5534 455 6 ] B = % E K ¥ ¥ W Vol. 34, No. 6
2012 4E3 30 H J Third Mil Med Univ Mar. 30 2012 473

o Dl =
e 1000-5404 (2012)06-0473-04 TE %

AL BERERFEFEMBEERNEIRAN o« BEHES UREER

ROHGEXF. %R O, VR, K KRR EBRK,EEF (400038 K, 5 = A2 P KA ZE BT R o Be By It
BEor s, 2 FE R SO, G0 bethi 5= &0 MR AR %)

[(WE] HiY @ RN 16 WARYERAEE (HPV-16 Psv) BRU% S 08 A MBI, IF0F 58 3 MR BN o
Bifii 2 5(HD-5) 3t HPV BfE . Jiik #5363k HPV-16 [BR S ARSE 8 (A B 4L Ok P 5 4 (0 ¢ 6 8 11 (GFP) 47
DN B ok P SRR e 293FT 4, 435 i Ak 7 UKL 5 R B S0 AR M Bk C-33a, [R5 1245 T 20 pg/ml [y HD-5/N
(RAMT) HD-5/Aem (P HE R HE Acm 181 ) 5k HD-5/Abu (2P E R Abu Biffe ) 4021, 1557 48 h J5 9%t i i se Wi g%
AN M B %, G55 P™ 5 P2 ok YL 293FT 4 i - 345 3K 2. 5 x 10°TU/ml {4 HPV-16 {545 2
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Establishment of a human papillomavirus pseudovirus in vitro infection model and

its application to evaluate antiviral activity of human defensin-5

Geng Fang, Wang Aiping, Chen Fang, Shen Minggiang, Chen Mo, Su Yongping, Cheng Tianmin, Wang Junping ( State
Key Laboratory of Trauma, Burns and Combined Injury, Institute of Combined Injury, College of Military Preventive Medicine, Third
Military Medical University, Chongqing, 400038, China)

[ Abstract | Objective  To establish a human papillomavirus16 pseudovirus ( HPV16 Psv) infection
model in vitro and to determine the anti-HPV effects of human «-defensin 5 (HD-5) with different conformations.
Methods ~ The 293FT cells were co-transfected with HPV pseudovirus recombinant plasmid P'*"'* and a GFP
reporter plasmid P™". After isolation and purification, the pseudovirus particles were used to infect cervical
cancer cell line C-33a. During infection, the C-33a cells were treated respectively with 3 different
configurations of HD-5, including HD-5/N with natural configuration, HD-5/Acm with Cys residues blocked by
acetamidomethyl (Acm) and HD-5/Abu with Cys residues substituted by o-aminobutyric acid ( Abu), at a
dose of 20 pwg/ml. In 48 h later, the cells were observed by fluorescent microscopy and the viral infection rate
was determined by flow cytometry assay. Results  The 293FT cells were successfully transfected with P™" and
P2 “and 2.5 x 10°TU/ml of HPV-16 pseudovirus particles were finally obtained. After culturing, most of
C-33a cells were infected by HPV16 pseudovirus, which displayed green fluorescence under fluorescent
microscope and could be detected by flow cytometry. The inhibitory rate of HD-5/N, HD-5/Acem and HD-5/Abu
on HPV infection was (96.48 £5.67)% , (69.02 +7.88)% and (2.71 +1.53)% respectively. Compared to
HD-5/N, antiviral activity of HD-5/Acm and HD-5/Abu was significantly reduced (P <0.01). Conclusion A
method for HPV16 pseudovirus infection and anti-HPV analysis based on flow cytometry assay is successfully
established. The natural configuration of HD-5 contributes to enhance anti-HPV ability significantly, and Cys
residues play important role in the antiviral activity of HD-5.
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1 HPV A I KAL) % 7 % FRF sl 90 TC B 55 4 6
2y BA RS L,

HPV =B akye A\ A iz ik ol 2 6 1 iz A i, Ho A 0%
JEEAHR T A R ik . LA RYHT HPV PR AY, U
TERAS A 5L Y LA 0 37 34 452 70 0 00 i e K AN AR
e B EL HPV HOR A R 15 345 v
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Yo s E LT 52 43 2, 1l Cys #% Aem B[4 J5 Y
HD-5i8 HA —E Wi s fEH , — 7 m i HD-5 43
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