el REER
Journal of South China Agricultural University

BOE NI
2008 4£ 10 A

Vol.29, No.4
Oct. 2008

¥ 1IL-12p40 =& E = RT-PCR &M i ESL

B E, KK, KL, B E
(BLBFHAER FWEEEZ, &K b 528231)

R AR CenBank ¥ 1L-12p40 751315147, X A RT-PCR LR Y4 377 bp MERA-EH R B, e rE 2l
pGEM-T Easy B , MR IL-12p40 43 2 F i BRE A SR AR S PCR BRI 5 377 bp J Bedk
FR—3t5]49{E9" 3% 255 bp A BEMESFEA T BEEAN SR PFEH TRSER PCR 735 (qe-PCR) , BT
T% IL-12p40 AR HE IR A E R [E T 772

455, IL-12p40; =% F 8 RT-PCR

hESHS.Q511,5828 M ERFRIAAD A M E S .1001-411X(2008)04-0091-04

Establishment of a Quantitative Competitive RT-PCR Assay for
Detection of Porcine IL-12p40 mRNA
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Abstract; A 377 bp fragment of IL-12p40 was amplified from the total RNA of porcine peripheral blood
mononuclear cells (PBMC) by RT-PCR, and one recombinant ( primitive plasmid) was obtained by liga-
tion of the 377 bp fragment and pGEM-T Easy vector. The other recombinant ( competitive) plasmid con-
taining 255 bp fragment of IL-12p40 was amplified by the same pair of primers for the 377 bp fragment,
was constructed by reverse PCR based on the primitive plasmid. By the quantitative competitive PCR be-
tween the logarithm of ratios of amplified copies of primitive plasmid ( which will be replaced by ¢cDNA of
IL-12p40 mRNA) to the amplified copies of series 2-fold dilution competitive plasmid copies in compari-
son with the logarithm of molecules of series 2-fold dilution competitive plasmid, the linear regression e-

quation of the standard competitive curve for IL-12p40 mRNA detection was verified.
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1.6.1 % IL-12p40 3o A B &5 R 4% KA Oligo
dT18 fEA T4, 2 B AMV &8 7 R RE A UL
B HEEEME B, cDNA G TR AN BEE R
RNA,fiLA Oligo dTI8 = 70 °C #EJH 10 min, JKIA 2
min; #MINS x 2% 55 M U 5% B \RNasin  dNTP
FITC RNase =Z8/KE 20 pL, ZiE R FF 10 min [5,
42 C 2 h. BIERRMNAZE N5 x RT buffer 4 pL,10
mmol/L dNTPs 4 pL,50 pg/uL Oligo(dT)18 1 L,
AMV [ # 58 (10 U/pL) 1 uL,RNasin(30 U/uL)
1 pL, B RNA &G RNase =2%7K 9 pL.
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CAATG-3', B[ ¥ 1} Bkl 377 bp. PCR W 1A &
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pmol/pL F FH#5|#)% 1 pL,cDNA 2 uL,Tag DNA
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519 HEAT PCR 3%, Y3 ™) 2 B AR HE B FR Ik A6
7L ERRUY 1 AR R AW/ T 400 bp B9
B Wy i e A pGEM-T Easy 2%, kI &
B0 A TR % PCREcoR 1/BamH 1 B§HI&RE
EMFEES T, GRZARNI KB TEH IL-
12p40 B[R 377 #1255 bp HFAEEA T, ILAE 1.

M: 100 bp DNA marker;1: T4 F EcoR T B =47 (395,2 997 bp) ;2.
3. E7 PCR =45(377 bp) ;4. U F BamH I BHI74 (3 276 bp) ;
5:EAT EcoR [ BRI 47(279,2 997 bp) ;6.7 1 # PCR 747 (255
bp)

M .100 bp DNA marker; 1 ;ider{tiﬁcaton of recombinants by EcoR [ diges-
tion (395, 2997 bp); 2,3: amplification product of colony PCR (377
bp) ; 4: identificaton of recombinants by BamH [ digestion (3 276 bp) ;
5. identificaton of recombinants by EcoR I digestion (279 and 2 997
bp) ; 6,7 ;amplification product of colony PCR (255 bp)
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Fig.1 Colony PCR and enzymatic identification of partial frag-

ment of IL-12p40 and its deleted competitive plasmid
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¥ 1 uL &7 IL-12p40 FRAFH I H B B #9 Bkt
fELRE(H 2 x10° JRE 2° x 10° fE RS EE, 9
HEYEFE N 0.67 pg/ul B 1.78 x 10" $£ 01 /L) [ 1
pL 107 £ 4 Frkr (RN 40. 1 fg B 11 046.7 #%
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210 % 10° fE R A IL-12p40 34 26 A B (377 bp) B IR
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M: pUC19 DNA/Msp | (Hpa Il ) marker; 1 —10: Result of qe-PCR be-

tween one microliter of serially diluted target plasmid cloned by partial IL-

12p40 gene (377 bp) from 2 x 10° to 2'° x 10°-fold and one microliter of

107 fold diluted its competitive recombinant contained with partially dele-

ted fragment of partial gene of IL-12p40( amplified 255 bp)
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Fig.2 Result of quantitative competitive PCR between the larger

target recombinant cloned by partial gene of IL-12p40

and its partially deleted recombinant

£1 ZHHEIL-12p40 o EEELHTFHEAY qe-PCR 4557 (logl0)
Tab.1 Result of quantitative competitive PCR between the two recombinants contained partial gene of porcine IL-12p40
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Fig. 3  The standard curve and liner regression equation for
quantitation of porcine IL-12p40 mRNA
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