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Abstract: The emerging CR6261 antibody could neutralize several subtype influenza virus with high affinity, whose V,; domain
binds to the HA protein conserved domain. Therefore, it has drawn much attention as a potential broad-spectrum therapeutic antibody
against influenza virus. In this study, we constructed the eukaryotic expression vectors pCR6261Vy, pCR6261Vy-GFP and
pCR6261scFv and screened the monoclonal cell lines that could stably express CR6261V}, CR6261V-GFP and CR6261scFv on the
cell membrane. After influenza virus infecting the stable cell lines, the titers of viruses were tested by hemagglutination inhibition
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test. The result shows that the titers of viruses in CR6261scFv and CR6261V-GFP stable expression cell lines decreased and there
was no obvious discrimination between the CR6261V,, expression cell line and the negative control, suggesting that CR6261V}, and
CR6261scFv expressing on the cell membrane could partly inhibit the virus infection. Though the effective inhibition strategy is
undergoing, our research will provide new clues for the breeding of anti influenza transgenic animals.
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Fig. 1 Construction of recombinant plasmids.
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Table 1 PCR primer used in this study

L7 B DMEM w1, §#E 5 min 5k —FHRA,
#E 20 min 5B N ARG SRS, 37 CHEFR.
24 h JE 4R, FH 100 uL PBS HE 40, A
& DTT EAEZE vhif, 100 ‘CALFH 10 min, 12 000 r/min
B0 10 ming #EATHEE (80 V, 30 min; 120V,
1 h) SDS-PAGE HLJk, fHJE (200 mA, 1.5h) %
B, KB RS R BB IR A 4ERE - I 5%
AR W5k 9 TBST H M 1 h J5, MAE —HT
(1:1000) FyEMWHES 1~2 h; JH TBST (&
0.5%0 Tween-20) ¥E 3 ¥k, K 7 min; HEA
IgG-HRP (1 : 3000) A& HIMHFES) 1 hy ] TBST ¥k
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ICABELN T0% #1756 %, JriklA 1.2.3, %Y 24 h
JE At 1 20,1 40, 1 : 80 f44%, HFT 6 cm

Primer name Primer sequence (5'-3")
F1 CG GGATCC GAGGTGCAGCTGGTGGAG
R1 CG GAATTC GCTGCTCACGGTCACGGT
R2 CTACCACCACCACCGCTGCTCACGGT
F2 ACCGTGAGCAGCGGTGGTGGTGGTAG
R3 CG GAATTC CAGCACGGTCAGCTTG
F3 CG AGATCT ACCACCATGGGGGCAGGTG
R4 TGCA CTGCAG CAGGATGCCCCTGTTCCAC

The enzyme restriction site is shown in bold; the nucleotide of linker is indicated with underline.
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Fig. 2 Identification of the recombinant plasmids by enzyme digestion. (A) Recombinant plasmid pCR6261Vy digested with BamH
I and EcoR |. M: marker DL2000; 1-3: three repeats. (B) Recombinant plasmid pCR6261V4-GFP digested with Bgl Il and Pst I. M:
marker DL2000; 4-6: three repeats. (C) Recombinant plasmid pCR6261scFv digested with BamH | and EcoR 1. M: marker DL2000;

7-9: three repeats.

3 Western blotting % E E 40 R AT R IE

Fig. 3 Western blotting identification of the recombinant plasmids expression. (A) Recombinant plasmid pCR6261Vy expression. 1:
CR6261Vy-myc; 2: negative control; (B) Recombinant plasmid pCR6261Vy4-GFP expression. 3: GFP positive control; 4:
CR6261Vy-GFP; (C) Recombinant plasmid pCR6261scFv expression. 5: CR6261scFv-myc; 6: negative control.
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e, PHPEANAR LY b7 SR 10% , PRtk fERE L
48 h &, MmN 4pif syt GFP BHYEAIML . 43k )5
T G418 AR (2 mg/mL) PRKIFE

#2i5 CR6261V.-EGFP 4B &, & T
e R A 0 R4 R SR . CR6261V,-EGFP 7E4
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AENMm B ; 555 MDCK 4l tt, HaEay
PCR6261Vy faE AN ML & , 5 5 1Y 1 249 1fil BE A 7
24 h 136 h R EAEPE; pCR6261V,-GFP
FREANMLZAAE 36 h, 48 h. 60 h e AY ML EERLANY
Mk £, 2738 (P<0.05), pCR6261scFv 4 &
ML AR AE 60 h B B Y I BE RO FEARAL 36 h Al
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4 Western blotting i % & 8 5 212 E AR F

Fig. 4 Western blotting analysis of monoclonal stable cell
lines. (A) pCR6261Vy monoclonal stable cell lines expression.
1, 4, 5 and 6: positive monoclonal stable cell lines; 2 and 3:
negative monoclonal stable cell lines. (B) pCR6261Vy4-GFP
monoclonal stable cell lines expression. 1, 2, 3 and 5: positive
monoclonal stable cell lines; 4: negative monoclonal stable cell
lines; 6: GFP positive control. (C) pCR6261scFv monoclonal
stable cell lines expression. 1-6: positive monoclonal stable
cell lines.

5 CR6261Vy-GFP & B 7E 4 B 4 9 ZEfiL
Fig. 5 Protein CR6261Vy-GFP localization in MDCK cell.
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Fig. 6 Hemagglutination test of monoclonal stable cell line after virus infection. (A) pCR6261Vy monoclonal stable cell line and
MDCK. (B) pCR6261Vy-GFP monoclonal stable cell line, GFP polyclonal stable cell line and MDCK. (C) pCR6261scFv monoclonal

stable cell line and MDCK.
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B LA /AMA I 7 Rk A0 fEdii T, A/
i pH [EZERWIFRAC, ZE0% pH &4 T, HAL Al
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TR PP AR AR R AR ST A BRHE HA 31 3 ) it
AR i 19 7 o) S 1R, Al A BN AR Y, B
TR ERE BRI A AR B T RS T A3
Yocg kW CR6261 7EMiBG AiAYY H5N1 A1 HIN1
TR B, T KR MR
KRGS, I EPiik CR6261Vy X5 A IRTE4,
A BE R T R g A T,

AHOE SRR , —FpaE R R HT HIV gpal 1T
W, it SRR R A A S IR IX RIS TE CD4 T 4 i
L MOl S PR, E HIV RYLAIIEEL, w5 9%
HEEALS, DEMHBER AT, HIV 722 Y
20 E BT AR K A o 7 S A MRS P R, D R 7
SETENT/IMEN KA RS, 5 AR G, Fik
TE A M REE - & 3850 IRl & e 44— J T AT LA o)
S AN RS R, S — Dy T PR T REAE 4N
JNRILE HA HEAZE, 20 HA 15%s o
(OE: S

ARIH I T CR6261Vy 1 CR6261scFv
RO AR, 7EBOGI R4 BB~ T LI E S| H
(3 I FRIAAE MRS o 5 HA Vsl seFv 5L a7 LA
AR R, B4R B SR A RS, CR6261Vy ok
CR6261scFv s £x44 HA2 19 A B2, BId k40 o
WA, TENTR/IMER HA BRI St 01 & A28k,
TS 2995 75 ik PR 20 st S R RS JC I A L P, i 7 ) 14
ZEN T, LI R R R £k CR6261scFv
Hl CR6261Vy-GFP 4 fif] 5 HE U8 B A% 5 1Y I Bk A%
#r, ik CR6261Vy il & L& 5% BTC 1 3
5. AFTRE: — R FEE CR6261 ik
) Vi X, ATRESS A A IER A 22, BEIRS HA
BEBEMT); Ji—Jri, WA 58 W55 BOor
5 FEE DX AEL S A 38R AN W J o IR, CR6261scFv
(2235 A X A — A IE T, (ARCR AR
HAE
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