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, Taq ANTP
BD TALON™ BD Biosciences
3 His-NE2
[ 16]
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Western blot
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, 1o , ) 3
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s 450/ 620 A 8Cl11
,MA18/7 s 3
30min , ELISA
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s s Smmol/ L cfu
PBS  PBST ,
) , His NE2,
, SDS- Smmol/ L
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, 20 PBST 5 PBS 5
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, , 2 3
4
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PBST  PBS IMAC
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Smmol/ L PBST Table 1 Selective enrichment of phage antibodies by His N E2
PBS 5mmol/ L Round of Amount of input  Amount of output ~ Output/ Input
TG1 ’ panning phage (cfu) phage (cfu) (%)
’ Ist 3.5x 109 5. 0% 10 1.4x 107 *
cfu 1 2nd 2.0% 10° 6. 0% 10° 3.0x 1073
& 1st P 2nd . 3rd 3.0x 10" 8.0x 10° 2.7x10"°
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- _ o _ s 1.8
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Figure I The cfu under different washing condit ions 0.6
PBST 1. Washed one time by PBST; PBST 5 or 10. Washed 5 or 0.4
10 times by PBST; PBS 1. Washed one time by PBS; PBS 5 or 10. 02
Washed 5 or 10 times by PBS; Imidazole 1,2 or 3. Washed one, 0 | o
st 2n¢ 3rd
two or 3 times by imidazole. "
Round of panning
2
2 ELISA

Figure 2 ELISA result of mult+clone phage ant ibodies
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1.2 B NE2 antigen B HCV O Blocking solution
200 ,
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0.8 |
3 10 , NE2
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( 4) 39101112 1314 1516 17 18 +-M13
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126 138 sckv  HB2151 Figure 3 Phage antibodies detected in monoclonal
, ELISA , 5 , ELISA with different activity
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1
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Figure 4 Competitive and blocking tests of phage ant ibodies
A. Competitive ELISA of phage antbodies to NE2 antigen; B. Blocked by positive sera of ant+ HEV IgG.
+ . Positive control; — . Negative control; M13. Wild type phage
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138 clone; 2. 126 clone

5
Figure 5 Reaction of soluble scFv to a pannel

of antigens tested by ELISA

sckv ELISA

M. Protein marker; 1.
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7 ,2
2 , , VH VL CDR ,
IMGT/ V- base (2
2
Table 2 Classification of the selected antibody clones according to their amino acid sequences
Clone CDRI1 CDR2 CDR3 Closest V family
126VH NGSLSGYY NHSGGA ARGQHGSGSYVGGFYYYDC IGHV4
126VL QDIDDD QEATT LOQHDNFPYTF IGKVS5S
138VH GDSVSSTFAA TYYSHWNY ARGWEGNIWYTEAYDT IGHV6
138VL QSVSSY YDASN QQRSNWP IGKV2
Note: Sequences were compared with the human Ig set from the IMGT/ V- base database
2 2
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Affinity Chromatography Applied to Screening Phage Antibody Library

CHEN Yingwei, LUO Werxin', WANG Ming giao, WANG Jin,

LI L+feng, YUAN Quan, ZHANG Jun, XIA Ningshao
( The Research Center for Molecular Virology of Fujian Province, T he Key Laboratory of Ministry of Education

for Cell Biology and Tumor Cell Engineering, Xiamen Unwersity, Xiamen 361005, China)

Abstract: In this study, a new method based on immobilized metal affinity chromatography (IMAC) for screen

ing phage antibody library against antigen in solution was reported. The purified antigen with His-tag was mixed

with phage antibody library. After well combining, affinity resin was added to the mixture. Then the norspe-

cific phage antibodies were removed by washing and the eluted specific bound phage antibodies were used to ir

fect TG1 and then stepped into the next round. The binding process of antigen and antibody completed in the

solution, which doesn’ t have the shortage of conformational changes encountered in the immobilized screening.

We applied the method to screen human phage antibodies specific to HEV NE2. The results of antigen compet+

tive ELISA, sera blocking ELISA, scFv expression and sequence analysis indicated that two specific human

phage antibodies were obtained.

Key words: phage antibody library; immobilized metal affinity chromatography(IMAC) ; screen in solution
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