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Abstract ; Objective Balb/c

mice were immunized with polypeptides containing 15 histindine( His)-coupled BSA and this fusion was prepared according to con-

To prepare and identify monoclonal antibodies(mAb) against histidine-tag ( His-tag). Methods

ventional methods. Indirect ELISA was used to screen the positive clones and limited dilution for further cloning. After purified with
Protein G affinity chromatography,these antibodies for His-tag were detected for antibody titer, relative affinity as well as subtypes
by using ELISA. The specificity of these mAb was identified by ELISA and Western blotting analysis. Double-antibody sandwich
ELISA was composed of these mAb paired with the corresponding recombinant protein of specific antibody, which was used to de-
tect the recombinant protein quantitatively. Results 5 hybridoma cell lines stably secreting anti-His-tag IgG1(k) were screened. A-
mong these antibodies,1-G2 was of the highest affinity, reaching 1. 27X 10" ,which could combine with different recombinant pro-
teins containing His-tag in the experiment of ELISA and Western blotting. 1-G2 also could be used to detect recombinant PCT pro-
tein containing His-tag quantitatively by using double-antibody sandwich ELISA with antibody of PCT, the sensitivity of detection
reached 4. 6 ng/mL. Conclusion The mAb against for His-tag with high specificity, affinity and secreted stably are successfully
prepared. This prepared antibody could be used in ELISA and Western blotting to detect a variety of His-tag.
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1.2.1 ¥t Rl BURER 47 BSA MR A&
R 15 JIK5 55 A RR Y ot 1G58 444 700 78 43 FL Ak 1 A g Balb/
e /NRR Y B R B N 0. 2 mL/ L PR & A U 100 pes HK
Gy 14 d 5 SR 38 IROR 58 2 00 5 ) 4R BRI e i 4 5t 43 3L
AT 2 WP PR 56 28 R & A H 100 pg 4t
J AN BRHEAT 25 3 IR A3 5 3 IR I 7 d X/ BRUR # kCR
I, & His-tag 1B AL AN R ELISA J5 74 K 40 9%
. 2 1 REF s BN A E 15 128 000 L b
HEF G s fl & AT 3 d, FE & R 100 pg M9 5T J5E 3 BE A7 i 5
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10~14 KX, I& 4 His-tag (5 418 O 64k, R A £z ELISA
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FhaL, AT C o), F B R 5 pe/mL, &AL A 100
plo4 CHE R, B ST T AR BRI B A [ v
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h, Pet TMB 8 € 50 & H Ao .

1.2.5 Western Blotting % iR 9 # WACR B Bk Ay 9
FAS 7] B 20 25 11 9 8 AH [ ¥k B2 8 47 SDS-PAGE " ik, % L 5%
FE PR 0 B BT His-tag HTM L B3  LUILE ST/ B 1eG-HRP
Ui P (1:3 000 Fi B IR T WFE 1 h, PBST Pk . # M
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Bt His-tag BAH0R FH ok R 19 & LER ¥ 472 HRP J5, 5 PCT 4
S B [ BT AR T X o N7 BT R e A I & A His-tag 1Y
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PCT EAHLFEAE 37 CWHE 1 h. PeMUR 5 P06 B 0 f B 1Y
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Sh 3 RRIEREAL T UL 1, 2 Sigma 74T 26 %5 1K 57 &
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2 it k5 EREN S K He ik > i LIRS\
1-B7 1gG1 (k) 5.9 mg/ml 5. 23X 107
1-G2 1gG1 (k) 6.5 mg/mL 1. 27X 1010
2-D11 IgG1 (k) 7.5 mg/mL 2.55% 107
3-E3 1gG1 (k) 5.6 mg/ml 8.36X 108
3-D4 1gG1 (k) 3.5 mg/mlL 5.69X108
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A 1-G2 fifktk., & ELISA S8 RN T . 1-G2 5488 K&
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A.B: R4 His-tag; C.D: ¥ His-tag; E.F: N 3 & His-tag; G . H.
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DAARSE 43 i Bt His-tag 19 0 5O RE A0 M bk . 36 M7 R T &
A His-tag 8 A # /N BT His-tag #1070 F B &/, %
928 U 555 01 D PR AR i o % v R R bR . k. B R 15
AT E IR Y 2 IRFRIE BSA i £ 19 N T Hi J5 o 58 51 4, g
ML = A 5 88 0 G0 B I3 2% . E PR O ¥6 1-oR A & His-tag
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BENTDG T I T I E i B i 2« N D = Va1 Y oA
KIRE 50T JFRE T — Z08 I S A I g 42121
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