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3 ELISA 5 min
K102 4 C 0D490nm BALB/C
2 PBST 3 oD S SP2/0
5 min oD N PBS S/N=2.1
37 C
2 h 9 1C9 2D7 3E2 5F4 5F6
10% PBS K102 37 C 6B9 - protein A
1h
K102 10 2D7 ELISA
37 C 1h 10% K102 1 pg/mL
250 ng/ml. 62.5 ng/mL 15.6 ng/mL 3.9 ng/mL
HRP- IgG 37 C 1 0.97 ng/mL  0.24 ng/mL 7 10%
h 0D 490 nm K102 4 C 1% BSA
BALB/C oD 37 C 2 h
S SP2/0 oD 2D7 Biotin K102-2D7
N PBS S/N=2.1 1:400 100 wL 37 C
4 ELISA 1 h PBST 3 5 min
1:4000 Avdin-HRP 100 pL
5 ELISA 37 C 1 h PBST 3
5 min 0D490nm
6 K102 ELISA BALB/C oD
ELISA ELISA S SP2/0 oD
4B4  2A8 N PBS S/N=2.1
ELISA 1C9 2D7
3E2 5F4 5F6 6B9 2
7 K102 10% PBS 2.1
ELISA 1 1 ng/mL
ELISA ELISA 1: 8000
4B4  2A8 1: 16000 85%
ELISA 1C9 2D7 3E2 100% 20 1
5F4 5F6 6B9 51
8 2D7 ELISA 6
4 1C9 3E2 5F4 5F6 6B9 K102
2D7 ELISA 1C9 2D7 3E2 5F4 5F6 6B9
2D7
1 wg/mL KGF K102 TNHH 4 C |
1% BSA 37 C 2 2 ELISA
h 2D7 0D490nm 2
Biotin K102-2D7 1:200 1:400 1:800 3 ELISA ELISA
1:1600 1:3200 1:6400 100 pL ELISA 0D490nm 3
37 C 1 h PBST 3 2.2
5 min 1:4 000 Avdin-HRP 0D490nm 4
100 pL 37C 1 h PBST 3 ELISA



3 ELISA 3
KGF TNHH K102 ng 0D490nm
2.3 K102 5

ELISA
1 ELISA 0D490nm
1B2 1B6 187 1B8 109 283 285 217 2F3 2F6 29 2D10
0.867 0.801 0.901 0.932 2.672 0.672 0.583 2.730 0.685 0.720 0. 806 0.903
B 2E10 3E2 3E4 3F3 3G2 3G5 4B10 4Co 4C10 4D10 4E7 4E9
0.998 2.562 0.482 0.683 0.712 0.842 0.654 0.711 0.667 0.679 0.780 0.823
. 4G7 4G10  4G11 5B6 506 502 5D4 5D6 SE6 512 S5F4 5F5
1.426 1.200 1.306 1.403 1.102 0.909 1.456 1.076 1.273 1.113 2.496 2.408
D 5F6 6AS 6A7 6A10 6B8 6B9 6B11 6C10 6D11 6E9 6E10 6E11
2.399 1.203 1.726 0.698 1.223 2.483 1.556 1.720 1.530 1.672 1.872 1.413
" 6F8 6F10 6G10 S* ST PBS SP20
1.899 1.901 1.920 2.930 0.460 0.102 0.400
2 ELISA 0D490nm
0D490nm 0D490nm
1:100 1:100 1:400 1:400  1:1600 1:1600 1:1000 1:1000 1:4000 1:4000 1:16000 1:16000
1C9 2.068 2.106 1.402 1.318 0.406 0.396 2.829 2.798 2.201 2.302 0.895 0.882
2D7 2.348 2.320 1.812 1.796 0.756 0.749 2.992 2.897 2.569 2.605 1.136 1.129
3E2 1.996 1.989 1.312 1.294 0.395 0.401 2.769 2.762 2.182 2.176 0.756 0.713
S5F4 1.592 1.603 1.023 1.008 0.286 0.272 2.303 2.312 1.853 1.806 0.576 0.589
5F6 1.772 1.698 1.198 1.769 0.301 0.298 2.452 2.398 1.963 1.901 0.663 0.638
6B9 1.882 1.803 1.285 1.271 0.316 0.309 2.689 2.629 2.013 2.023 0.701 0.696
S* 1:8000 ST 1:8000 PBS SP2/0
2.998 0.412 0.103 0.362
ELISA
3 ELISA
1 KGF KGF TNHH
KGF-T  KGF-TI K102 K102
KGF ELISA 4B4  2A8
K102 K102 K102
K102
KGF K102
’ 313BALB/¢ CCb ELISA K102
K102 K102
K102 K102
2 1C9 2D7 3E2 5F4 K102
5F6 6B9 6 ELISA
ELISA K102
K102 K102
K102  PBS ELISA K102
ELISA ELISA
K102 ELISA ELISA
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3 ELISA ELISA ELISA 0D490nm
0D490nm
Opg/ ol 1: 1000 1: 1000 1:4000 1:4000 1: 16000 1: 16000 1:32000 1:32000
K102 + PBS B4 2.603 2.598 2.113 2.019 1.103 1.109 0.723 0.698
K102 + 0.201 0.102 0.135 0.251 0.231 0.126 0.115 0.116
K102 + PBS 2.534 2.506 1.809 1.798 0.956 0.948 0.509 0.518
K102 + 2A8 0.311 0.302 0.221 0.226 0.201 0.211 0.215 0.136
K102 + PBS 19 2.996 2.999 2.356 2.202 1.523 1.496 0.965 0.896
K102 + 2.988 2.996 2.402 2.368 1.658 1.695 1.002 1.023
K102 + PBS 07 2.546 2.496 1.923 1.901 0.897 0.865 0.706 0.712
K102 + 2.605 2.506 2.036 2.102 0.968 0.978 0.856 0.789
K102 + PBS 32 2.756 2.803 2.121 2.203 1.426 1.481 0.963 0.898
K102 + 2.806 2.812 2.031 2.123 1.650 1.598 1.023 1.156
K102 + PBS - 2.456 2.501 2.123 2.205 1.658 1.568 1.123 1.203
K102 + 2.562 2.586 2.201 2.225 1.706 1.713 1.206 1.123
K102 + PBS St6 2.562 2.605 2.126 2.205 1.706 1.812 1.202 1.204
K102 + 2.605 2.652 2.212 2.216 1.652 1.653 1.235 1.212
K102 + PBS 689 2.654 2.658 2.123 2.115 1.501 1.486 0. 896 0.902
K102 + 2.756 2.712 2.206 2.108 1.621 1.620 0.902 0.912
S* 1:8000 S~ 1:8000 PBS SP2/0
2.998 0.412 0.103 0.362
4 0D490nm
1 2 3 4 5 6 7 8 9 10 11 12
1:100 1:200 1:400 1: 800 1: 1600 1:3200 1:6400  1:12800 S* S~ SP2/0 PBS

KGF 0.230 0.219 0.180 0.162 0.158 0.142 0.129 0.112 0.501 0. 406 0.396 0.119
K102 2.560 2.430 2.122 1.989 1.903 1.320 0.835 0. 646 2.930 0.413 0.380 0.112
TNHH 0.361 0.320 0.301 0.286 0.246 0.202 0.184 0.146 0.511 0.398 0.306 0.113

0.460 0.443 0.416 0.383 0.328

(=]

.298 0.268 0.202 0. 406 0.396 0.380 0.205

5 ELISA K102

K102 -2D7 1:400 St S~ SP2/0 PBS
K102 + 1000ng/mL 2.670 2.998 0.462 0.398 0.292
K102 + 250ng/mL 2.559 2.903 0.458 0.396 0.203
K102 + 62. 5ng/mL 2.282 2.682 0.432 0.382 0.200
K102 + 15. 6ng/mL 1.468 2.002 0.382 0.362 0.189
K102 + 3.9ng/mL 0.890 1.408 0.380 0.359 0.124
K102 + 0.97ng/mL 0.672 1.008 0.298 0.202 0.112
K102 + 0.24ng/mL 0.629 0.827 0.262 0.201 0.110
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Application of Improved Double-Antibody Sandwich Elisa to Screening
Monclonal Antibody of Hybridoma Line

HU Ren-jtan FAN Kai CAI Jia-li
Bioengineering College Chongqing Institute of Technology Chongging 400050 China
Abstract Objective To screen monoclonal antibody against protein drugs bound with plasma protein in blood samples. Methods After
coated with rabbit anti-K102 polyclonal antibody purified by affinity chromatography adding K102 antigen diluted with PBS containing
10% monkey plasma PBS and the supernatant of hybridoma and HRP-goat anti-mouse IgG are added to screen positive hybridoma lines
which might produce monoclonal antibodies. Results In use of the method of double-antibody sandwich ELISA screening the six hybrido-
ma lines are successfully screened to be capable of screening stably the antibody against K102 named as 1C9 2D7 3E2 5F4 5F6 6B9.
The monoclonal antibodies could detect K102 concentration in the blood samples. Conclusion The improved double-antibody sandwich
ELISA can be used to screening hybridoma cell lines of monoclonal antibodies against biodrugs bound with plasma protein.

Key words monoclonal antibody anti-double-sandwich ELISA  hybridoma lines screening plasma



