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Cloning and establishment of the semi-quantitative RT-PCR system
of LHR partial gene of Goat’s Uterus
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Abstract; [Objective) Luteinizing hormone receptor (LHR) gene mRNA was amplified using RT-PCR
to further study the different levels of LHR mRNA expression in the goat uterus during the various estrous
cycle phases and research the possible role of the reproductive endocrine secretion of goat. [Method) Using
GAPDH as inner control,total RNA was extracted from uterus of Jining gray goat. [Result] Sequenced a-
nalysis suggested that this fragment was partial sequence of LHR gene. The gene homology of fragment
obtained in this study compared with that of reported LHR mRNA (AF379199) of Capra hircus was
100%. Cycle numbers of PCR system and the concentration of MgCl, was optimized and analyzed. [Conclu-
sion] The goat’s partial LHR mRNA gene was successfully cloned in present study and the optimized
semi-quantitative RT-PCR system was established.
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1.1 # #

L1 LEFE N AHTEI RS
P 2~3 B ERARZATETHILE 4 R A 21~
28 kg, 2007 4F 4 H ), & —## KALE 5 min
I e R o S DR TR A TP A

1.1.2 3% A TRNzol W [ db ot KAR AW 8 A
BN Fl s £ %8 — 2 BE (diethylpyrocarbonate,
DEPC) iy H 2 B Sigma /A 7 ; pMD18-T Vector,
RT-PCR i & W B TaKaRa 23w 5 #1511 45 124571
£ (QIA quick Gel Extraction Kit) g § GIBCO &
A 5 Ho At A 22 3R] 12 0 [ 7 03 A Al )

1.2 7 i

1.2.1 L ¥ % RNA®#HEI B 50~100 mg HHF
M FE A WA R RV S R T 1.5
mL fJ Eppendorf 4 # . i1 A 1 mL A TRNzol, 74y
R4, ERAE 5 min;4 'C .10 000 r/min &0 10
min, W FEWRZE S —E . mA 0.2 mL 151075,
EHIRA) 15 s, BEIEE Y 3 min;4 C .10 000 r/min
B0 15 min, B EIE W) B G AR R S N
P YR A) IR CE 30 mins4 'C .10 000 r/min &>

10 min, £ BWHW. 08P MA 1 mL (K55
75 L EE(DEPC Ab ¥ 3 (1 /K B & W PR IE ;4 C
5000 r/min &> 5 min,  FE R B IKH RNA
30 pL J& RNA [ iy 2 K Ar T —70 C&H.
X4 IR I 2E B RNA 4355840 6Ot B 10
g/ L AR W G e o DK A U RNA Bk B R e e
1.2.2 ¥ cDNA % —469 5% W2 pg hFEH
RNA,2.5 pmol/pL Oligo dT 2 pL, %b 38 DEPC /K
Z 10 pL.,70 C/KH 5 min, yKk_EFEE 30 s. 0k L m
A M-MLV 5 % 5§ 1 L, 5 X RT Buffer 5 pL,
RNA i) 1 pL,2. 5 mmol/L dNTPs 5 uL, %h
% DEPC /K % 25 uL,iB%J. 42 C 1 h,85 C 15 min
Lk R
1.2.3 L ¥F% LHR mRNA 4 #%# PCR 3 3%
WO HE M EM LHR f1 GAPDH 3K ¥ 4] (JF
H 543 5k AF379199, AJ431207) ¥ 3t 2 X% 51 9
(R D513 ik bl £ H R H R AR A,
X5 R R Ty A (8 4 B s BAS AR KR BE R
PCR 7= ¥ i HL K 45 2 20 #1» LHR #il GAPDH 2 [
F B 1 Y de R QR BE 43 ol 47 R 55 C

%1 LHR# GAPDH EE&3I#E

Table 1 Primers sequences of LHR and GAPDH gene
7= KN/ bp
HH 514 Length of
Gene Primer amplified
fragments
LHR F.5-AATATCGAGCTGAACTTT-3' 286
: R:5-TTGCCTGATGTGCCTAAC-3’ -
F.5'-GGGTGATGCTGGTGCTGAGT-3'
GAPDH g 5/ TCCCTCCACGATGCCAAA 3/ 259

PCR JZ i MR R 25 pL. RT =¥ 1 pL.2.5

mmol/L dNTP Mixture 2. 0 pL.,25 mmol/L MgCl,
1.5 uL,Tag DNA B4 0. 2 nL..10 X PCR Buffer
2.5 pL, B TSI 1 L RS G, o0 6l it 47
LHR 1 GAPDH ) PCR ¥4, LHR () PCR J" 1
At Hy:95 CHIZSHE 5 min; 95 CZSE 1 min, 47 C
Bk 1 min,72 CHEA 1 min, 3L 30 MEFR;72 CHE
1 10 min, GAPDH f§ PCR #"# {4 % .95 C i
A5 150 5395 CARE 25 5,55 CiBk 30 s,72 CHiE
{4130 s, 3 26 NMEFF;72 CHEH 5 min, Jz W25 H
Je B PCR = k47 1.5 g/1 BERIR A BE i v vk 48
T BE RGN T B A5 R IR .
1.2.4 PCR¥¥MmHFKGHE X 1.2.3 PCR
2, 0% ETE W 5 24,26,28,30,32,34 f1 36
U AP 1= W) ) 8CR  fE PCR 347 & 1 Z A
SOEFRAC RN R SENEAE B
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W W AT EER FL K L % TIOR8 Fil
H Mg® WREE

1.2.6 PCR ¥ ¥ =4y L2535 o4 HIHIR
WEBERE i PCR 973 09 H B9 7 B, ¥ H 5 pMD18-
T Vector i #%, ¥ 8 T 41 i ki pMDI18-T-LHR, &
J5 F AL R AT I DHSa, i, i OB 37 5 P e 6
PO VR AT HE A ORI PR R A X e B
o 20 J5ORL Y TR 7 4 A AR BORL . ] EcoR Tl Sal 1 2
P AT SR ) S . EIR 2 DS A M BrE A
F IV L% b 5 AR R L B 5 o0 iE 4T DNAC
P BT S5 R 5 GenBank AT LHR # 17 Lk
B,

2 RS0

=2 RNA BB
PEIUR) L 25 B RNA BG% LU AE Asso / Agse N
1.8~2.0,2 10 g/L B HE A BE e o Sk A I, m] DL A
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7 TG P K 4 2R
1. PCR 7=4 ; M. DNA Marker
Fig. 2 Gel electrophoresis of PCR product of
LHR mRNA f{ragment
1. PCR product; M. DNA Marker
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BH P v B 7 225 0E S 1 2 AN I RN A F
286 bp BIH IR 5 (18 4) . X4 5 i) PCR =¥
HEAT ST 51 53 H1, 5 GenBank [ % fifi 19 3¢ LHR

2.3

728S.18S M1 5S 3 2 @ i &7 (& 1), H 5S W &%
28S Ml 18S 2 v 55 . 2 WL B A9 1L 2F B RNA 5%
4 54 RT-PCR ik i sk,

28S
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Bl 1 h2E 8 RNA B HL K45 5
Fig. 1 Agarose gel electrophoresis of total
W¥FE LHR mRNA F RE T R EHRK
#I DNA B PCR #23%
K2 5 R Won . L7 B Y KL 286
bp i) LHR mRNA J Bt 5HUN A BERE—2. 97
B B B P TR PRI AL T 4
T 1 B O B BEAT PCR %7 &5 Ry 14 3 1 K05
M5BT R B — 2Ry A& (&1 3) . R W] H A 2k
N E 5 AR FT B .
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Fig. 3
M. DNA Marker; 1. PCR product of recombinant DNA

Gel electrophoresis of PCR product

mRNA (&[5 AF379199)41~326 bp W% 1 e
FEAIRIJE MR B T 100 % . UE B PCR 7= 4 B 4 1L
2 LHR mRNA 85> P51, — 3 w5 R .

AATATCGAGCTGAACTTTATAGGAGGAAGGATTTTTCAGCTTATATCTCCAACTGCAAA
AATGGCTTCACTGGATCAAATAAGCCCTCCCGGTCCACCTTCAAGTTGACTACATTACA
ATGTCAATATTCAGCTGTCCTGGACAAGACTTGCTGTAATTAGTGTTAACTGTGGTATC
AGTAAGCACATTACTGAATTATACTTAAATATGTAAAAAAAATTCTCTCTACCAGTAATA
TTAACAAAGAGTTGGTTTCAGGAAATTATGTGTTAGGCACATCAGGCAA

[ 4

1378 LHR mRNA J B H 12 )5 51

Fig. 4 The sequenced result of LHR mRNA fragment
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Electrophoretic results of LHR and GAPDH PCR products and integrated OD analysis in different cycles
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T8 LHR R P51 7E 6 4> Mg® e B i 4 3 ¢
SRR A 2200, 7 1.5 mmol/L BB AR
i S Ak e o T 2k B 3 e I A A R SRR 22

LHR
1 2 3 4 5 6 M
© " 1500 bp
250 bp
100 bp

6
1~6. M2t e B4y 5/ 0.5,1.0,1.5,2.0,2.5,3. 0 mmol/L B i394 7= 4 ; M. DNA Marker

Fig. 6

A EARI 30 AR AR AR TR Mg®" e 2 X GAP-
DH 52 ma 5/, oA 3 #45k A 1.5 mmol /L A
4 LHR fl GAPDH 4 PCR #"#41) Mg®" W Ji
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Gel electrophoresis of LHR and GAPDH gene PCR product at different Mg?" concentrations

1—6. Product of 0.5,1.0,1.5,2.0,2.5,3. 0 mmol/L; M. DNA Marker
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