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ERERPUATOCRE G, T REHEAK.

72 R R

Ko AT G T UM B AR, JORMIILEE R, ARid AR T

Ko AT N IR R RAC BRI, R R G Db A ORI R I B 2%

K A& A RS R, IFRIC B R AN G BT 5E B, TE 75 A MAC ) A1
i 16 CRAFRL o

* 60-90 73BT LU AR S BRI o

o R

AR L B 5O B A P RS TR S AR 0 T I BRI A . AT DU RIS DA
EAFRLETHBREAREEN T T

T




7= gy

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 Fluor555 -4 e . e
it Fluor5s5 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 .

Fluor555 Frichiidfi A ERITTHHE

FEA IR Gt 4 B B T RiAn id 8 A & IR 15 . A & Buisdsid,
Fluor555 FIHUAMRI B F LA 23:1. (Fluor555 FHUASr LG A 8:1~23:1)

A bRiE 0.1 mg MEEGKEY 2 mg/mL), 1 Fluorsss 1 A (IgG, 150 KD)H 4 ¥
Eb oA 23:1 B, FluorS55 [MIEE/RIKIEAN 7.7 mM, RN FluorS55 & MITHE 7.
1. THHEFER Fluorsss ¥R FIE n:

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

=0.000015333 mmol

2. HEFEER Fluor555 MR V.

VFluorss5 = MFluorsss ~ Crluorsss = 0.000015333 mmol < 7.7 mM= 2 pL
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1. AF40 b S A i A5

2. RFIFEMHES: $2AT 20 min MIKFEHBCH RN &, PR =R GE: AT 20007
oy Ak SR E AE VKA D 6

3. BB TR EIEE IS AR C g M, FIRE 10 min 25 H, EINASE
PRICH T FE ZARIC MR BN P CBEANPRIC I AR iR I A RO R R D o

4. VRARTEAL Fluors5s T8y (A=K N 0.5 mg 1) : F 4 uL DMSO ¥%/# Fluor555 T
¥, #E 10 min, R0, R Fluor5ss MIKE N 7.7 mM, 178 T4 M.
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1. Replace the antibody buffer

Labeling

Labeling
buffer g buffer s %
AAK
»
4 . — —
b 12000rpm 5min 12000rpm Smin 12000rpm
YYy vy YYY imin
YYY
vy
2. Labeling reaction 3. Ultrafilter 4. Collect Dye-Ab
Labeling Dye Add 450pL Invert
buffer H 37C, 60min  '"PBS <
away from light ;J\A
B — 3 —
12000rpm 5min 5
Ab: | | = B || e > | e > | YYY 3 imes Add 0.2mL 12000rpm
2mg/mL 1PBS 1min
YYY Dye-Ab
Yy Y YYY Yy YYy Dye

- PR (BRI 100 pg Hidk RH], 2 mg/mL)
1. ERBiEZIR

R OH MDA, I\ Labeling buffer £ 4818 i KAAFR, 12,000 rpm &> 5 min, EHE

ER AR IR R E SR E T AMEE N, 12,000 rpmELy 1 min, (RIS 5
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2. bricRBL

1] 78 N #b I Labeling bufferffi iAW Z 9 2 mg/mL, HX 2 uL 7.7 mM Fluor555 ¥ I E
RSBMPUAF, BRIRS), &5 L TEE, 37°CECRMN 1 /N,

3. #BE

MGG 1xPBS (4] 450 pLEG 2 I S KA £ Bk RBIER S, BRIE, 4°C 12,000
rpm 20> 5 min. HE B OBHIERIEIL 3 K.

4. WIS E PRI

i 0.2mL 1xPBS EEIEE L, BERIT. KBEREGHET 5 - MEE (FFRkZ35K

R D 5 12,000 rpm &0 1 mine WS PG RIBAWR, BIOUFRICE KIPTIA.

ek IR EN LY €2

FE s ARSI 7R B RN S IE AR L, A IIGE & BSA, Hh & BB 15, 732 /My -20°C
WECARAE s BT LR G I AR I R AR S A P i A AR L 1:1 IR A, h 35 (R
£ o

BRI SAPIEARCTY, T 4°CHbs, WEERE 1M T-20°C, FRERE 6 4
Ho

EREHR

A. ERIE ) Fluor555 g — IR HEA# 58

B. BIEE MRS ARG E 30 KD HIEE, E&Thichifk. WRFERRDHE
SRV, EBCEEIRAAR IO o 18K TR AR 7 2 A5 DL R S U e e
BRI, WETE TR S RATBER .

C. Fluor555 Mtk i3 k. A7 &R 1 Fluorsss Mk v-Eb (23:1) Xt
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%, KU H LA SR RATEIR, Fluor5ss Mtk 7 HHERTER: 8:1~23:1,

D. {FIEERATE: ARF &R e S FlSaEmER, Bdbrid e R bx
AT ik BB E B B A R BE R BT BEAT FR T .

E. FREHRER: Hiidbrid it R 2 mg/mL, MR, FESLRZ ATk
4551 2 mg/mL.

5 190 R B AR T R
Q: RFRILS FLIIRARETIRIETE 2 mgmL, FRERFEIIRE T EAH?

A SRIC I B AT REIE BX AR, QIR SEAEIA A BIX AR, 3& 238 I TS AL ) 96 2 &5
B EEAR T RICR AT LAE 38 0 5 06 3% Bl I R B 2

Q: LD TFERAERPBERE/RERGER 1:8-1:23 Z[7]?

A: EANERTEAREY > TR E, EAEMIR S YD TRIOZAEM A RR; HEbric )
AR SR L R DA E

Q: ITEBEIFLEA &+ HBEES?

Ar ORI FRic BV TS TEABIREERE S TE 2 U LR i, feichik, ik
RN 150 Kd, 3EF5THE 75 kD LUNRAERT L, T EAE DN, BEEE. WRe TEXR
N, Ridse PR @M Em ks R 2752, B, 10 kD 2> 7R WA HPLC 2i4k.

Q: TRCRRIK
A: AUTEE:

1. ZM P S A IREMAER D, GBI TAsicE. iREACEE TS EME T (1
Tris LRI AR , FnidETH PBS &4

2. BMASEBIL (<1 mg/mL)& kR LR,

3. BRSO IINBRER S AR F R SR AN pH THE 2 ~8, PN TE S35 PR 58 Hh A i I B
IR e e A0SR AR (IR I 2P FEAE AR pH, DN EEBRIR £ th 00K pH 1 £ B K. B4
INKEHEREE R, B2 PBS, A 0.1 M BREREGNENTSS .

4. AR pH JH A 9.0~9.4, FRicBCRMAMCEE (A% 10 min) BEKGEE.

5. NRAFUESHEHN R GERAR, Jebbbric )G E 0 AE R AR, b B iR

R A R IIRMCE R . ONBIIARIE R, BB R A A AT E D, SR> B A RN GERL
BHEFRC. AMAEAEZIRBEE | DNEH 4°CHEER, 1HHA k.



