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Construction of Senegal Bichir Shh Gene Standard Plasmid DNA and
Curve Using Real-time RT-PCR
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Abstract: As a rapid and accurate approach, the real—time fluorescent quantitative PCR method is established to quantify the
Senegal bichir Shh gene expression in tissue. The method consists of choosing the object, the sample of mRNA, increasing
RT-PCR, purifying, connecting it with pGEM -T —easy and transforming pGEM —T —easy. Through selecting, cutting, testing the
sample, it is indicated that the colon has been shaped. The conduction is then followed by PCR detection of plasmid and
recombinant T-easy—vectors digested by EcoRI. The equation is y=—0.32x+10.47 and the ratio is 1.00. The constructed plasmid
containing only the target gene was used to construct a calibration curve. The absolute standard curve method was shown to be of
high linearity, sensitivity and reproducibility. This study intends to set up a solid basis for a further investigation on the
distribution and the action of Shh gene and its system.

Key Words: Shh gene; real—time quantitative PCR; standard curve; Senegal bichir

CLC Numbers: Q341, 0959.46*2 Document Code: A Article ID: 1000-7857(2007)13-0041-04
Hedgehog (Hh) (Indian hedgehog) ,Dhh (Desert hedgehog)3 B-6l
1 Hedgehog (Sonic hedgehog, Shh)  Hh
(-4
Hedgehog Shh (Sonic hedgehog) ,1hh , NN
. 2007-03-24
i 126 , , , :

; E—mail: zhangdoudou77@sina.com

( M5 2 , s ; E-mail: qunliu63@sina.com

41



J‘CMK

B —
. eview
(Articles)
Science & Technology Review 2007 Vol. 25 No. 13 (Sum No. 235)
M, Shh Hh ,  Hh P2.5’-CCAGCACCTTGTCACCTC-3",
o Shh 214 bp,
8] , 1.2.2.2 (RT)
N . , cDNA. RNA 5plL, 10 mmol/L. ANTPs 1pL,
D-V (Dorsal-Ventral ) N A- Oligo(dT)5(20 pmol/L) 1L, DEPC 7L
P ( Anterior—Posterior) N PCR 65 C 5 min, 5 min,
B RT 6 nl, Sxbuffer 4 L, RNasin 1pL
. . fo-12] (40 U/pL) ,M-MLV 1wL(200 U/pL), PCR
(Senegal bichir) s 37 C 1 h,70 C 15 min,
, 1.2.2.3 PCR
. o S 25 plL, :10xbuffer 2.5 pL,
Shh , Shh dNTPs 2 pL,P, P, (25 pmol/L) 0.5 pL,Ex Taq
, Shh 0.2 pwL,cDNA 2 plL, 17.3 pL, :
s 94°C 5 min;94°C 30 s.57°C 40 s,
PCR Shh 72°C 40s, 36 ;72°C 8 min,
, Shh 1.2.3
. 1.2.3.1 PCR
PCR 1% , E.Z.
1 N.A" Gel Extraction Kit PCR
1.1 . .
1.1.1 1.2.3.2 PCR .
, ; DH5a, pGEM"-T Easy Vector Systems
o pGEM"-T T,DNA
1.1.2 , .

TRIZOL RNA (Gibco ) \dNTPs 10 pL, :pGEM"~T Easy Vector (50 ng)
(TaKaRa ).Tag DNA (TaKaRa )\ 1uL,PCR 3 pL,T,DNA 1pL,
M-MLV (Promega ) .DEPC (Promega buffer 1L, 4 nlL, 4 °C

) .\RNASEOUT® Ribonuclease (Promega ) .SYBR" o 200 L
Green qPCR Kit(FINNZYMES ).EcoRl (TaKaRa DH5a , 800 L. Amp-LB

). ( ) . pGEM"-T ,37°C .150 1/min 1h, , Amp*,
Easy Vector Systems (Promega ).EZNA." Gel X-Gal. IPTG LB ,37°C . 180 r/min
Extraction Kit(Promega ).PCR  (PTC-150 ,MJ o
Research ) PCR  (OPTICON 2 1.2.3.3
MJ Research e
1.2 Amp* LB 37°C 180 r/min
1.2.1 RNA PCR ., o

, , , 1.2.3.4
-86°C o 100 mg , opb 5
TRIZOL RNA [13] R 10 ,
RNA 30 wL DEPC , PCR o 25 pL
-80°C 5 , :Mix12.5 pL,P; P, (25 pmol/L)
1.2.2 RNA RT-PCR 0.2 pL, DNA 2 plL, 10.1 pL,
1.2.2.1 PCR ,
Shh mRNA , , (65~95°C
) 8 , 02< 1 ) o )
P1.5’-AAGAGCAAATATGGGACACTC-3", g
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Fig. 2 Representative standard curve obtained by
plotting the starting copy numbers of recombinant
plasmid against their cycle numbers
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Fig.3 Real-time RT-PCR amplification standard curves
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Fig. 4 Representative set of melting curves obtained by plotting fluorescence data against their cycle numbers
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