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Fluor750 J& —Fh it 4ekt, HBUR BACHUA S K 737008 749 nm A1 775 nm, & 5HUATE
BR R IIPURROCR A GV, B RETEC.
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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 Fluor750 -4 e . e
it Fluor750 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
WA MAE20°C TR 6 A -

Fluor750 tricHiiafEHERTTHHE

FEAS N H el A = HUCR TR bR id BR A B IR SR> T2 . B S kbR,
Fluor750 FIFiARI & T oA 23:1. (Fluor750 A1 ELyG A 8:1~23:1)

A bRid 0.1 mg R AGKEY 2 mg/mL), i Fluor750 I A (IgG, 150 KD)H4> T
EboA 23:1 B, Fluor750 FEE/RIKEEN 7.7 mM, RN Fluor750 = H)iH5 i
1. THHEFER Fluor750 KI¥IE & n:

N fluor7so =N X23=0.1 mg-+—150000 mg/mmol X23

=0.000015333 mmol

2. HHEFEER Fluor750 HIAF V.

VEluor750 = MFlwor7s0 ~ Criwor7so = 0.000015333 mmol + 7.7 mM=2 uL
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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
2R 93 Bk BT B AEVKAE ) 6

3. BHEERIE: A TR E IS ISR M, FiRE 10 min %, EINASY
FRAICH) T 78 AR L GBI T CREAMR IS I A% v DA RS R R o

4. EARTEAL Fluor750 T8 CBAP= Fh3iA& N 0.5 mg %1 : A 4 uLDMSO & fi# Fluor750 ¥,
FrE 10 min, FFHFEHEM, UEE Fluor750 FIKFERN 7.7 mM, & T4 H.
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1. Replace the antibody buffer

Labeling

Labeling
buffer 4 buffer 3
AAA
4 = — —
N 12000rpm 5min 12000rpm 5mi 12000rpm
o y vy pm 5min Sl
YYY
Yyy
2. Labeling reaction 3. Ultrafilter 4. Collect Dye-Ab
Labeling Dye Add 450pL Invert
buffer . 37C, 60min  1*FBS —~
away from light o
—_— - —_—
12000rpm Smin &,
Ab: | | e > | ] e > | > | Yyy Simes Add 0.2mL 12000rpm
2mg/mL L) 1min
YYY
vy Yy Yyy Yyy ¥Y¥Y 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 ¥ ILabeling bufferfdi AR E A 2 mg/mL, HX 2 uL 7.7 mM Fluor750 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

R RS0 75 T A B A O FE, TTIE R BSA, HHl S B 7%, 405 e/ -20°C
BT T LUKAR I A RS R A  b P R IR AR 111 JRATE, 203 (R
1.
R SEPAFL, T 4CEE, WRERE LA T20°C, WRERE 6
A.

ERE

A. WEEE ) Fluor750 #R1— X IHEAE F 56

B. BB EHASERE: AT EEARE 30 KD BIEE, &6 Thidyifk. mRFHERCH
o TEYIR, EUEERAPRC > TR TS E R 0 7R 2 DL SR G Rk e
BRI, THE MRS ENRR

C. Fluor750 FIfifh 73T L. Al G IR Fluor750 MLz F-H (23:1) S
%, SWIGHE A LPRTE RIATELZR, Fluor750 FMFtiAsr ¥ HHEREVEH: 8:1~23:1.

D. BHEERERE: AlflEumiric LS Al E@RnER, BAERic ELeRiEf bz
TEA AT U 1 R o B BB AN R EE R LU B R AT B i o

E. fARiCHEER: JUiRbRicH MRy 2mg/mL, A1SRIK R, 7 78 SEI0 2 ik 4

=



#| 2mg/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: LT ERARNBEE/RIL AR 1:8-1:23 Z[H?

A: EANEREAREY > TR E, EAEMIH S YD TRIODEMARR; HEbric
AR SR L A DA E

Q: WMEFIR LR EHHBIEERS?

Ar ORI FRic B TS TEABIREERE S TE 2 MU LR i, fRichik, ik
RN 150 Kd, iE&FTHEE 75 kD LUNRAERT L, T EAE DN, BEEE. e TEXR
N, bRidse PR @M EE ks R 2773, B, 10 kD 2> 7R E WA HPLC i1k

Q: FFICEIK
A: AUTRE:

1. PP S AR B, SS9k MR TR . REACEBE TSR IEM M|
Tris BLEIE 2R , bricHTF PBS &4

2. BASEBML (<1 mg/mL)2 bRt 2%

3. bRid BRI AR ER SN R R NIR AW pH =i 22 ~8,  RUATE S5 501 PR 5 As1d e B
MR . R AR SRR pH, DN SERRIR 25 B TEVER K pH AT ZH0EK T B4
DK ERRRR &, BRGS0 PBS, BUH 0.1 M IRFREANIENT 55

4. WL RN pH A2 9.0~9.4, FRidZEMFICEE (R 10 min) B B.HGE

5. ANEBPUES AR R SEFARE, Jebbbric 5 R8BI ADE R AR, AR B A

R BRI IIPMCE R . N INARIE R, AT LA R R AT B D, B B A RO
BEFRC. AMMAEESRET 1 DEH 4CREIR, HRESE.



