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[Abstract] AM: To expbre the condiions of solid-
phase screening phage antbody Ibrary and to provide the
expermental basis for the desgn of screening progct

METHODS Diverse antbodes incuding HEV NE2-specific
and non-specift humanized phage antbodes were used to
study the screening conditons such as he b hding tine of
phage antbodies to antgen the concentration of coating
antgen the washing tmes and elutonmehod RESULTS

The bestbinding tme ofpositive phage antbody b antigen
was 1 min The highest positve ra® of screenng was ob-
tahed under he conditions ofw ashing r20 to 30 tmes and
pH value of he washing solution being 5. The concentration
of he coathg antigen had no obvious influence on the posi
tive rate of screening Higherpositive rate was obtined by
ushg 10 mg/L antigen b competitvely elue r 1 h CON-
CLUSION: Sold-phase screening of he phage antbody ¥
brary is a very canpkx process in which there are cbse
relatonship beween he conditons thereforg appropriae
readjustnent should be made fr screening conditons ac-
cording © concre® conditions
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Tab 1 Tme dependence of bind ing of phage antbodies o NE2

(A 4506 valie)

Phage B iding tine (m in)
antbody 1 10 20 30 45 0 90 120
A 36 0.025 0143 039 0467 Q85 1 117 2154 2 795
H50 1.243 1283 1947 2637 3073 3148 3177 3 169
H52 0.726 Q708 1157 1667 1866 195 2670 2 965
H59 0.079 Q157 0230 0492 Q48 Q723 Q701 1 040
HS&5 0.029 0089 Q226 0469 Q607 1071 1252 2002
H&7 0.062 0122 Q185 Q246 Q352 Q407 Q741 Q 937
H$8 0.051 Q089 Q282 Q371 Q406 Q935 Q890 1 159
H&Y 0.055 Q214 086 1024 1561 1653 2403 2500
H% 0.090 0173 0202 0283 Q323 Q448 Q606 Q757
H97 0.08 0138 0249 0389 Q48 065 0763 1263
NE6&0 0.113 098 1617 2111 2565 2 843 3264 3284
NE61 0.028 0290 Q719 1075 1647 188 2177 3 155
0 0.041 Q109 Q387 Q372 Q705 Q751 1393 2 607
2 0.028 Q089 Q116 Q052 Q08 Q139 0199 Q329
3 0.174 0229 0268 Q341 048 Q72 Q43 1 540

2 2 PBS/PBST
NE2 2h , PBS/PBST 5~ 20
) A )
H50 H59 A36 NE6G A
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Tab 2 The effect of washing tmes on the binding of phage ant+

body to antigen

Phage Washing tines
antbody 5 10 15 20
A22 0410 0. 280 Q 247 0113
A36 1978 0. 554 Q 459 0 263
H30 3 444 2 314 Q 984 0 718
H52 3 398 2 408 2 091 L 707
H9 3027 L. 305 Q 903 0 762
H8& 1371 L 019 Q918 0 918
H&7 1 065 0. 542 Q 522 0 542
H8 1 686 0. 862 Q 754 0 708
HH 0 963 0. 283 Q 244 0121
H97 0 964 0. 709 Q 598 Q0 535
NE 60 3 093 L 554 L 267 0 825
NE61 0 826 0. 538 Q 420 0 210
0 1 459 L. 096 Q 908 0 336
2 0 583 0. 493 Q 374 0 306
3 1 085 0. 444 Q 334 0 241

Positive rate (%)

S w2

Washing times

1

Fig1 The effectofwashing tines on the positive rate of screen ing
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Tab 3 The effecton of washing pH on the bind ng of phage ant+
body o antigen
Phage W ashing tines
an tibody 6 5 4 3
A22 Q 137 Q0 096 0. 080 0. 075
A36 1432 1259 0. 767 0. 369
H50 329 2924 0. 935 0. 200
H52 321 2 604 0. 820 0. 217
H59 2 3% 1623 1. 345 0. 909
H85 Q 866 Q0 582 0. 444 0. 227
H87 1 065 Q45 0. 449 0. 360
H 88 1 578 1 146 0. 841 0. 500
H94 Q0 453 Q 36 0. 300 0. 229
H97 Q 652 Q0473 0. 328 0. 216
NE60 2 98 2922 2. 950 2. 288
NE61 1 341 1 292 1. 257 0. 530
(0] 1 18 Q0 875 0. 786 0. 392
2 Q 186 Q0 164 0. 096 0. 099
3 Q 700 Q0 661 0. 330 0. 200

2
Fic 2 The effect of antigen concentration and placanent tine n

still state on positive rate

25
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