b) intact cells, and cells treated with ¢) 1 mm NEM, d) 1 mm NAC, e) 100 mm
H202, or f) 100 mm NaClO for 1 h. Scale bar: 20 mm.

Z#CHk  Angew. Chem. Int. Ed. 2012, 51, 6432-6435
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