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ABSTRACT Objective: To investigate the effects of Mongolian medicine Wuliji-18 on hypothalamus-pituitary-ovarian axis related
hormones and receptors in rats. Methods: 40 healthy female nonpregnant SD rats were selected, they were randomly divided into blank
group, control group and Wuliji-18 high and low dose groups, with 10 rats in each group. The blank group was given equal volume of
distilled water by gavage, the control group was given Xiaoyao pill by gavage, and the high and low dose groups were gavaged with
2.0 g-kg'-d' and 1.0 g-kg'-d"' Wuliji-18 respectively, continuous administration for 31 days. The serum gonadotropin releasing hor-
mone (GnRH), follicle stimulating hormone (FSH), luteinizinghormone (LH), estradiol (E,) and progesterone (PROG) contents were de-
termined by enzyme-linked immunosorbent assay. The expression of gonadotropin releasing hormone(GnRH) in hypothalamus tissue and
gonadotropin releasing hormone receptor (GnRHR) in pituitary tissue were detected by immunohistochemical method. The expression of
follicle-stimulating hormone receptor (FSHR) and luteinizing hormone receptor (LHR) in ovarian tissue were detected by western blot.
The expressions of FSHR and LHR genes in ovarian tissue were detected by real-time quantitative PCR. Results: Compared with the
blank group, Wuliji-18 low dose group could significantly increase the serum LH content (P<0.05), up-regulate the expressions of GnRH
in hypothalamus tissue and GnRHR in pituitary tissue, and the protein expressions of FSHR and LHR in ovarian tissue (P<0.05). Wuli-
ji-18 high dose group could significantly increase the serum FSH, LH and E, content(P<0.05), up-regulate the expression of GnRH in hy-
pothalamus tissue and FSHR in ovarian tissue (P<0.05), and significantly increase the expression of FSHR and LHR in ovarian tissue
(P<0.05). The serum E, content in control group was significantly increased(P<0.05). Conclusion: Mongolian medicine Wuliji-18 can sig-
nificantly increase the serum FSH, LH and E, contents, and promote the expression of GnRH in hypothalamic tissue, GnRHR in pituitary

tissue and FSHR and LHR in ovarian tissue, thus indicating that Wuliji-18 can affect the expression of hormones and receptors related to
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Table 1 The primer sequences and parameter
Gene Primer sequences( 5'- 3') Tm/C Product length/bp
FSHR F: TGACAGCCATCACCCTAG; R:AAAGTCCAGCCCAATACC 51.5 109
LHR F:AACCTGCTATACATTGAACC; R:GAGATTAGAGTCGTCCCATT 50.0 275
B-actin F:GGAGATTACTGCCCTGGCTCCTAGC; R : GGCCGGACTCATCGTACTCCTGCTT 61.0 155
) E (P<0.05), 5 33 -18 &y ARG & 20 K B 7E PROG 344 |
£

21 BAE 18 HARMFERE MM
525 4 ek IR K UL B, S B (P<0.05),
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P, 550775 -18 & Rl ik 41 K B FSHE, 5t 30 & 7t i
(P<0.05); PUZH KBS GnRH PROG & FLAi G i 2 F
(P>0.05), W3 2,
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Table 2 Comparison of serum sex hormone levels of rats in each group(x s )

Groups n GnRH(mIU/mL) FSH(IU/L) LH(mIU/mL) E,(pmol/L) PROG(ng/mL)
Blank 8 2.00%+ 0.03 1.70%+ 0.04 1.73% 0.06 1.68+ 0.04 1.68+ 0.04
Control 9 2.05%+ 0.02 1.73% 0.02 1.85%+ 0.05 1.86x 0.07* 1.67+ 0.03
Wauliji-18-L 9 2.06x 0.03 1.76% 0.03 1.91% 0.03* 1.78+ 0.03 1.75% 0.02
Wauliji-18-H 8 1.94+ 0.06 1.88+ 0.03** 1.95+ 0.04* 1.97+ 0.06*" 1.73+ 0.04
F 0.951 4.534 4.745 5.338 0.874
P 0.488 0.042 0.039 0.013 0.521

Note: Compared with blank group, *P<0.05. Compared with Wuliji-18 low dose group, “P<0.05.
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Fig.1 Expression of GnRH in hypothalamus tissue of rats in each group( Immunohistochemical method,x 400 )
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2 BHEXREFHBAP GnRAR FIXER(SBAWLE,x 400)
Fig.2 Expression of GnRHR in pituitary tissue of rats in each group( Immunohistochemical method, x 400 )

%3 SAXRTEMAL GnRH, EHFHL GnRHR FHMHER XX AOD {EHLE (vt 5)
Table 3 Comparison of AOD values of GnRH in hypothalamus tissue and GnRHR in pituitary tissue of rats in each group(x s )

Groups n GnRH(AOD) GnRHR(AOD)
Blank 6 (0.92+ 0.03)x 10" (1.50£ 0.06)x 10
Control 6 (1.00+ 0.02)x 10" (1.46+ 0.04)x 10!
Wauliji-18-L 6 (1.07+ 0.02)x 10'* (1.66+ 0.03)x 10'*
Wauliji-18-H 6 (1.02+ 0.04)x 10'* (1.44+ 0.05)x 10!
F 4.835 4.667
P 0.036 0.040

Note: Compared with blank group, *P<0.05.

Blank Control Wuliji-L Wuliji-H Blank Control Wuliji-L Wuliji-H
| |

| |
78KkDa v o D - |

+

78KDa FSHR

42KDa | 42KDa D €D @ = (.., ctin

B3 FHAKRRIVEHL FSHR.LHR EEFRILE
Fig.3 Protein expression patterns of FSHR and LHR in ovarian tissue of rats in each group

Note: A: FSHR protein expression map in ovarian tissue. B: LHR protein expression map in ovarian tissue.

x4 FEAKXRIPEHAL FSHRLHR ERFRIALE

Table 4 Comparison of FSHR and LHR protein expression in ovarian tissue of rats in each group

Groups n FSHR LHR
Blank 6 0.45+ 0.03 1.02+ 0.04"
Control 6 0.57+ 0.07 1.01+ 0.05"
Wuliji-18-L 6 0.65+ 0.04* 1.47+ 0.09
Wuliji-18-H 6 0.72+ 0.03* 1.10£ 0.09*

F 4.538 4.621

P 0.041 0.038

Note: Compared with blank group, *P<0.05. Compared with Wuliji-18 low dose group, *P<0.05.
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Table 5 Comparison of FSHR and LHR gene expression in ovarian tissue of rats in each group(xt s)

Groups n FRHR gene LHR gene
Blank 6 1.14+ 0.11 0.83% 0.05
Control 6 1.35+ 0.07 0.75+ 0.07
Wuliji-18-L 6 1.43+ 0.12 1.18+ 0.15
Wuliji-18-H 6 2.55+ 0.10%* 2.03+ 0.32*
F 5.424 5.382
P 0.006 0.011

Note: Compared with blank group, *P<0.05. Compared with Wuliji-18 low dose group, "P<0.05.
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