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In silico identification, molecular cloning and verification
of a novel pig gene homologous to human BCLI10 of in-
nate immunity and its preliminary expression profiles in
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Abstract: We identified and characterized a novel swine gene Bcl/l0 with GenBank (Accession No. EU088132) which was
homologous to human BCLI0 (B-cell CLL/lymphoma 10) gene. The full-length cDNA of 925 bp for swine BCLI0 was in
silico cloned, and then its ORF of 702 bp coding 233 amino acid residues was verified by RT-PCR and DNA sequencing.
NCBI BLAST assay indicated that this cDNA contained three extrons with a length of 57, 289 and 356 bp respectively, and

it was located on the chromosome 4 of pig genome. Using semi-quantitative PCR, preliminary expression profiles of swine
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BCL10 were verified in different swine tissues. The expression of swine BCL1(0 was verified by GFP marker and RT-PCR

assay. We found that, BCL10 expressed in high level in swine spleen, and with a modest level in thymus, brain and lymph

node; low level mRNA was expressed in liver and not detectable level in kidney. The swine BCLI0 gene was cloned to the

GFP-containing eukaryotic expression vector pEGFP-C1 and transfected to PK-15 cell line by lipofectin. BCL10 was ex-

pressed effectively in PK-15 cells. In summary, we cloned a novel swine BCLI0 gene, and investigated its expression char-

acters. This will be the fundament of the future research on its function.

Keywords: BCLI0 gene; cloning; expression analysis; eukaryotic expression

BCL10 (B cell lymophoma-10)

, MALT
(Chromosome

t(1;14)(p22;932)
translocation breakpoint)

=31
, N
,  RAIDD, RICK/ RIP2/CARDIAK, ARC
CARD Q2
NF-«B
BCL10
; , BCL10
o s
BCL10
(Gene ontology)
BCLI10 NCBI
BCLI10 mRNA ,
, BCLI10
1
1.1
1.1.1 4AZRE
1

1.1.2  ‘miatk
PK-15

4~6

1.1.3  HAHRAEAR
DH5a pEGFP-C1

; pPMD18-T Vector TaKaRa( )
1.1.4  EE2XAA L Lo

; TRLZOL LS Reagent
GIBCOBRL ; RevertAid™ H First Strand cDNA
Synthesis Kit Fermentas ; Tag DNA
BamH 1 /Hind TaKaRa
( ) > BioDev ;

Lipofectamine2000 Regent Invitrogen ;
(G418) DMEM Gibco

6 24 Costar

1.1.5 SR B 27 R i )

(National center for
biotechnology information, NCBI) EST
ProtParam www.expasy.ch/tools/protparam.html;

Nnpredict www.cmpharm.ucsf.edu/

~nomi/nnpredict.html;

Subloc: http://www.bioinfo.tsinghua.edu.cn/SubLoc/eu
predict.htm , GENSCAN, DNASTAR,

Mega (2.0), BioXM(2.0) DNASIS-Pro software
DNA

1.2

1.2.1 4&&KE BCLIO #9%8-F 255 5| ikt
BCLI0 (GenBank

NM_003921), NCBI BLAST

GenBank (expressed sequence tag,



6 : BCL10 749
EST) pMD18-T ,
BCLI0 EST i DH5a, ,
BCLI10 EST , PCR 4]
NCBI BLAST ,
[12.13] ) )
’ 1.2.3 BCLI0O ABALKEEFAAR

DNAStar BCLI10 30

¢DNA RT-PCR Pl 5<TTCCCCCGCCT A me

CCGCCATG-3 4 P2: 5CCGCGCTAAAGGGACG ’
RNA 260 nm 280 nm oD

TGTATCAAAAG-3*~

RNA RT-PCR BCLI0
N
122 BCLIO AR &+ ulk (GenBank EU088132) ; B-actin
10 mL , ( GenBank SSU07786) ,
RNA  RevertAid™
H First Strand cDNA Synthesis Kit cDNA 1 1 PCR 1.2.2 PCR
cDNA PCR 1.0%
2 uL 10 x buffer 2.5 uL. dNTP , BCL10
Mixture 2 pL 25 pmol/L 3,
luL Tag 0.25puL, 25 uL, SPSS11.5
95 5 min; 94 1 min; BCLI10 = RT-PCR

56  55s;72 1 min, 34 , 72 10 min /B-actin RT-PCR

PCR 1.0% PCR

#z1 BCLIOMBactin EE3|HFF

Table 1 The primerse quences of BCL10 and f-actin gene

Genes Primer sequences (553 7T Size of amplified fragments(bp)
BCLI10 B1: TTAAGCTTCCCCCGCCTCCGCCATG 737

B2: TAGGATCCAGCTGTCATTGCCGCAAAAGA

C1: ACTCTGGGGATGGGGTCA
C2: CTCGTTGCCGATGGTGAT
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