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The Selection of Thrombin-specific scAbs by Alternative Panning Strategy *
Hong Long  YANG Bai-Cheng  ZHU Sheng-Geng ™ *
{ College of Life Sciences, Beljing University, Betjing 100871
Abstract; Specific seAbs could be obtained thmugh bicpanning from phage antibody Tihraries hy use of anligens
as target molecules. seAbs specific to thrombin were separated fram mouse antibody library by the panning strate-
gv of allemating liquid-solid phase in this paper. Thrombin was biotinylated by photebiotin at first, then avidin-
coated magnetic beads were utilized to isolate specific scAbs. The eluted phages were amplified and subject 1o the
second round panning in microtiter plate o remove the unspecifie reombinant phages. 4 specific scAbs were sepa-

rated from 23 phage clones after four rounds of alternative panning
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1L.L2 . E coli TGl HAEHETE.

L3 A7 BNBWTRROBHTRE, CHEWER Sigma &5, HEENEZ
B § Promega 7+ 7).,

1.2 Hik

L2.1 SRl SRR R LR AR H . AF BB T PBS B rhild, MANCBMAEYR,
BT T R LG 45min, KNG AR5 B R K& 0. Smmol/L Tris-HCI
(pH7.5) BT, WHAEH | KEMBRIH.

FH PBS X 4 W) R A A BE M B P AT AS BE R, TR REHR AR 0 8 2 B T U0 O I B O

WTF4C. KHHA PBSM BEITH MG, A PBSM ##F (1:200) B93%FFE-HRP,
37CRM th, VEERG, MEFRRTIMAFRS MRS FE [FrERENK (pH4.0),
ABST (0.22mg/mL), 1.8ul/mL 30% H,0,], K4b P @ 20 ~40min, A8,
1.2.2 4y RS S ABHE#TEE. SlEwRAeNEnES
RS AEE LR, REMABKA#HEHNRAUK, EEEISRLMBSSHI
HADLE. A O tmol/L = R (PEBH) LAVEREMEBEAPLIEE, 4 0. 1mol/L NaAe/
HAc (pH4.0) Wi H. B Ll PR Rl MEAMERE R THERE, TS R
MR EE, BRREBERERGET T Y, E4BEERZ MK PEG/NaCl DTS,
BT PBS SEphi b, 42 0.45um PORRMEGE SRR . 1 WL T ARG (R PR MR O E R
AT Rk,

552 R AFEAEEE: FENBOMEBIRE D, AL PBSM i i E ik
FE, TEIRTRA2h, FHREEERR, PBST MERERIR 20 YK, A PBS BEIRREHR
] 20 K. A =RV Rk, & NaAc/HAc BEHH M, I5E [l MR IF 4 18
Wt A

F/IAROHNEESR L, 28, HATEENFRESHREEIE, &SRR

RERE MR AR EENE. HE 4 RERGAHREEKAETHERE, B
RO BT E TGL, SRISIRTE LB-A AR |, 37CHFr &
1.2.3 ELSA figcFtEEARg e iA. PR EELY M AHARE R, BREEEWK
PEG/NaCl fiiEf5, T PBS Zapiirh, 34 0. 45um BORERE BERR R . #7 58 L M 8
FERRAR T, A% PBSM £ )& DRI AREWR, 37°C A 2h, WHSE, WA
AR LR AR B DU B R M3 i (JE 1: 5, 000 BT 2% PBSM), 37C
R 2h, WA, MAFERAEER ([ 1.2.1), BitgE 20 ~40min,

AR %L 0Dy, M B HTFFS 5080 (H Bioasia AR %R o
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2.1 RmEHEDRL

FEREAE RN T AR, RS EYWERLNENBOEERGR
F, FFEMZE—HRP ERENMNEDRABE (B 1) TREGERER, FHRER
M A R HYERL N, TORAYEX B CRAWRMAMENERE) WAREG, HHENEC
BRI R

W2 W3 w4 WS Wé

=

H1 EmEsEHRICAHEN
W2 10U/mL 4 B E LB B, W3 2U/ml = BB,
W4 0. 4U/mL PR EMEE, W5 0.08U/mL 4= % (L8 I 8%,
W6 10U/ mL ¥ 185
2.2 BRMESSREEHALEE

WE SR EARERNREE, SRR L
&1 BmBets AR KRN RE

N LR AR AR A58 T ER S o
(U/wml} (cfu) (cfu)

1 4 7.2 x10" 3.3 x 10* 4.6 x10*

2 5 6.4 x10" 5.6 %10° 8.7 x 107

3 0.8 2.5 x10" 9.0 x 10° 3.6x10°

4 1 4.9 x10" 2.5 x10° 5.2 x10%

EAMILE 1 RAE3 RURE 2 RAF4 R, TUFBLRRERAERNRHE
£,

2.3 ELISA £EMRHRE #2 ELISA ER5RMMEAH
Prk 23 MEATIREHEST T ELISA K5, H¥4 45 B

YRR, TH AT (BSA) MBEE REhERE  EE (0Dh)
M13KO7 FA¥ExT B OD I TRIK (£2). 74 0. 156 £0.011
PR PP L B BOIR (0 144 TIRE, WIE Ko aE bk 14 0. 152 £0.015
BERYEFF, eI — N ERNABTIEER, 14# 0.160 £0.016
17# 0.153 £0.014
3 it BSA 0.011 0. 010
M13KO7 0.016 0. 008

R SRS, UE-REVEE, FHE
B 5P RANRIR T MR RS MBARIEE T , ISEENSEY R, ResERM
RNRBIRHITERRH . FEBAREES, FURMEAGUAER T LR BT B tibis
#); MEEMEES, HERRMESIRRRE, AERAMEs), SHAHERMAL,
LA R, ATASARLE KM, K, BT, PURT MR RA R
%, 3 EMEERTTRT LIS PRI A R BEEMD, PURA TREE R HEN
R M S EAE A RS, HES RSN E YN SN RS &
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