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0.05); 5% 2 EmikA BaE, A bR F 5. KA1 E4L OTR mRNA A2 25 T, 2R A4%it3EL (P<
0.05), Exaxrmass, K45 mmie) ERa mRNA £33 REIARE 6 T, LatbRm 7 &, 1&kH 2
AR Gk S AKF EL06) ERe mRNA RX B % T, ZRF A% EL(P<0.05), 5 RU486 xR rtix,
LR F 5. KA BH,. LA LR SHATHETTHIBEE ERe mRNA A X B ETH, 2R A%+ &
X(P<0.05), fLpkmy &hl 2a5FhiTa A A, FFMIMAE ERe mRNA &35 2% F &,
EZRAGRTFEL (P< 005), &g AR F T 468 it B AKF & IR L% 5% 4 28 1 OTR mRNA. ERa
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Influence of Huayu Zhitong Prescription and Its Separate Components on OTR mRNA and ERa mRNA of
Human Adenomyosis Cells

GUAN Yongge', LI Kunyin’ (1. The First Affiliated Hospital of Guangzhou University of Chinese Medicine,
Guangzhou 510405 Guangdong, China; 2. Guangzhou University of Chinese Medicine, Guangzhou 510006 Guang—
dong, China)

Abstract: Objective To explore the influence of Huayu Zhitong Prescription (HZP) and its separate components on
OTR mRNA and ERa mRNA of the human adenomyosis cells. Methods Adenomyosis cells were digested with
collagenase in primary culture. Nine groups were set up for the experiment, and they were high— and low—dose HZP
groups, high— and low—-dose groups of spasm-relieving and pain-stopping herbs, high— and low—dose groups of
blood—activating and Qi—promoting herbs, blank control group, basic medium group, and positive control group of
mifepristone (RU486) . Before and after drug intervention, the expression levels of OTR mRNA and ERae mRNA in
the human adenomyosis cells were detected by fluorescence RT-PCR. Results Compared with the blank control group,
the expression of OTR mRNA was decreased in the medication groups to various degrees, and a significant decrease
was shown in HZP groups and high—dose blood—activating and Qi—promoting group(P < 0.05). There was significant
difference between HZP groups and RU486 group in the expression of OTR mRNA(P < 0.05). Compared with low—dose
spasm-relieving and pain—stopping group, HZP groups had an obvious effect on decreasing OTR mRNA expression (P
< 0.05). As for the expression of Era mRNA, HZP groups and high—dose spasm-relieving and pain—stopping group
had lower level than the blank control group and RU486 group(P < 0.05), high—dose HZP group had lower level than
high—dose blood—activating and Qi—promoting group(P < 0.05). Conclusion HZP down-regulates the expression of
OTR mRNA and ER mRNA in adenomyosis cells, which reduces the intensity of uterine smooth muscle contraction,
and effectively alleviate the symptoms of patients with dysmenorrhea. Blood—activating and Qi—promoting herbs of HZP
may be the main effective components in decreasing OTR mRNA, and spasm-relieving and pain—stopping herbs bene-
fit to the change of Erae mRNA of the adenomyosis cells.
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12 AR S DMEM(HES . 8109071) .
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15596-026), Invitrogen /A H); Wi kil & (LS
D6130). M2 & PCR K/ & (LOT DRRO39A),
Takara 23 7] ; PM-20 2] & 2R 48 BB 4 A 3h 2
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HESM,

1.3.2 2GR ECH] A BRI S A
A 045 wm GALUE BT U8 BR A, T b
DMEM %, pH 40 pH(E (pH S H ),

23 WL B 500, 250, 125, 80, 40, 20, 10,
5, 1, 0.1 mg-mL™, 2 MTT B0 e H 1Cs( 23 ik
BE) o AU ICs 1 BN BRMRN &, BIARRS 198 7
. fIK4Lh 40, 20 mgemL?, A B . R4
20, 10 mg-mL?, & MATw . K410 40, 20 mg-mL”,
PRCELA

1.3.3 M M4 ncil]  OKAE ] (RU486)ZH , X
1 A KRR (25 mg), FH DMSO( - H 5LV AR ) 3%
T A = b5 DMEM 7 B it % 10 mol - L™ % ¥ (DMSO
TER TR IE i < 0.5 %)% . KR4], DMSO
FHFHE DMEM #BRAL 0.5 %I £ H (JE 5T DMSO Ky
Vs i KR w) I PR S A D) o A Rk BRAH HH
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37 C, 5 %CO, Fi A h 55 3% B A0 A K IR
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FL 100 pL, BT 37 C. 5 % CO, HiFifhakshs s 24
h, [EAEAEKFEAL, FEEFRR, 450 50mA
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1.4.3 RT-PCR 4 OTR mRNA ., ERa mRNA
1.4.3.1 5| RITA R GenBank 24k H 193
mRNA 41, £ CDS X4 5514, Ao
YIER IV A ABI 3900 1520558 i DNA A8, A
Primer express 2.0 FPFBIT5 I WARE, FFHIAIT: 1)
Sequence Name: H-ER1(76bp), Forward Primer: 5’
—GTCTCGTCTGGCGCTCCAT=-3", Reverse Primer: 5’
-CCCTGGTTCCTGTCCAAGAG-3", Probe: 5’ -FAM-
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CACCCAGGGAA GCTACTGTTTGCTCCTAACT -TAM - 5 (Kruskal-Wallis 3=, B H{EHKEK ).
RA-3"; 2) Sequence Name: H-OXTR(92bp), For-
d Pri 5’ —AGGAAGCCTCGGCCTTCAT -3’ 2 gﬁ%
e et o W1, G5 IR, A A TR L

Reverse Primer: 5’ —-GAGGTGGCCCGTGAACAG-3’,
Probe: 5’ -FAM-AACAGCTGCTGCAACCCCTGGATC—
TAC-TAMRA -3";3)Sequence Name:H -B -actin
(106bp), Forward Primer: 5’ -GCA TGG GTC AGA
AGG ATT CCT-3", Reverse Primer: 5’ -TCG TCC
CAG TTG GTG ACG AT-3’, Probe 5’ -FAM -CCT
CAC CCT GAA GTA CCC CAT CGA GC-TAMRA-3",
1.4.3.2 4/ 5 RNA B4 50 2591 9505 09 40 it fin
Trizol 1mL, ¥ & T 1.5 mL Eppendorf & AT
02 mL, #%E&H T, MEsh 15, 15~30 CHEHE 2~3
min, 4 °C 12000 remin™ 2.0 15 min, BCEEFRINA
1.5 mL Eppendorf 4, fil5 {5 R S AR R S N
15~30 CIFF FEML 10 min, 4 °C 12000 r*min™ B5.0> 10
min, 7+ FIHR, 75 %EEEEDIE—IK, 4 C 7500
remin” 0 5 min, FOEE, AT 5~10 min, 0
DEPC ZbFR/K 7 RNA, —80 CIETFE&H .

1.4.3.3 Wik R, B4 Wl RNA AR M 4% 52
B, RSEME: 37 °C 1 h, 2R 95 C 3 min.
1.4.3.4 5L PCR N 1) FHYERRUE S ] £ -
TS PCR 434 A BRE = W 220 2 %A% s B bl
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SN ZAE R 93 °C A8 3 min, #RJF 93 °C 1Bk 30
s, 55 °C #EfH1 45 s, 40 FEFF . SNEEHE, HH
i B S oA A R FRa R DU, A B
For, B B= #£ ULU/uL cDNA, % EF| & AFREA B
RNA W) 225 . A=B,( HIZRH )+B.(NSHEH),
A {E RGBT R 2T BB

L5 SEil#e Pl ik SRHA] SPSS13.0 Geit i, 5¢
B SRR E 2 (v 25 )RR, R Levene K50
Ji2E5ehe. #2555, RN Jr 22347 (one—way
ANOVA); #IT AT, RIZ AR L B A

T kR A LAY OTR mRNA 23k 37 A A FLBE T [
AR IR 4 T v AR A R A T ) AL
OTR mRNA Rk E TR, ZR¥WAGITH=EX(P
< 0.05), etk a s . R4S RU486 41 L
., OTR mRNA RIEAARBEM TR, 253
BHIFEL (P<0.05), 5% 4t
B, AR IR A e TR 2 R L e A 4
OTRmRNA FiE FREREE, ZRAFEIT¥EX (P<
0.05),

Hos xR s, A4 25 AN ERamRNA
TR AR R, Sk e . R
2% 2 1k = AR o 4 5 R LSS 40 9 ERamRNA
KRB ETH, ZRAESIT#EX (P<005). 5
RU486 41 H#, Bk s fiidl . S22k &
F R 4L F 5 B LG 40 ERe mRNA 3£k i & F
6, 2SE%1#E (P <0.05), bt m
FlE Al 516 AT A Al e, T BRI 40 A
ERamRNA £iE B E TR, Z2RAFIT¥E L (P<
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a3 IR IR A, BB (DMSO)AH + £ B L
4 OTR mRNA . ERa mRNA {3k % 5 G i
BN (P>0.05), U B S R 58 o0 5 IR AL
JEAIML OTR mRNA . ERa mRNA 263K TG540

F1 UREBEAREFRAXFERINF MR OTR mRNA,
ERcmRNA FRiE B0 (x +5)
Table 1 Influence of Huayu Zhitong prescription and its separate

components on OTR mRNA \ER a mRNA of the adenomyosis cell(x % s)

a3 o0l

n OTR mRNA x 10 ER a mRNA x 10
25 IR 5 6.93 + 1.64 35.3722 +6.0531
Heren 5 6.58 +0.82 33.2420 + 5.3460
RU486 4 5 0.57+021 3.7232+0.5714
IR e 5 0.030.01" 0.0254 = 0.0065"
TR A 5 0.04+0.01" 0.0052 = 0.0022"
gk GIEA s 1.57 £ 0.66" 0.0390 + 0.0099"2
ZRabwrEAlEa s 0.34 +0.07 0.0136 +0.0051"
WA e 5 0.40%0.12 03018 = 0.0429
WMATR AR 5 0.20+0.05° 0.0723 +0.0169*

W HEEAXBALE, P<0.05; 5 RU486 HILE, “P<0.05; 5
B IET & L s, P < 0.05,
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mRNA F3K 5 TS AT Tlk AR, 75 AL
g k4 ERe mRNA A28k HH 28 £ 119/ 25 1) 52

BRER, R EHIROA Rt — P IRADFIT
S 3L -

[1] Mehasseb MK, Bell SC, Pringle JH, et al. Uterine adenomyosis is
associated with ultrastructural features of altered contractility in the
inner myometrium(J]. Fertil Steril, 2010, 93(7): 2130-2136.

[2] Yeniel O, Cirpan T, Ulukus M, et al. Adenomyosis: prevalence,
risk factors, symptoms and clinical findings[J]. Clin Exp Obstet Gy-
necol, 2007, 34(3): 163-167.

[3] ZE3E, Jr R, AR kI8 Jr X 5 R UG 9 28 8 % PCF2ac,
PGE2. OT My RBIE[I]. #rHEs, 2009, 41(2): 63-65.

[4] JKA&. T E MR o BEIERL S S AR LI 7 B A 7 i T AL
HIBFFED] )7 TP BRI A AR5, 2011 39-52.
[5] Suzuki-Kakisaka H, Murakami T, Hirano T, et al. Effects of photo—
dynamic therapy using S—aminolevulinic acid on cultured human ade—

nomyosis—derived cells[J]. Fertil Steril, 2007, 87(1): 33-8.

[6] X% dnffdEFrocse FHM]. Jbnt. ARZERE AL, 2009
3-5.

[7] Shmygol A, Gullam J, Blanks A, et al. Multiple mechanisms involved
in oxytocin—induced modulation of myometrial contractility[J]. Ac—
ta Pharmacol Sin, 2006, 27(7): 827-832.

[8] Nie J, Liu X, Guo SW. Immunoreactivity of oxytocin receptor and
transient receptor potential vanilloid type 1 and its correlation with
dysmenorrhea in adenomyosis[J]. Am J Obstet Gynecol, 2010, 202
(4): 346-354.



B 2h 506 R 532 2013 1 A5 24 A5 10 - 33

[9] Strunecka A, Hynie S, Klenerova V. Role of oxylocin/oxytocin re— [12] K33, BEF, BRBiTF, 5. AT IR IS0A S o6 4 R Ry
ceptor system in regulation of cell growth and neoplastic processes|J]. JEEZH Ras Fl Raf—1 FEERZMA[)]. o EH25 2%k, 2008, 17(5):
Folia Biol(Praha), 2009, 55(5): 159-165. 375-379.

[10] Oehler MK, Greschik H, Fischer DC, et al. Functional characteri— [13] Chen T, Guo ZP, Jiao XY, et al. Peoniflorin suppresses tumor
zation of somatic point mutation of the human estrogen receptor alpha necrosis factor —a induced chemokine production in human dermal
(hER alpha)in edenomyosis uteri[J]. Mol Hum Reprod, 2004, 10 microvascular endothelial cells by blocking nuclear factor —kB and
(12): 850-853. ERK pathway[J]. Arch Dermatol Res, 2011, 303(5): 351-361.

[11] FBFIG, Kk, 25645, 5. PGE/cAMP {5 53l ot A7 25 1 B (Zht. Rvfyin)

VBRVE BT RS IER, 2008, 24(1): 1-2.

BEZE A BTN EEE AL A B I T

PPOF 0, B, mAE Y, xR, RETECCL EEMORIA AR IR A IR m S AR, 7 AR
K 5411005 2. JPHEERLRZEZY B, TV mT 5300215 3. HEAREE2EBEZySARE, TPE EEAK 5410045 4. 7P
B2y R e, )P BT 530001)

WE: B SREZXRBRYEFZLEHZR(TF) ., — A4 E (DMY) ZH 4 F (Myr) 69 305 o B IR A 4E
FiE RAE@IET R RE b B 0 Feh ;. R T IRk LR R AR, ALK %X 25 4 0 4
AEA, R SEwRaki, HHF(2 mg-kg!)ATF, DMY & Myr ¥ 4690 248 K/ R B 18] (P < 0.05,
P<001); #&AZ (0.5 mg-kg')8y TF, DMY & Myr & A 3 KD Rt af @l ag a4, m2FAAHFEL, T
EHIR B A LR BT, MBI E %, Myr & DMY &40 oteF &3 BT EF A BA (P <
0.01, P<0.05); Myr &l 22069 b2 &9 B4 T EF AT RBA(P<0.01), TF &, KA THhitiZE, T
FThHEFABAE, EFHRGITFENL, AT eI K AMRA A Myr HAF4 > ) Eaa
> DMY 1&7 240 > Myr /&A1 240 > DMY &H 248 > TF S A 24 > TF KA 248, ik Myr /= DMY T 382k
F i d e AR R o) L2 RS, B Myr #9350 et R 4532 T DMY.,
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Antithrombotic Effect of Total Flavonoids and Monomeric Compounds from Ampelopsis grossedentala
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Abstract: Objective To study the anti—coagulation and thrombolytic effect of total flavonoids(TF ), dihydromyricetin
(DMY )and myricetin (Myr)from Ampelopsis Grossedentala. Methods The effects on coagulation time in mice were
observed by capillary glass tube method, and the antithrombotic effects were observed in mouse model of venous
thrombosis induced by ligation of inferior vena cava. Results Compared with the normal group, high dose (2 mg-kg™)
of TF, DMY and Myr could significantly prolong the coagulation time of mice (P < 0.05, P < 0.01), respec —
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