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ABSTRACT Objective: Preparation of some conformation-dependent neutralizing monoclonal antibodies (mAbs) against HPV31.
Methods: Female BALB/c mice were immunized with HPV31 L1 virus-like particles (VLPs) expressed by insect cells, and spleenocytes
of the zimmunized mice were fused with SP2/0 cells to prepare hybridoma cells, the culture supernatants were-collected for identification
of neutralizing mAb secreting cells by HPV31 VLP-ELISA and HPV31 pseudovirus neutralization experiments. Monoclonal antibodies
were purified and identified by ELISA and HPV31, HPV16, HPV18, HPV52, HPVSS, HPV33, HPV45, HPV6 or HPV11 pseudovirus
neutralization experiments. Results: Nine HPV31 conformation-dependent neutralizing mAbs were screened, and three of which were
HPV31 specific mAbs and the other six were cross-neutralizing mAbs.The mAbs whith 1Cs<10 ng/mL were XM31-13 (0.36), XM31-19
(7.14), XM31-20 (6.9), XM31-23 (7.10). Conclusions: Nine conformation-dependent neutralizing mAbs were obtained, and four of them
have low ICy, value, which is useful for development of HPV31-VLP containing multivalemt vaccines.
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Fig.1 SDS-PAGE profile of purified Mab
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Table 1 Monoclonal neutralizing activity and cross-neutralization activity detection

Neutralizing activity against

Cross-neutralizing activity(1Cs, wg/mL)

Mab Isotype HPV16/HPV18/HPV58/HP
HPV31(ICy, ng/mL) HPV52
V33/HPV45/HPV6/HPV11
XM31-6 IgGl 16.13 20.40
XM31-8 IgGl 1634 1.60
XM31-9 IeGl 17.07 4.67
XM31-10 IeGl 25.83 -
XM31-11 IeGl 13.10 1032
XM31-13 IeG 0.36 -
XM31-19 IeGl 7.14 6.19
XM31-20 IeGl 6.91 59.72
XM31-23 IeGl 7.10 -

iE:1Cs, &, £/ Reed-Muench &3 8, Fik I F 15 FERR 150 kDa it H,
Note: ICs, value, calculated by reed Muench method, the average molecular weight of antibody is 150 kDa.

2.4 HPV31 RFNRHLE & TE R

F] | GraphPad Prism 5 % 4: 4> #F HPV31 th il B 5
HPV31 L1VLP ] ELISA %55, & M4tk 5 1) 9 b Al B e
Puigdynl 5 HPV31 LIVLP 254 (WNE 2), il H0L T, ELISA

FRHAR TAEMRE N 0.5 pg/mL! B2 AHFE3RAFA4 9 Fhrh A
BT LA VS I P9 55 HPV3T LIVLP 454 18 kB
5, KA o 4 ng/mLi | Bk XM31-13 5, Hok 8 Fiifh
(R C W P 5 8 T MRS RZL(P<0.01) s XM31-13 ZEVR I
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Fig.2 Detection of binding activity of monoclonal antibodies

NC, nagetive control( His-tag Mab); *** P<0.001, compare with NC, XM31-6, XM31-8, XM31-9, XM31-11, XM31-13, XM31-19 groups
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