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Preparation and characterization of enterovirus 71 VP1 monoclonal antibody
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[Abstract] Objective:To obtain an anti-enterovirus 71 (EV71)-VP1 monoclonal antibody, and preliminarily analyze its biological
characteristics. Methods:Immunized the BALB/c mice with purified recombinant EV71-VP1 protein. The spleen cells were fused
with mouse myeloma cells (Sp2/0). Subsequently, limited dilution method was used to screen positive hybridoma cell lines. After
several times of subclone, one hybridoma cell line(6F2B9)was obtained. The supematant of 6F2B9 was collected and purified by
affinity chromatography with Protein G sepharose. The concentrations of antibodies were tested by BCA method and its subtype was
identified by lg subtype qualitation kit. The titer and specificity of the McAb were detected by indirect ELISA. We used indirect
immunefluorescence assay (IFA) to observe specifical combination with EV71 virus. Results; We succeeded in selecting a hybridoma
cell line secreting anti-EV71-VP1 monoclonal antibody. The McAb obtained was named DSE-136 and belonged to 1gG2b, « light
chain, and its titer was 1:3.2x10° and could specifically bind to the surface of EV71 which was detected by IFA. Conclusion;We
successfully obtained a mouse anti-EV71-VP1 McAb with high dilution and specificity, which has laid foundation on antigen
diagnosis and vaccine research and development for EV71.
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Figure 1  Titer of hybridoma cell line (6F2B9) supernatant

(before freezing and frozen for 6 months) by indi-

rect ELISA
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Figure 2 SDS-PAGE analysis of the purity of McAb

2.3 McAb 4% %

DIV 7Y % 7 KW DSE-136 Y # 4% & T 1gG2b
W2 B4R T « WY, D[R] ELISA R 45
RGN, He BRI A BT FRAELRY 2.1 £ FH
PEITIA, DSE-136 BNl 1:3.2x10°, QR M4
gEHL I 7R, McAb DSE-136 5 EV71-VP1 G 8L
N FRYE AR D (450 nm){H, 105 HA AL BTR
CoxA16-VP1, Kif CoxB5 K K Echo30 JiEEIA
SN, e D(450 nm) {55 [ HE A= BEER K AHIE . @
(] 2 B 8 e S 22 45 R 87K, McAb DSE-136 X 7E
EVT71 5 HERYL A RD 20 P S 3R SR s (51,
TMAE CoxA 16 J55 BE RS 1Y 20 Afd S 1F B 41 i P 2 oK 5
MR LR AT (] 3)

3 4t i

EV71 R JCAL B, B IE 4% RNA f5 3, 3
HfiS Y 4 NS VPL VP2 VP3 VP4, 48k
#Hhrt, Hrh VPl S EAEERNME, PR
B VP 85 AT RAF IR A vk | 217
LA EVTL RS EBUR AR Y, 7R
Chen 25 /NREH T &4 VPLEHAW
LTS , TERN =4 T EVTL R A
Chen S5 BFSE K B, 44 VPL BE 1K 81 41 A B U4
WG, BRI & VP BFLIT, i/ B A EL
TG ATXT EVT1 G = A B B PR RN, ARG
PEREEK VP SR FIE R s it 2 D il 28 e Sk
EV71 McAb HIFIIE,



-40 - Mo BE OB Ok o

5533 B4 1 3]
20134E 1 A

Al

A IEFAIM ;B CAVI6 BYLA) RD 4 ; C. EV71 Y RD 4ifit,
€13 McAb DSE-136 5 EV71 BG4l RD 4l 4 LSS & G 5OL45 R (x400)
Figure 3 Immunofluorescence assays used to show the specific binding of McAb DSE-136 to RD cells infected by EV71 (x400)
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