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A9] ), Eagle’s MEM(Gibeo 267§ ), i FI B (Gibeo 258, £H E 1eG R (EFERR™
o), B R (Sigma 24 7] P8 ), ABC & ( Vector 28] 7™M ).

5 ANBEKARABRHENRER HREZRTH HUVEC B RAERERETY, TESRE 2%
BT H 4 o B B P A B 4 LA €4 30 om, FIBENE - EDTA M B ik A SF Bk IR P RSB I, B 3%
F& H- 1640 R & BRI S (X RPMI 1640, Hepes 10 mmol/L,0.03% L- 5 S BERE, 100 w/mL HE X, 100
w/mL EHR, 50 o/ mL EHBX. 20% 40 E. 30 o/l FEAE R EERY). F3-5dHREEBE
PEEHEDTA £/ 3~5 min 2 A, PEEEAUEE 30, 040 12~ 123, EALARR H 400 B2 4 4 B 4
MEE. ¥EFERE - OHBHEEMATNEDIRES OB MBETFNEAKEAR W - P /hME:QABC
ERNAEARAIEFEXHREFL - Ag).

6 BERBNIENTERE K DV, EAGH 24 h HAL{PL Co/36 # M. 37 C R H 60 min, #F LiFN 2%
FCS Eagle’s R, 28 U %, FART AR + + ~ + + + K EARARESRE, HEAL. B LE M E
HHEE.E-TCRE.

WENTHETH AR BN ET. HHER 24 h P ESHTE C6/36 MMRIER 24 T, ST ARE
1~ 105,37 C 5% CO, i W5, FIRE. MARER 107" - 10 "HREEHE. B 02 nl, BEHEERES 2 1+
.37 CRM2h FEEE. ARHEERMAE, MA1.2% PEFEE Fagle’s HXW, I7THEF 234,
PASTRETER BN, SRR SEN, FREH HPBSER=X, WH 0. 8% R RE 5 min,
HEAMEES, RES T8 5, RS R R B {1 (PFU),

7 NV, ¥ HUVEC fsiie NE
7.1 DV, #EA HUVEC iR E

WEAL HUVEC £ 24 7L, SAMMHE 6% 10°,37 T 5%C0, Y H, SRR EE, F1iF. ERhR
Fo. DV, HERFH(MOD A SPFU/cell, 7 TURM 2L EHFERESH. B H- 1640 S SR A A
B.EMA H-1640 EHEEFA 0.5ml. 37 C5% CO, ., BRHEHEL EXEHE B AS FUENRE
Bk, FRESHEEAR EAHOETRELENEE. FBES(0h.12h.24 h.48h.72 h.9% h.120
hymt B A P, M BN N EREE KR, R R, B FERR L, EENE
4~8h FFMRWEHBEERBERERS, HEERZLEXELEN DY, FRIE.

7.2 DV, MARE L% HUVEC BB R4:8 2

E R — W W S M AR 2E 5.10.15 A0 HUVEC B8 24 fLiR, S MR & L, S MM ES R DV,
FHHAREH Y SPFU/ el BRF R L, TERETENEKEE R LiFE AMBNEENERES
H.

8 FEME DV, ¥ HUVEC ZidmEs RER HUVECHES 24 AR, S AKRKE L, SRS R
EEHBE. FLE BATAERRFRN DV, SESRIHE PN 0.1.1,5.10.50,100 & 200 PFU/ cell, &
TR SIER A, BRAER L, TERGRAM WS LFE, HEERELENERERE.
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1 HUVECHZRSuE FEANEAHHUVEC EHENEZERETERKHERE, K
HHABEEENARERTARHET, SHERTNRENSHFNEAMFIEEY W-P
{Weibel - Palade)/M&, ABC B85 R B MK FH N K MRS FWlr - Ag, B BTIE R A
AAMENFAER(E L.

2 DV, 3 HUVEC fERHRE DV, BRIER HUVEC 5. FAFE af A %37 i,
AMEMBIAMERFERA, RN, BE 2h FRFE=ERE, HERE BLER
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B, b SRR FRE, 2RE 120 NERECKREREKT. BERERLEEMERERY
RS 12 h, AR MR, MERBREEAFTRE(+). 240 FEEBERT. B
B 48— 72 h BEVEHR, M RE AR - + +, MDA E NS SIS T L
EMARNTAR, ERNEHE THAREHNR AT (X 1.H 2.8 3.H4),

LDV, BRI ARRB (EAR . E 5 A 108,15 I HUVEC /5, FERE 24 148 h &
Bl Gast o LW, MERERE. SEHFHMTL AL EFEREK ). RARRSHE
—EH8 HUVEC ¥ DV, B BBHHR .

¥ 1 DV, MEf HUVEC fa2 et ® 2 FEHANK HUVEC ¥ DV, BE B
Table 1  Determination the replication of IV, in HUVEC Table 2 Suscepribility 10 DV, mfection was shown i the
o i i FiR i HUVEC subculwres at different passage levels

Virss ritre

Time after miection HUVEC {8 AEWX

) {PFU/ml) * 10° HU Virus tire  (PFL/ml) < 10°

{(xts) EC passage 24h 48h
0 0 )

i{t primary 0.33+0.05 11.23+1.53

12 0.0120.0¢ R
24 0.32+0 03 ®HE  Sth 0.36+0.07 10.78 +2.35
48 11.51+1.09
72 5.81+0.59 BHL b 0.3:004 10,63 1.11
% 2.42+0.28 #+AKR 15 0.32:0.04 10.30+0.75
120 G.03+0.02

3 FEARE DV, B HUVECHIESRY HARHENHESRL HUVEC R R, M
EREELEHAYN L, HUVEC (R EHE AR, X DV, M5 T 5 E 100 PFU/cell
B, DV, # HUVEC PR E M, H2Y4HE 200 PFU/cell i, 558 =R R HEH 21
(ﬁ 3)3

%3 FREME DV, B¥AR HUVEC BE5R
Table 3 Effect of mfected passage HUVEC with
different doses of DV,

wEl NEWNE
Infection dose Virus titre (PFU/mi) = 19°
(PFU/mi) 24b 48 h 72 h
0.1 0.03+0.01 0.45%1.18 0.28+0.07
[ 0.18 +0.08 1.40 £ 0. 16 0.78+0.20
5 0 36+0.09 11.80+0.85 5.25+0.85
10 L.90+0,23 35.50+4.23 18.25+ .65
50 9.65%0.45 159.00+21.30 90.00+8.40 .
100 47.60+5.85  382.00+£32.10 210.00+ 18.50
200 5$5.50+6.90  403.00t35.20 252.00+20.90
W ®
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M1 SRS T HUVEC S5, X v sl I W~ P bl (57 4 AT3E ) (56000 ~ )
Fig | Structure shservation of HUVEL under transmission electron microscopy.
Presence of intracellular W — P bodies {56000 - }

M2 Dv, B &S HUVEC 48 h B 55 RWE (42000~ )

Fig 2 Structure observarom of DV, infective subculiures HUVEC by 48 h after infection (42000 % )

H3 DV, BEEL HUVECIS h 5 SEREHEE(IFAY400 % )

Fig 3 DV, antigen — positive prumary HUVEC by 48 h after infection by 1FA (400 = )

E4 SRIFEEMHEETEIFA) 00 x)

Fig4 TIV; antigen - negative control (TFA) (400 > )
PR STERE ALENEER, FES A ERRES AR L TR EARREC). £H
TR B B F R B S HUVEC, #4832k DV, iR, BHFFEMM EMEERESH b
MHTE RFEDVERSEHFERANMEANEARIP K. BEHENTTEFSRAEARREN
MBS EEEZE X BN, fLENEENZHTEMNAREMHR.

W EREZEH 5.10.15 {4 HUVEC (REIEL A -—# R EH DV, #Ef 5B, iE
SRR HUVEC W B T4 DV B R 5., ER TR, 4R M HUVEC
FERNEHAEEZS. WEATHONE, REMME R RSN, ARNZHEEERE, X
DV ) SR E TR, ARl TERENEN HUVEC RIFZH 15 Rulard g7 A,
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EREMER DV, 3 HUVEC MBREMES, M ER SR RM 8w, mEx
HUVEC bRy =R ithn, L3RRS imel 100 PFU/ cell B, SRR /& BT E W, It
SRR B, SRR R E R SN0, AR A0 TR A 2 R PO B 4R B O] 43 30 & R A i
AT, IFN.TNF.IL - 6.1L - 8,GM - CSF %051, Jtebsmade g b v 204 EC 43 K LA A
BFwee-h, BNOMTEBIEHSEEREBRRTRE AN LE A EAKRSS ¥ GM - CSF.
TNF, f1 IL - 6 SHRATHREN( LA X). FHRELARSHEEBRRS 48 hiEDHEE,
LUERE TR, £ 120 h THEERMKEAT, HERWTEES HUVEC 7+ #5335 24 W& 15 A 4
KIHFH %

BEFENEHARERANBFSAKEDY, FERIRAFRANOLPREE, B
ERECEAEHWATEEY THES, CHREESEREE M E TN HL R
AP S ERENR. 7RG B YR 0] 1 S HE 5 i B0 E R AR BRI A B R LT 4
M REAREDS,. RITMTFRBIESN DV THREALEHNEAR, BILER, HBREETE
o T S, 5 EE I LA BB W) B O T B R R 2 4 A B Bk LT o A R I o B S, kT
HEGKE £40, % A& 4 5151 & DF = DHF/DSS, S ¥mEE %N E A K HR7E DHF/
DSS f LGP R BEAEM .
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Study on Dengue Virus Infection of Human
Endothelial Cells

Jiang Lifang Jiang Zhenyou Guo Huiyu

(Dept . of Microbiolegy, Sun Yat — sen University of Medical Sciences, Guangzhon 510089)

The replication of dengue — 2 virus in cultured human endothelial cells derived from human


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

214 WSS - BEREGALTRAFABEREHHAR 37

umbilical veins was demonstrated. The viruses were detected in the supernatant as early as 12 h
after infection by microplaque forming assay on C6/36 monolayer cells. The highest viral titers
were obtained at 48 h, then rapidly declined to very low titers at 96 h. Dengue — 2 virus antigen —
positive human endothelial cell were demonstrated by an indirect immunofiucrescent assay. No
obvious differences in morphology and structure were cbserved between the virus infected cells and
uninfected cells under phase — contrast microscope and transmission electron microscope. Viral
production of infeted cells was depended on the multiplicity of infection (MQOI). As the viral dose
was increased from MOI of 0.1 PFU/cell to 100 PFU/cell, significant increase of viral production
was chserved.

Key words Dengue virus, Human umbilical vein endothelial cells, Infection
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