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[ Abstract | Objective; This study was undertaken to find out the polymorphism variations in the estrogen
receptor-a gene Pvull (1s2234693) and Xbal (1s9340799) in the different traditional Chinese medicine (TCM )
syndromes of hypomenorrhea. Method: This case-control study used the polymerase chain reaction and restriction
fragment length polymorphism (PCR-RFLP) analysis to find out the results. Result: (DThe differences of genotype
frequencies of ESR1 1s2234693 PP/Pp/pp genotype carriers were statistically significant among the different TCM
syndromes of hypomenorrhea. The ESR1 rs9340799 XX/Xx/xx genotype carriers were statistically significant too
(P<0.001). The study showed that the genotype frequencies of ESR1 pp and xx genotype were higher in the
kidney deficiency than other TCM syndromes of hypomenorrhea. (2 The differences of allele frequencies of ESRI1
P/p and X/x genotype carriers were statistically significant ( P <0.001) among the different TCM syndromes of
hypomenorrhea. The study showed that the genotype frequencies of ESR1 p and x alleles werehigher in the kidney
deficiency than other TCM syndromes of hypomenorrhea. Conclusion: The results of the present study suggested
that the ESR1 rs2234693 and rs9340799 gene were associated with the different TCM syndromes of hypomenorrhea.
Patients with high frequencies of the p allele and x allele were more likely to respond to the hypomenorrhea with the
kidney deficiency syndrome. The study showed that the ESR1 pp genotype and xx genotype were more susceptible
to the kidney deficiency syndrome of hypomenorrhea.
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A2 d, EEEGRHEIEE R Agd b, — K
N H & EADT 20 mL FR H &b PHBEIF T
Wi %4 AAE R — AN RE AR, L T A 8 B0 B RO A 9
e H gk /b B WS RS2 AT RS kR SR
28, JF B ™ 55 0 AT i il B S5 R 5, 36 W] LS i 2
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AR eI HER TR R 2 i £ T S
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PS5 H i D m M. 58" A i
AEFERAZE D —ADEERZER, W HEAA
Syl B MEL R OK T B IR . WA RS R B
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A, AT e S N MR SZ AR R T B ol A
A B I PN R A K TR LA P R AR K R 32 AR
P D AT B 2 T 5 AR R P RN R A0 3 AR
B A5 A 2D, 3 F R A T Kk R
EJREAM-11(MMP-11) R K625 17T A4k
M NIRRT SN R A . T Bk
RIA S DT RE S R N R A K, LT E N
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R I R A8 43 A A o AN BRABUZE R I 5 Rk A
Zit/b 5 ERa JEH 1 %5 N % F Pvull, Xbal 3£ K £
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B (2.93 £2.69) 48, Ml R0 H 258 Dk
151 7 A 7 A 23 3 499 A bk o R HE B B o R AT 0
6B VG TR o 28 vh P 4% R R HEIE I B R R
BEIE 20 0 Hod B 0 R 80 oI, il kB Y 14 3],
MR 16 B, Hoh 4R /N 23 2, |k 39 2,1
BIEwy (32.13 £3.45) %, WBERE T AH kK6
A FEIERE (3. 12 £2.34) 4F 1l gAY 14 i), Horp
W /N 27 % e K 36 & P B AR (33,14 =
2.06) %, FFEEM 6 A, &K S, TR R
(2.73 £1.69) 4, Ifi A 16 451 H: o 4F % i /)N 25
B RK 3T CEEENE (32,12 £3.26) &, R
A6 AN A I 4 4R CE B (2. 07 £0.83) 4,
3 4 BHETEAR IS R R ST

1.1.2 gmizWitee A LEMEAIE R, &5
B B E AT AR AR 2 d, Bk 5 R e, —
RN 288 /0F 20 mL FH 2 W I . A & Al
HRAEH 20 i Bk TR 4, 2 & 3 k3
WM., LAy <25 437 R i F 20 mL, 2

Wik A 2550
L3 UEfRSWien e 2 04 i 5 o B 2 B i

B o (b B AR A ) T o 2 5 2 1 PR 5 4
S ) (2002 4F R ) B9 32 Wr b i S e A6 23 28 o o 411
SE B HEIE - 22 R D sl D REIR UM 5 R TR
B, Sk HG O, NIRRT IR Bk
TS B0 o I KETIE - 280 1M WD, s B i
@R, TR 5 BRI A B S S IR AL, O AR A, T
R IR, KA MR - 22473 D, (0 585
A LB 5 /NIRRT , B HE H R DR 5 T R, B
A PEBE AL BT B TP o BRI . 24T R D,
TREL, 5 b IR AN % 5 T2 P AT R, Mg ) P28 | Bl 22 266
Js ik, A R BRI

L1.4 At OFRE20~39 %, QFNA
W LR <20 mL, JFEAE 3 D H AL L.
QMR AP AL IEH LR . @R AT 3 HREZ
FEATMEIAIT AT 2 AR P R 2R, A
B T2 OC F o @I (1 AR ) T8 I AF s (F
WEGR AR A ) B R AR R A IE W A &8
K, AT Lk S TR BT A o

L1.5 HEBRbrE OF IR REMEH S C E ik .
QWFLIIAL . O IF A KR IR F R R )
B ARERA A CWREE. @A TEIE. T
ALY SR AN EZY R RS N2 7R 52 TN
GBS e WA FL AR ILAE L B RG 4 (Asherman ZR45



21 &5 8 1)
2015 4£ 4 A

RESEAFERE

Chinese Journal of Experimental Traditional Medical Formulae

Vol.21,No. 8
Apr. ,2015

fIE) B BB 3 o O O il I 45 A PR | 45 0
FFOBR R B L R S5 PN G 0 0 o, L R 6 A A AR R g
W, SE R ARG S A B A . LA Bk bRz —
&L BT HERR

1L1.6 WilAkR e S 2p
Sk R E IR ) Y 25 2 i PR F 5T 5 S
JE U ) (2002 47 R ) B 12 W b 1 SR A 43 B bR o,
T Zead /b B v B E R A 2, A — M,
S R o B RER FURIE 2 B, LR = KA,
HUE R Ao e 1 BEORE 3 B A FE B s BEAE
ORGSR HRE A, P B A% B LS A & 5
20, 2 A R ERE R RO £ L T R AESRIE &
k45 30 I P 25

1.2 {4885

1.2.1 FE{ULE  Eppendor 9700 % PCR Y ( E 4
B BB A BR 2 F)) , Eppendorf 5810R 1 55 .0 #L
(I TR RS A |, Eppendorf 5417¢ 7 55
DAL EEMBEARARAF ), EH0 00
A (N. ultrospec2000 Pharmacia Biotech 2 &]) , il &
X (2 [E ABI 3730XL) ,

1.2.2 EZ#iL55 Xbal filf ( ER0683, fermentas) ,
Pvull fiff ( ER0635 , fermentas ) , Taq fi§ (51206, 4fi ff
95% ), ANTPs (51206, 4fi & 2 mmol - L™'), Mg**
(51206, 4 fF 25 mmol - L"), 3 A 28 #2 B ik 7] &
(120522) , i ] 4 i3t 7] £ (60202), DNA 100 bp
Marker(70503) , 519 S A & (5 ) , ¥k dE
R BEAEY) TR AR MRS A,

1.3 Rk

1.3.1 DNA py#2H B £ a1 5 mL, H
EDTA $T5E, HEA G5, il %, RAE A K H k-
0L SR A B R BT U B MRS JE I 1 4 B DNA L, - 20 C
TRAFE .

1.3.2 ERa #:[H Pvull,Xbal Z&MEKN FHEEK
A PCR-RFLP 773 ,PCR 5| ¥yi%it: 519 h KB &E
BARMRSAHRAG G . LWy 5.5-
CTGCCACCCTATCTGTATCTTTTCCTATTCTC-3"; F
W Bl ¥ FF %. 5'-TCTTTCTCTGCCACCCTGGCG
TCGATTATCTGA-3', @ PCR ¥ : 54 )z W 1k & K
20 wL,H PCR Master Mix 11.2 pL, F#514 1.0
pL, FUHEBI9 1.0 pL,BiH DNA 1.0 plL, KK 5. 8
plo RSIEH T HIEARY 15 :96 C HAE M 3 min,
96 °C A 20 5,60 °C iR & 30 s,72 °C FEAH 20 s,72
CARRAEAR 5 min, 2 25 MFER . Y 15 0779
8 ;LLJJ[] 10 x Loading Buffer 1 ;,LL,J:&:‘F 2% & iRAL

CEEHNRAEEE E LTk (1 x TBE 22 Wi, 75 V, 15
mA HL7K 30 min) s JJF H 89 Fv Be, R BB A I
M) &2 (60202) [ i T EP & b 45 il . BRFLP
AGL I < 7 FH R A 4 A DT Pyadl #1 Xbal 4351 %F PCR
PRREAT Y] o BT wL g AR (PCR 74y ) 18 g
Y], B4 Z (Pvull F1 Xbal #H[A]) 245 10 x buffer 2
wL, B (Pyvall 5% Xbal) 1 wL, 4% 7 wL, K ik 10
pl,37 CHER 4 h; 20 5 K Pyull F1 Xbal 8§ L) ™ ¥ 2%
10 pL, T 2% Bl BE I (IR S 58 ) BTk (1 %
TBE 2% b3 ,75 V,15 mA HL ¥k 60 min) F 48 5 35 ff
AT T WA . @ BR ) 1 N U i w1 2 1
Pyvull N UTEEUIA] 73 1 3 A A, PP AI(CC #Y) .
Ly 1.3 kba 19 1 24, 1 T RAE N C, A RE
4 Pvull N UIEG BT 00 VIO, R A 1 5570 . pp 2
(TT B) . 254 )y 850,450 bp K9 2 454, [N T AR %
280y C,RERE Pvall WUITEEVIIT Ay 2 %41 . Pp Y
(CT %) .22 8% 1.3 kba,850,450 bp [ 3 %45,
WA T RA N C RS FR I A 2 450405, TR R
AR A A5, AR 3 Sl . [AREE B 16
Xbal g )L 7] 73t 3 Fh AL AL, XX # (GG #Y) .
1.3 kba 1 2675, xx I (AA %) :900,400 bp 2 4747 .
Xx B (GA #) :1. 3 kba,900,400 bp 3 &7, (LA L
RE T RE RN AFAE i 5878 100 A 32 i U0 3 2%, /1
B R RN Z BV 5 )
L4 GEilFotr SRR PR x4 56 0 17 55 56
1 5% 201 3 PR ) 43 A4 2 7545 4 Hardy-Weinberg
ST TR 2H % s DR 2R A5 48 R A5 S B DR A O3 A A 0
K X 3 58 Y) AL 38 3 (Fisher’s Exact Test) |, 3f:
IR ME H (odds ratio, OR) #l 95% 1Y 7T {5 IX 7]
(95% confidence interval ,95% CI) , P <0.05 NG 4
R o BTE SPSS 16. 0 R4 E 5 i,
2 H#R
2.1 ERa Pvull 75 JJ 2852 /0 AN [a] v B2 kA5 v #) 43 Af

P A5 BE R BT R = PP AL A BRI R + (Pp Sk A
RUMAE/2 ), p S50 HE P RL SIS = pp Bk AR +
(Pp REPH BUAR R /2) , X b x A5 i ik AR 2R T7 1%
HHE,

Pyull K& A B 7R B i R | i 8 8 1 285 /b 1y
J3 A2 Fisher B U)HE 3 12 K6 50 A G2 112 22 7% (P <
0.001) ,Pp K&K HY 4 #4 B HE - ' R B < il 2 Y < i
PR, 2 Fisher B PIME AR 4G 90 A e iH 24 22 5% (P <
0.001) , 5 iz 7 5 1 58 28U 28 R 5 K 30 A e 2 B X
[P<0.001,0R =0.041,95% CI(0.009,0.2) ;%
RS IMERE R R A SR L [(P<
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0.001,0R =0.048,95% CI(0.01,0236) ] ; pp A
R R L < B AR > IR Y = I Y 28 Fisher fff
IR R A S it %2 7% (P <0.001) , F A
MR A28 R 7 K e A Ge it % & X [P <0.005,0R =
39.545,95% C1(4.926,317.454) ], "5 i % 55 ifi i
MRk AFfit=E X [P <0.005,0R =
34.273,95% C1(4.229,277.735) ] .

*1 AEHEIEMES ERa EE Pvull 5%

P 25 L R 7E S ) B SIE A ) 60 0 A 22 x° K
WA G L (P <0.001) ;¥ AR P 4 KL
MR H/NTFIENE Y KEART2EXIP<
0.001,0R =0. 194 ,95% CI(0. 083,0.455) ] ; 5 jiz %l
P27 3 AR B HE /N T IR, 22 x° K g6 A Se it
# [P <0.001, OR = 0.194, 95% CI ( 0.086,
0.436) ], W1,

Table 1 Different TCM syndromes and estrogen receptor-a gene Pvull polymorphisms

AL/ ) (% )
o B IE Y 11 %%

S B R R/ ) (% )

PP Pp PP p p
5 e 80 4(5) 18(22.5) 58(72.5) 26(16.25) 134(83.75)
1l 14 1(7.14)" 12(85.71)" 1(7.14)" 14(50) " 14(50) "
IfiL 3% 16 1(6.25)" 14(87.5)" 1(6.25)" 16(50) " 16(50) "

T B S R RS2 2 W A P < 0. 001 (£ 2 /) .

2.2 ERa Xbal 7£ J] Zad AN [R] op B iE 468 v 1) 20 A

Xbal K&K RITE ' i | I HE | i 8 20 1 28 3 20 1 43 A
2 Fisher B VIMEAIE ARG I0 A 81127 25 5 (P <0.001) ,
Xx SER AR (4 F B 1L - B R 7Y < Iff B < afi RS Y, 2
Fisher i I3 4G 30 A7 Ge 1127 22 57 (P <0. 001 ) 5 xx
LD R R R EE B R R > I R R > o g R, 22
Fisher #i UIME LK 50 A Gt 25 5 (P <0.001) ,'&
B 55 IR A 28 R D5 K 9 A et B L[ P <0.001,
OR =55.588,95% CI(6.849,451.1914) ], ' & 71 5 i,

%2 AFEFEIEE ERa EHF Xbal 5%

BRI KRR A S5 2 X [P <0.005,0R =
7.412,95% CI1(1.991,27.589) ],

X A5 A0 R AR A [ v B2 3IE i () B4 43 A5 48 x° A
BAG R L (P <0.001) ;5 R X 2540 5 4 4y
BN TS MR, 4 B A G EELLP =
0.001,0R =0.228,95% CI(0.091,0.57) ;' i &
XS5 3 R A HE /N T I A, 28 ) K 6 A St
B X [x =27.478,P <0.001,0R =0.127,95% CI
(0.054,0.296) ], W2,

Table 2 Different TCM syndromes and estrogen receptor-a gene Xbal polymorphisms

SEE AL/ (% )
PR IERY 11 %

S SRR/ ) (% )

XX Xx XX X X
5 80 1(1.25) 16(20) 63(78.75) 18(11.25) 142(88.75)
1L K 14 0(0)" 10(71.43)Y 4(28.57)Y 10(35.71)" 18(64.29) "
IfiL 3% 16 1(6.25)" 14(87.5)" 1(6.25)" 16(50) " 16(50) "
3 g ( RPFRE AR v IE 5 A R 0 56 B8 76 A R 07 B 1 A7 22

PRI oy I N 22 25 1k 5 v DR TR A~ A A 3 3L [
SRR S R N R BUR D IS v
Jit 5 v PR GIEAGE A AR S PR e BE Y R A BN (B
N IR A B M 3, S B B k2R 8 23 1 L
B2 W Jh 7 MR 0 ik R S TR REE o
e 2 5 BUARAE i ) o Yl OROBT B T 5T 49 kR
SRR TR AR L R [ Y9I R AT B A7 R R T
(10 [A] 2] 2 AL AN 7 5%, A O 2 TN 22 25 M 3Rk AT AR
R A5 UE B 2 6] A [a] i R 3R B 73 5t A% A K dl o i
B A 27 TN Oy i T 3 3K 22 S e R TR 9 1 2 25 1
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