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RIS HAk S Hox B4 43
FEa s
0.5 mg 1.25 mg 2.5mg
\ A n DMSO | f§#FHIS in DMSO | {3 FH IS in DMSO
54k Fluord88 -3 e . S
it Fluor48s 43 4 uL AR 10 pL 7R 20 L AR
DMSO 40 pL 100 pL 200 pL
Fric 22 (Labeling Buffer) 10 mL 15 mL 30 mL
PRiC ) ORATF TR 2.0 mL 2 mL*2 10 mL
AL IR E 153 1 3¢ 53
i N TRE IR LN 0.1-0.5mg 0.25-1.25mg 0.5-2.5mg
*ER IR FH U -

AARICE A 71, RS IR AR A AT A R
EVRCAFE T, NE A RIS, BEREY DT 55
REEFAF
WA BRAE-20°C FIERAE 6 N H .

Fluor488 Frichiiffi FERITTHH

FEA IR Gt fd B B T Ripn id 8 A & IR 15 . Bk & e Buisdsid,
Fluord88 FIHUAII EefE 2 F LA 23:1. (Fluord88 FlHiiA%r+ LG A 8:1~23:1)

APl ke 0.1 mg B EGKEY 2 mg/mL), (£ Fluord88 1% F1(IgG, 150 KD)II4r T
Etly 23:1 B, Fluord88 MIEE/RIKEN 7.7 mM, NN Fluord88 it 5 77
1. i+FEFEER Fluord88 MIYIFHIE n:

N fFlworsss =N X23=0.1 mg-+—150000 mg/mmol X23

=0.000015333 mmol

2. HHEFEEN Fluord88 AR V.



VFluorass = Mrluorasgs ~ Criuorass = 0.000015333 mmol = 7.7 mM=2 pL
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2. WFIFEMUES: $EAT 20 min AUKFEHECRIAN &, PR =R GE: AR EH 07
oy Ak S E AE VKA D 6

3. BB TR EIEE IS AR M, FIRE 10 min 25 H, EINASE
PRICHZ AT FE ZARIC Z RN T CBEANAR I IR R I O RZ ORI o

4. VEARIEAL Fluor488 T-Hr (A= A% 9 0.5 mg A : I 4 pL DMSO ¥ ## Fluor488 T
¥y, BB 10min, fRHFEHEM, A Fluord88 MIMKE N 7.7 mM, mHIFE T4 M.
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1. Replace the antibody buffer
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buff Labeling
U buffer 4
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2. Labeling reaction 3. Ultrafilter 4. Collect Dye-Ab
Labeling Dye Add 450pL Invert
buffer 37 60min  1*FBS -
. ‘ away from light ) p
e A
— Wt
000ry nin
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- BB (BAFRE 100 pg Hids A%, 2 mg/mL)
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TEE S IINBUMA, BN Labeling buffer 22 8 78 & & RAAFL, 12,000 rpm &> 5 min, FHE
FIRERAEFERIE— R SRR SEE TAMEE A, 12,000 rpm -0 1 min, [ECRIBUS 1R
Ao

2. it R M

7] 40 N M ITLabeling bufferfE PRk 4 2 mg/mL, B 2 pL 7.7 mM Fluor488 VUM F]
WL BATUAT, BERS, % EETEE, 37°CEERM 1 /N,

3.

IMGE & 1xPBS (£ 450 pLak 28 8 i KA 2 Bl I MiFR, 28RS, 4°C 12,000
rpmZ0r 5 min. HE B OEIERIEIL 3 0

4. WU IEE T RIVE R

N 0.2 mL 1xPBS ZE@IEE S, REWIT. KEIREEE T 5 —MUEE (T kzE KR
R 1, 12,000 rpm B0 1 mine WCHER P BT, RINARIC)S IHLIA

PRCPUARRIRAE

FE S AR SIS 7R B RS G IR L, AT IINGE & BSA, Hh BB 15, 732 /M -20°C
BEEORAT s AR AT LRG0 & M s ORI BRAE R S il P AR LG 1WA IS, 36 fR
1o
RIF: SAHBIERARCTY, T 4°ClbE, AREMRE 1 ANH: T-20°C, FIHRERSE 6 4
Ho

EREHR

A. ERIE ) Fluor488 # i — IR A# F 5

B. BB EMEER: A G E 30 KD HIEE, &6 Thriddifs. R G ERidH
fih s> TRV, U R ICY) I TR K T IS E B 7075 2 5 D R Uk Rk E
BRI, WTE TR S RATBER .

C. Fluor488 MHifh 737 Hik#E: A7 &P 1 Fluord88 Mk ¥-EL (23:1) X2

%, UG H A LE A bR T RIEATER, Fluord88 FIFLiksr T LLIEFETLE . 8:1~23:1,



D. RFAIEEATEE: AlfGRmirc e aRsaEnEn, BArmic LR E Atz
TEA R R SR 1) B o B R AN R R R LU AT RR A

E. fhricPiBER: fuidbrics RN 2 mg/mL, WIRKREBIR, FTESLRZ ATk
457 2 mg/mL.

5 17 B B fR R TT 5%
Q: FAFRITA TR TIRIERE 2 mgmL, FRGRPEIET B2

A PRI B AT REIE SR MK RE , AR SEAEIAA BRI EE , & 2438 DN IS AL A 96 2 &
B AR T AR AT LURE EE 38 10 5% 0 3R il It R o

Q: L TFERAERFBERE/REL RGER 1:8-1:23 Z[7]?

A: RAERIEAFE > TIERE, RSB0 T REDENA KRR St ts)
AR AR P B o

Q: WTEFEIFLIEA &+ HBEES?

A —RERUL, RtV 0 T 1 FRESBIEERE »T& 2 U Esdy; i, fsidduik, dufk
S TRN 150K, HHS THE 75 kD LA FIOHTU, 4 TRARED,, B, 1R FEA
AN, Aeidse BRI E SR ERaif 2, thln, 10 kD 4r & &I HPLC 4tk

Q: PRCRRIK

A: BAUTEHRE:

1. M S A IREMAER S, GBI TAaicE. iR EACEE TS &M (a
Tris BRI AR , tnicErH PBS &4

2. BASEBK (<1 mg/mL)& kR CEE.

3. dRid BRI BRER SN I F RS SR G pH = 22 ~8, BN E S35 B0 58 i R
IR B A0SR B R A S0 TS FEIAEAR pH, I\ EE BRER 5 th TC2oK pH A1 EHOE K. B4
IR EIR R, E2REPHR PBS, BiH 0.1 M IRFREFENTSE .

4. RN pH FH 2 9.0~9.4, FRid MR (R 10 min) BB IGEE.

5. ARYUARS 2R PGEFRAR, Gebbbric /5 R E AP AR AR, R bs D R A

R A R IIPMCE R . NBIIARIC R, BB R A A EEAT D, R B A RN GERL
BERC. AMAEAEZRBEE | DNEH 4°CHREER, 1HA k.



