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Gene Expression Analysis of CD8a and Its Signaling Pathway Related Genes
Treated with DHV in Duckling

XU Qi', CHEN Yang', HUANG Zheng-yang' , TONG Yi-yu', RONG Guang-hui',
ZHAO Wen-ming' , ZHANG Yang', LI Xiu', DUAN Xiu-jun’ , CHEN Guo-hong'"
(1. Jiangsu Key Laboratory of Animal Genetics & Breeding and Molecular Design , Yangzhou
225009, China; 2. National Water fowl Germplasm Resorurse , Taizhou 225300, China)

Abstract: This experiment was conducted to explore gene expression of CD8q and its signaling
pathway related genes after virus infection. The experimental animal model of infected duck hepa-
titis virus (DHV) was constructed by using DHV to infect 3-day-old JinDing ducklings without
maternal antibody. Then the gene expressions of CD8«, MHC | , MHC Il and TNFq in some
tissue of different groups of DHV were detected by RT-qPCR. The specific band of conservative
regions in the DHV 3D gene was amplified in morbid group and non-morbid group. This outcome
showed that the infected duck hepatitis virus animal model of CD8« gene was constructed success-
fully. The results of RT-qPCR demonstrated that the CD8«, MHC [ , MHC [l genes were up-
regulated in non-morbid group and down-regulated in morbid group of all tissue in different de-
grees, while the TNF-q gene were up-regulated in morbid group of Liver, spleen, lung, and kid-
ney. The research showed that the expression of the CD8a gene and related gene of its pathway

was altered after duck hepatitis virus infection. The results contribute to a better understanding
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of the duck CD8qa gene regulatory role in cellular immunity.
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Table 1 Sequence of the oligonucleotide primers of RT-qPCR
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2 AL BB A A R A 10 H BRI AL o iR
LTE S 400 pL T B2 95 35, 0F BRZH 0 5 45 & A 1
ERK B B AR LSS T RE 2 RN OO 3 TR
%ﬂ%j%%%ﬂ URE CRIRAD . T WA P %,
—70 CHAF. 1572 h 5, REBCEEL K H I IE
&m%%%ﬂﬂikﬁﬁnmﬁﬁﬁﬁﬁﬂ%%
zﬁmﬁﬁﬁx—mtﬁﬁ 1 S I 98 96 2% HH
K 2 4 5 2 B 32 R AR B
1.2 3|¥igit 56K

M4 GenBank %4 CD8o .MHC [ .MHC
Il \TNF-o fiIN 25K (GAPDH) mRNA JF %1, #]
FH Primer 5. 0 I Oligo 6. 0 % i} RT-qPCR 5| ¥y,
1A B A T AR TR RS W) 58 B A 26
FJIER L,
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Primer GenBank Accession Position Sequences (5'—>3") Annealing temperature
CD8a-F GAAGTCCTTCAAGGCAGAG

AF378373 388—561 ) 60
CD8a-R AGACGTCCCTCTTGGTGAC
MHC] -F GGAGCCACAGTCCAACCTGA

AY294418 904—1020 60
MHC ] -R TTCCCTTTCTTCCCCTGCTT
MHCI]I -F GTGGCACTGGTGGTGCTGGGA

AF390589 100—291 ) 60
MHCI] -R CGTGTCAGCCACAAAATG
TNFo-F CAGATGGGAAGGGAATGAACC

AY765397 269—390 ) 60
TNFao-R AACTGGGCGGTCATAGAACA
GAPDH-F TGCTAAGCGTGTCATCATCT

AY436595 241—427 60
GAPDH-R AGTGGTCATAAGACCCTCCA

1.3 2 RNAHiIR5S ¢cDNA 1

KM Trizol Reagent $1 Bz 5 26 F1%F HE 2 B il
J R S BELAE LR A 20 25 RNALEUS pg B
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B cDNA 55 —4 .
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HR4E GenBank H Z 4k DHV- T 13 H 41751,
16 3D R AR X3 1 %51 ¥, F: 5'-ACAAT-
GACCCAGCCTTAG-3", R: 5'-CCACTGTATCT-
TCCCTTC-3", PCR ¥ 4R H 20 pL IR R . H
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F1 Tag DNA B4 0.5 pL, 10 X PCR Buffer 5
pL dNTPs 1 pL, BVF#ES1 (10 pmol « L1 4 1
L. cDNA Ktk 2 L, HA ] DEPC K4b JE 20 pL,
PCR P HFF:95 C 5 min; 94 C 45 5,55.8 CiE
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PCR /=4 10 CIRA4F,
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Thermal Cycler Protocol

Thermal Profile | Auto Increment |Ramp Rate|
Stage 1 Stage 2 Stage 3

Reps:[I___JReps40__] Reps[I__]
950
[60.0 ] [60.0 ] 60.0
1:00

B 1 B CD8x B FE K Hif k10 X EFE RT-qPCR 18514
Fig. 1 RT-qPCR condition of duck CD8a and its signa-
ling pathway related genes
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A. Control group; B. Morbid group; C. Non-morbid group
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Fig. 2 DHYV model establishment and verification infected with DHV
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Fig. 3 CD8a gene expression in duckling tissue treated with DHV
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Fig. 4 MHC | gene expression in duckling tissue treated with DHV
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Fig. 5 MHC gene expression in duckling tissue treated with DHV
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Fig. 6 TNFa gene expression in duckling tissue treated with DHV
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