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Fig.1 Absorbance spectrum and fluorescence spec-
trum of each reagent.
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Table 1 Coincidence rate v between independent
component and reference.

Set. A | Set. B | Set. C

Max. (I") | 0.999 | 0.995 | 0.999
0.000 | 0.003 | 0.000
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AD—FE ~
Table 2 Coincidence rate v between independent
component and reference.

Set. A | Set. B | Set. C

Max. (I') | 0.937 | 0.993 | 0.513
0.062 | 0.007 | 0.265
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KW LIEHETHS. £y P AR TISEWETIED
505, FEROBIFICEREGDEGE L IET S LW
SR E V., kv kB, LROBIEOEELIZIE
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Fig.2 Overview of measurement system.

DEIANRT NV ERIEARY MV EDER ) HUNE
WO, HEEHL/NE A EEAITITHILICER
EbahibotEZONS. Lo T, DK
IV FN D Z OFEBROPALA D CLEF 2 ik
BThb., £/, DEOEEDLS 1072 O F — &5
DR ERIEE L TRYTHLLE VR D,

4.2 HWEANYT MLOBEIE
Kz, EBRICHEGERERALTHERLY Y T
DFERMEIZ L BREREIT).

4.2.1 FE B E

Ay PVOFHINCIE, SYeEEeER (B2 P-
4500) B OF— M 77— (HAL AS-3000) &, ffl
HHPC ECBESNIABFUN S AT 22 Hwiz
(M 2). B, A= My 77 —FdbomeriC
TeOVHFRNSEES SN2 DTH 5.

F— 1y TI—E, Tu—k VIR RAT A
ESEEBEERHC N U TR PG A, AEEEERT
FENEZITMELRIGT 5. WETRTIDL, bt
#1d 99.5% DTy — L TPRIF SN, BITHIKTT T
Efrhbhs. DLEOFGEEFAH TITHLNLS.

4.2.2 B FE

HiE D Alexa-488, Alexa-532, FITC (fluorescein)
D 3EOENEFEY —OTOMAEDLE, ENELO
LR 2 E R TZRERB DAY ML aifilE L7z,
FOFOWREEE 31T, WELRFEE 4 1ITRT.

4.3 HBE—8BFDEEOEME

FP, YIalb—Ya BV TEEIRE LTV
H—mEDOART PVOREH AR T 2. FKo
MeRE % 10 BePE 122 L S TR L 230 D 2 < 2 b

940

#* 3 HBEDIRE

Table 3 Concentration of each reagent.

Reagent | Concentration Volume ratio
Alexa-488 20 [pg/ml] | 0/20, 1/20, 2/20, 3/20,
Alexa-532 20 [pg/ml] | 4/20, 5/20, 6/20, 7/20,

FITC 1 [pg/ml 8/20, 9/20

#aWE R M

Table 4 Measurement settings.

NG A—% RE \
B 150 W xenon lamp
A1) v Mg Ex: 5.0 [nm], Em: 5.0 [nm]

Ex: 488 [nm], Em: 510 to 560 [nm]

W A=H] Ex: 5.0 [nm], Em: 5.0 [nm] ,
W R AT 30,000 [nm/min]
T F<IVEIL 700 [V]

LARY A 0.01 [s]

£ 5 KUFEOTRGGHHERO BREF TR
Table 5 Cumulative proportion values of PCA for
each reagent.

1 2 3 4
Alexa-488 | 0.997 | 0.999 | 0.999 | 1.000 | - - -
Alexa-532 | 0.917 | 0.971 | 0.988 | 0.988 | - - -

FITC 0.997 | 0.999 | 0.999 | 1.000 | - --

V& BRSO L THE LN BMESREE 5 IR
. InERB L, Alexa-488 & FITC 134 1 T
DHTIEIT L (100%) IZEL TS, T4bb, 20
TODBEDOANRY MVIF I ERTHSICHEEN S,
—7, Alexa-532 T35 4 D F TTITT 1 ITET
B3, 81 ERGEIT TOHFSERN 0.917 ITELTW
b, REBRTIIBESEOWHEFE%E 488 nm IZ§%E L TWw
D7z, FhEEED 532nm Tl Tdh 5 Alexa-532 D
HCRBENGH S 2 A ADFEEZITR T VI & EFE
T1UE, Alexa-532 DAY M 1 & THFTE
HLEZLILRIRUTHA).

DEO#REHE R T, SOROBRIRELFTHE
o, HOEIREE (AY M VOE—FRS) EHSE
& U CYRO & bE Lk 1 3 1SR, el
HFIZERERICR->TB Y, BEETFTIVIHE-> T
BEARLTZEIIRUTHS.

4.4 ZEZEEODEE ORI

MEICHONIAEREHE 2T, #HoBErH
oL EDANRY P VO EBEET 5.

M4, K5, K6 CKEEEOHMAETIIBITEANRY
FUH S OREEEDHEEM AR, WA O R
THhY, W HEEETH S, HEMHEOHA IS Tukey
DO EMEN L FATHE Lz, Mo idh Rz
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Fig.3 Regression line of single reagent’s fluores-
cence.

Alexa488 Alexa532

£ 3

£ > 2
2 2

5 g "
£ £ o4
g €

§ H

g E
8 8 T
° B

2 2

£ £ °7
@ @ oo
i Vil

i 1 e i |

01234567839 01234567889

True Concentration [ug/mi) True Concentration [ug/ml]

4 v b AIBTSHOBIRRE & HEEM
Fig.4 Comparison between measured value and es-
timated one. (Alexa-488 and Alexa-532)
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Fig.5 Comparison between measured value and es-
timated one. (Alexa-488 and FITC)
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Fig.6 Comparison between measured value and es-
timated one. (Alexa-532 and FITC)

F6 ThFEhoLy MIBITA Q? i
Table 6 Comparation table of Q?-values each set.
Set Dye Q?
A Alexa-488  0.987
Alexa-532 0.861
B Alexa-488 —4.20

FITC —4.33
C Alexa-532 —3.02
FITC —0.302

MR OHEFEMD Q* HAE/RT. £y M AllDnTid 1
IZEVETH BH, £y s BRUOC TIREDEIZE-
TWh, ZORENS, BIEET VD HiEFE
2t b A (Alexa-488 & Alexa-532 DAAH) 12D
W B IS WEED T ILEDS, v M B RKUC
(Alexa-488 & FITC KU Alexa-532 & FITC & D#l
AE) ITIZEATE RV EAER S N,

4.5 ZEHRNXOIFGHIEICETIER
BT OFEERIC LD, H—a M50 b
B, ZEAEETIILT LD Y 2wz b
MhER S Nz, COIERIBHEEEOMEIEMICL S
bOTHAHEEZLNLY, HHIIHD THEETH 2.
RN 2 bt FEOMANEM & L CHIE L7z FRET
WdHHH, TOHEIE FRET CEHEBETE 2w, #
DI E LTRO=ZDODPZEITENS.

(1) FRET »%E & % &MF12135F O =5 M
il EOBERNDH Y, LIRED LIRS B
(2) Alexa-488 & FITC &2 FRET »%E & 51
FRIZIE RV,

(3) Alexa-532 & FITC & O] <Tid FRET 25k
155, BRI THSNDHBRLSETHS.
PUF, #fl%ik~%. FRET 1, 2 fEomEH T
IVE—BHIRE L L THFOBEDOHENLTEE
Ny )R HOBFEOFNIIE RIHETHL. 0
LEIANKE—RED e N)F—, ZUTWEH=ZT 7
7% LIRS, FRET 3 FF—0#EA~R7 bLk
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£7 RETHE) 77 LY AD—FE ~
Table 7 Coincidence rate - between independent
component and reference.

Set. A | Set. B | Set. C

Max. (T') | 0.996 | 0.747 | 0.798
0.002 | 0.157 | 0.123

TSI DRHEARY PIVEICKELELRYBH D
LEITEEZ A, Alexa-488 & Alexa-532 L DM EHT
1X, Alexa-488 7 FF—, Alexa-532 7 7t 7% &
%> TCFRET 25 &5, Lo LB Z DI
DHEDFEBEILZVWEIICRRZSL., Lok baiko X
HIZFRET BLTREL LIRS 20D T, 2o
BETIE FRET 3R E Lo EMRT A2 LI T
&5. Alexa-488 & FITC L OMAETIX, W IZWk
FWART PV EEFARY DIV EIUIEME L - T
B, FRETIZBIIS =727y DKL
HIrERw., 72, ZoOMATOBINERETIZE Y
IZHEEDHRE->TBY, TN FRETIZEABHDT
HHLiFEZSLNEW, —JF, Alexa-532 & FITC &
T FITC 2 FF—, Alexa-532 57 7t 7% Lo
T FRET »#2 &1 5. L7255 T FITC OEKEHG

F ) Alexa-532 DHNATRE 5139 THh 525, FEIIC
BAESNEDIIZDHMDOBETH S,
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