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Abstract; To isolate and identify the virus from a case of sick chickens with hydropericardium syndrome. The

suspected sample was inoculated on LMH for viral isolation and then passaged for 15 times, and the pathogenicity

of C5 and C15 were performed on 3 —week SPF Chickens. A serotype 4 fowl adenovirus was identified by

cytopathology effect on LMH, serum neutralization, sequence analysis of Hexon and pathogenicity regression test.

The virus could adapt to LMH after three blind passages, and LMH infected with isolate strain showed obvious

cytopathology effects, the virus titer of the 10" passage was up to 10"*TCID,,/0.1ml after 72 h inoculated. 3-week

SPF Chickens inoculated with C5 and C15 had typical clinical symptoms and specific autopsy pathological changes

BEEWA . HEMEDFBET5 (NIMR-5)
EEE N PR 3% 0L, AR EHOC T A,
BIFES: BBk, E-mail; taozhen_jiang@ 163.com



"2 2 24k 2018 4F 6 H 45 52 %45 6 1)

Chinese Journal of Veterinary Drug

with a morbidity of 100% and 70%, respectively. The study demonstrated that the serotype 4 fowl adenovirus

could cause high mortality to SPF chickens, but after continuous passage on LMH, the mortality rate was reduced.
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MIEEL, KA R 2 (TAAV ) FIRE SR 2 ( GOAdVY)
BNy R —AFh . LLETIORIFGE 2 BA | s 2 78 39 14
PN 3 A7 AFLHE 2 RO e AR /D BRI PR AR
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1.2 SPF % 3 J&% SPF XS0 [ b 52 g HL W 2k 18
SR SPA PR

1.3 FERXA KB E IM109 832 285 40
RNA #2HURF] &  DNA Marker iy Takara 7= ; Re-
verse Transcription System A Invitrogen 723 ) ;= i ;
pfu 55 P& B R A BN Promega 2\ A 7= fif; pGEM =T
AR T Promega 7~ H) ; B G M EEE DNA [R1IRC
# 4} Omega P24 ; DMEM/F12(1 : 1), Foetal Bo-
vine Serum 24 GIBCO 7 /i

1.4 FAEFFRENR KIS N
TR B GE WA, S 45 1 2 5 ARER
FEAm A X (1000 U/mL) f) PBS(1/15M pH 7.2) ,
-80 °C Jx & gl =X ,8000 r/min B> 10 min, B |
1,4 0.22 pum JEMESURBR TR, #2602 1)
LMH 4iiffl,37 ‘C}i5% 3 d, BOEKEHF B9 LMH 2
JfL, JFAE LMH F3EZEAL 255 15 R (C1-C15) .

1.5 mELE

1.5.1 PCR %% ZHICH', H PCR Jy ik
Hexon L1 J¥%1,

&1 Hexon L1341
Tab 1 Hexon L1 primers

IR JF51(5 0 3%) (DA
Hexon A CAARTTCAGRCAGACGGT 114-161
Hexon B TAGTGATGMCGSGACATCAT 1041-1021

2R Takara MiniBEST Viral RNA/DNA Extrac-
tion Kit Ver.5.0 U]+, $2 B 4 BIBRUERERRF C3
C7.C11.C15 {05 FE L H 4, L) Hexon A/Hexon B
NEI YT PCR &1, RBIAA F : 2xEx Taq Mix
25 uL, HexonA/HexonB (10 uM/L) % 2 uL, Btk
5 uL, ddH,0 16 pL; W %F:94 C 2 min;95 C
305,60 C 30 5,72 °C 1 min, 30 ME; 72 C
10 min, HU5 pL PCR 729, 1 1.5% B g W58 i L
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YT, P B Bk A b i S R AR R A PR
HY
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fL LMH 411, 4 FLEERR 0.2 mL, [R5 LMH 412
SR 5 L, BALAINA 0.2 mL & 1% i 4 1L 1Y
DMEM/F12 55 379, F 48 fL# & 37 °C, 5% CO,
SN FRFR 5~7 d, WL RS
1.6 A&7 LMH Ev A& KEEFAFR  WE Cl-
C15 ARG 55 19T B, LA AL AR R B A8 45 log
TCIDs,/0.1mL A5, 2 905 1 7 LMH A9 2E
K2k,

4 C10 FiBE 10000 £, 3L 1 mL F7h E A5
21 LMH 411,37 CHH 1 h J5, 4858 9 mL Z4EF¢
W, ZTERE R R FR 100 12,24 36 .48 ,60,72 .84,
96,108 F1 120 h Mt 4 MO, Fe 52 Rl =k, ik
WRE, HURRE B I% Reed—Meunch 77 4315 A [l
WCEEI TE] Y TCID,, , Jf 251 C10 £ LMH Eiy A K
IR
1.7 BomMiR®E ¥ 30 H 3 EIE SPF XSEEHL>
3, R 10 2 B — 21 X R L P 4 R
0.1 mLC5 fR3E, H% 75 &% i 10%° TCID,,/0. ImL;
TR 0.1 mL C15 AF NS B 10
TCID,/0. 1mL; 55 = 2H Sy [P %0 B8 i 5 45 i 1 2R
HER K, RO AR A IR 50 A 1Y K 9 R BE T
T
2 & R
2.1 LMH @& A4 % A LU0 EHE LMH
LHAE 3G 7 LMH 77 A4 B 8 A 4 s A, Hody
UE 248 AR DA (], R B BSOS D] 1 7 g R AR 2R
AN A ] B B R G OR, 5 4 RO R AR E B bR
(AV211) B FIRERRIE A 20 M 22 (B 1)

"5 I -
‘_‘_‘:}'_ LT s TR

A IEHR B9 LMH 400 ; B BB EEVAERE (AV211) 5 C Jr B EfR.

A normal LMH; B FAdV standard strain( AV211) ; C isolated strain

1 FREFKR(AV2) M5 BESHRERM LMH 8i/5
48 h AR EIER (10X)

Figl CPE on LMH caused by standard strain( AV211)

and isolated strain 48 h post—inoculation( 10X)

2.2 PCR %% 4 RUIBRMEREMEFN C3.C7.C11.C15
RIEEII W] LAY 1S K /NZ°8 900 bp 1Y Hexon L1
HE(E2), 5 ATCC FAAV 12 /N I3 B4R fEE7 bk
) Hexon L1 F BEiEAT HEXHIG | 22 i 4% 4 R a2k L A
(B 3), ATLLE 4 B 2R3 B A DR <7 17 31 K
NG 4 BB R TREbRE R e 2 — B H S 4 A
FAdV &b T [6]—43 32,

M123456

M: DL1000, 733 RN B R R 1000,700,500 ,400
300,200 bp; 1-6 KKy 4 BUprHEFEMK (C15,C11 ,C7 ,C3 FEPHEXT
M.DL1000, Molecular weight from top to bottom are 1000,700,500,400,300,
200 bp; 1-6:serotype 4 standard strain,C15,C11,C7,C3 and negative control

B2 #RESHRMERIRFES Hexon L1 B AIKE

Fig 2 Hexon L1 electrophoresis chart of standard strain

and different generations of isolated strain
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Fig 3 Hexon L1 nucleic acid sequence evolution tree of different generations of isolated strain,

serotype 4 standard strain and 12 serotype standard strains of FAdV

2.3 #wRRBER SRS 4 MEREEER
YAV 13 b A0S #e R LMH 2038, A 7 A 20 i
AT Xof 2R ) IR L 2, 150 P ) B bk
B 4 BUE i B BH V1ML 75 52 2 P T

F®1 PIREER
Tab 1 The result of serum neutralization test

HEE R

CPE fL# CPE fL%X BRELIR
W BT R 2
P ’ ° L 4 T 5
A 0 5 S W L 5
A B4 0 s St 4t

2.4 FORMERILE  C5 I C15 4Nl EE %R SPF
XI5 RS 2 d FFAR HBAE TS, HoAY HAE T i ]
LHAE 2~4 d, JETEEIES, AT DO TR oA TR
T 5 PR 5 2O A BRE SRt I 5 JF I Ao s it
(El4), C5F1 C15 5EMFET- 45518 100% Fl
70% ,C15 LARFET ARG MR CHEEM, 10 d J5
PWEIEHR . UL B iR e Al I3 1, 4 mT 3
3 Ji % SPF X9 100%, H. C5 ] 53 SPF %% 100%
FET,

F2 C5%C15 k3t SPF BHHFERBWER
Tab 2 The pathogenic result of C5 and C15 on SPF chickens
LUy Ay i gy
2d 3d 4d

A

c5 2 5 3 100% 100%
C15 1 5 1 70% 100%
Xf B4R 0 0 0 0 0

25 MELEIMH by x4 R PEEIRTHME
LMH _ ARG, JHX6F 240 At 0 335 17 4 3% 0 1
R RET T R LT, B 8 R, R R R SR
BT THE, 8~ 15 UG R W e 2 & = 7E 107 ~
10™*TCID,,/0. 1mL, FEWLIE 5,

JREETE LMH bR AR IR YL S 72 h iR B0 (H
10™*TCID,,/0. I mL, i 5 W& 2 B, T ULIE 6.,
3 THEEINE

X TR & MR 2 B L B TR 2 B 11 9 191
HIRIGE T 1987 4F 200 & AR 78 T AR 0 (& R
PrbIX , FAE2e 90 AEAR FEHRLSE BN SR VH A
JEJRZ IR R B 5 R 2 45 [ S HF AR 4k
HEEA IR R AERATY . B HE 2014 ~
2016 I 1], Xof 0l X Ff v 5 s 2 e 17 0 kA 7
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A DEEATRE IR SER B BRI C PRS2 ik
A amber colored liquid in the pericardial sac; B mottling hemorrhage
on pericardium; C swelling liver with yellow color
4 ZEToIG0 AR AT AR K (R IR

Fig 4 Heart and liver lesion of dead chicken
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Fig 5 The virus titer of different passages on LMH
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Fig 6 The virus titer on LMH at different point of time
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AL CEL) W AR 40 M 3247 43 B RnRE 3201 (R R
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B, T DL A 0 S B4 40 M AR L R i
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