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RIS HAk S Hox B4 43
FEa s
0.5 mg 1.25 mg 2.5mg
\ A n DMSO | f§#FHISS in DMSO | {3 FH IS in DMSO
54k Fluor647 -4 e . e
i Fluor647 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
FRiC ) ORATF TR 2.0 mL 2 mL*2 10 mL
AL IR E 153 1 3¢ 153
HEF M IC DA E 0.1-0.5mg 0.25-1.25mg 0.5-2.5mg
*ER IR FH U -

AARICE R 71, RS IR AR AR A AT A K
EVRCAFE T, NE A RIS, BEREY DT 5%.
REEFAF
BRI BRAE-20"C FIERAE 6 N H .

Fluor647 Frichiifi FAERITTHHE

FEA IR Gt 4 B B T RiAn id 8 A & IR 15 . A & Buisdsid,
Fluor647 FIHUAMI B F LA 23:1.  (Fluor647 FHUA S+ ELIGHE A 8:1~23:1)

A bRE 0.1 mg B EGKES 2 mg/mL), 1 Fluor647 1 A (IgG, 150 KD)H 4T
Eb oA 23:1 I, Fluor647 [HEE/RIKEEN 7.7 mM, RN Fluor647 & K)iHHE 72
1. tHHEFER Fluor64d7 HIWFRKIE n:

N flworea7 =N X23=0.1 mg-+—150000 mg/mmol X23

=0.000015333 mmol

2. HHEFEEN Fluor6d7 AR V.

VFluor647 = MFluor647 ~ CFluor647 = 0.000015333 mmol — 7.7 mM=2 lJ.L
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1. AT 40 B A Ul B 1S

2. WAFEM HER: 4RAT 20 min AUKAE N &, PR IR G AT EEH 2Rt
oy IR ST B AEVKAE ) o

3. BHEERIE: A TR E IS ISR M, FiRE 10 min %, EINASY
FRCH) T 78 AR L MR I AT CREANMR IS I AR e I PR R AR

4. VRRTEAL Fluor647 T-Hr (A= MK N 0.5 mg 1) : F 4 uL DMSO ¥%/# Fluor647 T
¥, BE 10min, FFHLFEEM, ULE Fluor647 MIIKEE N 7.7 mM, 48 & .

- FERAE  (CARRARIC A IR B BN T S R A B

1. Replace the antibody buffer
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» 12000rpm 5min 12000rpm Smir 12000rpm

YYY Yy YYY 1mis
YYY
YYY
2. Labeling reaction 3. Ultrafilter 4. Collect Dye-Ab
Labeling Dye Add 450pL Invert
buffer 37 60min B3
' . away from light A.M
2000rpm Smir
Ab: e o I N > | Y SEm a0 12000rpm

2mg/mL o 1mis

oy vy oy ry o WYY Dye-Ab

- BICPER (BAARIE 100 pg FifeAfl, 2 mg/mL)

1. B#biisZ g

RIS, P50 A\ Labeling buffer 2 i I8 5 & KA, 12,000 rpm 20> 5 min, HEE
RERAE PR IE— K. RSO EE TAMEE N, 12,000 rppm 2.0 1 min, [RISCERIGS 1

EP



2. prid B

6] 4N N #MILabeling bufferfdi A K E A 2 mg/mL, HX 2 uL 7.7 mM Fluor647 U INAF_E
BRSBTS, BREES, %L THEE, 37°CHEYE RN 1 /M,

3. #BE

IIAGE R 1xPBS (2 450 L2 I E AR 2 iR R NEHRH, BRIES, 4°C 12,000
rpm &0 5 min. HE O JERIESL 3 7R

4. WEBIEE R

0.2 mL 1xPBS ZEIEEH, BERIT. KBIERERHE T H—MUEE (THAk35K
R w1, 12,000 rpm 250 1 mine WCHEE RS RIVER, RUASRIES P,

pRicsTiR R RAE

SEZ« MR S0 5 LR B B 50 MR L, FTINANIE & BSA, Hrith S B B 7105, 70 3% /M ir-20°C
BEOCORAT s AT LR BRI G H RiC D PRAFR S Al P AR LE 11 IR E, e fk
o
BRI SAVIEARC Y, T 4°CEDL, WARERS 1M T-200C, FWRERF 64
Ho

ERFEM

A. VG I0 Fluor647 B — AR 58 o

B. MBIEE MM IERE: AFI GBI E 30 KD BIEE, &6 Thoichifk. W Ehnict
SRV, EUEZIRAFR IS ST K T IR E B 2T R 2 A DB A R
RS, TBE TR SRATR.

C. Fluor647 Mtk k. Al &P 1 Fluore47 Mgk 7-EE (23:1) Xt
%, LIGH AL TRIATER, Fluor647 MPTiknFLLHERETLE . 8:1~23:1.

D. WAI&EERTERE: AAA G e S AR ENER, BAbmic teBRYE Rz
A AT P R 1 B i B B AN R B R L AT RR AL

E. FERcHidER: Hiidhbiid e RIS N 2 mg/mL, WIRIRERAR, TESLRZ mik

=



433 2 mg/mL.

5 1R R B AR TT R
Q: RHFEH FARGEIRETRIETE 2 mg/mL, FEIRGREVIET BLT?

A BRICHII R AT RETE BX MR, QIR SEAEIA A BIX AR, 3& 238 I TS AL ) 96 2 &5
B EEAR T RICR AT LA 238 0 5% 06 3% F Bl I R B 2

Q: Ftrie A FERERNBEE/RIE AR 1:8-1:23 Z[6]?

Az XANEARRIEAF ALY T e, BRI S AV RSN A LR stEfmid
AT AR A R P A U

Q: ufmEER L& RERERS?

A — kUL, FbRid Y o T T ESEIEEEE 0T 2 50 REE; thn, ARiddiik, ik
4 TR 150Kd, EF5T#E 75kD LT HIERAT A, 70 F ek BBk, EEekig . Wy rEAR/D,
FRicse DLE R S SR B alife 7 5, belnn, 10kD 2 7= # 1 HPLC 4ifh.

Q: FFICEIK

A: AUTRE:

1. PP S A IR B, SYRR MR T e g . REACEBE TSR IEM M|
Tris LA IE 2R , bricET A PBS &4

2. BASEBMG (<1 mg/mL)2 MRt %

3. bRid BRI N ER SN E R RN IR AW pH =i 22 ~8,  RUATE S5 56 1 PR 5 hs1d e B
MR . R AR SRR pH, DN SERRIR 25 B TEVE K pH AT EH0EK T B4
DK BRI &, BN rhE0A PBS, BUH 0.1 M IRFREANIENT 55

4. WL R7N pH A2 9.0~9.4, FRicd MR ICEE (R 10 min) B B.HGE

5. ANEBUES AR R SEFARE, Jebbbric 5 R8BI AME R AR, AR B A

R BRI IIPMCE R . N INARIE R, AT LA R R AT B AIE, B B A RO
BEFRIC. AMMAEESRET 1 DNEH 4CREIR, HRETSE.



