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Abstract: In order to obtain the CpG recombinant plasmid with immunostimulatory activity against pig, eleven

DNA sequences containing different CpG motifs were designed and synthesized, and MTS colorimetric assay was
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used to determine the ability of CpG ODNs to stimulate the proliferation of porcine PBMC. The result showed that

ten CpG ODNs has the stimulating activity to the PBMC of porcine(SI >2). Recombinant plasmids pCpG06 and

pCpGO8 containing 6 repeats of CpGO6 or CpGO8 were synthesized, and tested for stimulating activity on porcine
PBMC. The results showed that the SI value of recombinant plasmids pCpG06 and pCpGO8 was 4.97 and 5.32,

respectively, and the recombinant plasmids stimulated higher levels of IL. =4 in porcine PBMC. The recombinant

plasmids pCpG0O6 and pCpGO8 obtained in this study have good immunostimulatory activity on porcine PBMC,

which can provide a reference for the study of CpG adjuvants for pigs.
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Tab1 CpG ODNs sequence in this study

CpG ODN igdl K /bp

GC - ODN TGCTGCTTTGTGCTTTTGTG 20
CpGo1 TCATCGATATCGATTTATCGAT 22
CpGO2 ATCGATGGTCGTTGTCGTTTC 21
CpGO3 TCATCGATTTGTCGTTTTGACGTT 24
CpGo4 TCGTCGATTTATCGATTTGTCGTT 24
CpGO5 AACGTTCATCGATATCGATGT 21
CpG06 TCGTCGTTTTGACGTTTTGTCGTT 24
CpGO7 TCAACGTTTTGACGTTTTGTCGTT 24
CpGo8 ATCGATTTGTCGTTATCGAT 20
CpG09 TCATCGATTTGTCGTTATCGAT 22
CpG10 TCTACGTTTTCAGCTTTTGTCGTT 24
CpGl1 TCTACGTTTTGTCGTTTTGTCGTT 24
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Tab 2 CpG ODN sequence with stimulatory activity to pig PBMC

2H 5 oD & SI{A 217 oD {4 SIH
ConA 0.471 £0.025 5.92 CpGo5 0.458 +0.040 4.89
GC - ODN 0.345 £0.037 1.00 CpGO6 0.485 £0.030 5.82
25 AN IR 0.319 £0.04 - CpGO7 0.469 0.034 5.27
CpGol 0.412 £0.091 3.31 CpGo8 0.478 +0.020 5.58
CpGOo2 0.395 +0.009 2.72 CpG09 0.378 +0.083 2.13
CpGO3 0.412 £0.075 3.62 CpG10 0.413 £0.042 3.34
CpGo4 0.357 £0.057 1.41 CpGl1 0.421 £0.054 3.62
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A ) B 2 TR 8 — A S TR R A TR A

2000bp

1000bp
750bp
500bp
250bp
100bp

181bp 158bp

M. Marker DI.2000 ;1. pCpGO6 Hind I 4]
2. pCpGO6 EcoRT i ;3. pCpGO6 Hind M Fl EcoR T XUHET ;
4. pCpGO8 Hind THAFY] ;5. pCpGO8 EcoR 1 FRGY];
6. pCpGO8 Hind T EcoR T XL
M. Marker DL.2000;1. Enzyme digestion of pCpG06 by Hind 1I ;
2. Enzyme digestion of pCpG06 by EcoR 1;
3. Enzyme digestion of pCpG06 by Hind Il and EcoR I;
4. Enzyme digestion of pCpGO8 by Hind 1II ;
5. Enzyme digestion of pCpGO8 by EcoR I
6. Enzyme digestion of pCpGO8 by Hind Il and EcoR I
B 1 AR pCpG06 F1 pCpGo8 FE1 L E FL ik B
Fig 1 Enzyme digestion identification of recombinant
plasmids pCpG06 and pCpG08
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Tab 3 Stimulatory activity of recombinant plasmid

containing CpG motif to pig PBMC

20 531 W/ (ng - mL™") oD {4 SI 18
1 0.384 +0.017 2.81
2.5 0.402 +0.012 3.52
pCpGO6
5 0.408 £0. 005 4.35
10 0.427 £0.011 4.97
1 0.385 +0.011 2.86
2.5 0.404 £0.023 3.64
pCpGO8
5 0.424 £0.035 5.14
10 0.434 £0.019 5.32
1 0.346 +0.016 1
2.5 0.346 +0. 006 1
GC - ODN
5 0.344 £0.025 1
10 0.345 £0.023 1
ConA 5 0.425 +0.017 5.22
e Papiict PBS 0.324 +0.023 -
“ — 7 .Blank control without SI value
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Fig 2 The effect of recombinant plasmid containing CpG motif on IL —4 and IFN -y secretion of PBMC cells
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