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[ ]
0.5mL;
0.5mL, 129mg- kg'* 16 , 1
4, “
36K mouse gename array 22 <0.5
,  ORT-PCR / , /
23 / / / /
6 / / GRT-PCR /
/ GH  Scgb3al
[ ] DNA
, g 135¢g ,
( , 153 g, 31, 9g
‘ " : 40 g, 20 g, 15 g, 20 g,
) 20 g, 20 g, 20 g, 15 g, 10
g, ( )10g 190g ,
1 : 168 g, 9 9
11 g ( Schering SA, 037B-2)
: 35 40g 13
28 359, KL ENOW , Cy5-dCTP, Cy3-dCTP (Amer-
XK () 20050015 shan Phamacia Biotech, Inc , Pisatavay, NJ,
URA); dNTP, 10 mmol- L " each (
12 ) : Random Primer, 9 (
)
159 159 159 59 ()5 36K mouse gename array
, 35682 70
[ ] 2008-08-25 Oligo DNA, Operon
[ ] (30672573) ) :
: | Oligp  ,Mouse Gename Version 4.0,
Tel: (0531) 82613448, E-mail: lizhen448@yahoa can. cn 25 000 , 38 000
[ ] 4 , Hex
, 50%DM SO
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2
0.5 mL ( 0.004 68 mg) ,
21
+ ( )
15 1,
45 an 28 an 30 an .
25 am, 28 30
, 4 6
, 0.5mL
22
: 10 , )
0.5mL (
) : 10
, 2
0.5mL, 1.1 g kg*(
2 /d ,2 58 mL ,
0.5mL/ /d, 0.0842g)"
4
23 RNA
4
, Trizol ( In-
vitrogen, Gaithersourg, MD, URA)
RNA ( 2 ),
RNA, NucleoSin’
RNA clean-up (MACHEREYNAGH., Gema-
ny) RNA :
24 RNA
241 dDNA 5U g otal RNA, T,-
Oligp (dT), (5'-AAACGACGGCCAGTGRAATTGTIAAT-
ACGACTCACTATAGGCGCTITTITTITIITITITIV -3,
Y, G,C A, )

,  @DNA Yynthesis Kit(Promega, USA)

DNA; PCR NucleoSpin Extract
Kit (MN)
242 cRNA T, RibdMAX Ex-

pressLarge Scale RNA Production System ( Promega)

dDNA cRNA;
RNA Clean-up Kit(MN)
243 2 gcRNA, MMLV
,200 U - pL " (Invitogen), 9 Random
Primer , PCR NucleoSin
Extract  Kit (MN)
244 DNA KL ENOW 2U g cRNA
, 9 Randam Primer KLE-
NOW  (Takara, Jgpan) , PCR Nu-
cleoQin Extract  Kit (MN) ,
dA TP, dGTP, dTTP 1204 mol -
L', dCTP 600 mol- L ', Cy5-dCTP, Cy3-
dcTP 400 mol- L°* Cy5
. Cy3
245 DNA 30u L
(3 xS 3 - ),
0.2% DS, 5 xDenhart's, 25% ), 42
, 42 0.2% DS
2xSC 5 min, 0.2 xSC
5min
25
L uxScan 10KA (Cep-
itaB io )
26
GenePix Pro 4.0 (Axon In-
struments ) :
; Lowvess
; 2
) =22 <
0.5
27

[4]

2 8 Realtime RT-PCR
281 RNA
RNA 2 2.5W g, Oligo (dT) 15 24 L (500 mg-
L') ,DERC H,0 b 11.54 L, 65 5 min,
5 min, 5x1% Buffer 44 L,0.1mol- L *
(DTT)2u L, dNTPs1U L (10mmol- L™ * each)
1125
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RNA 0.5UL (40U- L") ,MMLV ( 1.2 )

JIML (200U - pL™Y), 204L RealTme PCR 1.5% ( )

125 10min,37 1 h, 5UL ' RealTime PCR 2 4uL,

1.5mol- L ' N&OH ,70 10 min 2 xLoading Buffer 44 L, 6 8uL

4L 10mol- L™* , 50 283 AcCP
ML,4 PCR (BDO-RAD

,PTC-225 ) 3
2 8 2 RealTme PCR / 31
/ : , )

(GH) 2 (Scgh3al) : , ,

2 : 5'-TCAG- , , , , ,
CAGGATITTCACCAAC-3', 5'-GGCGT- , ,
CAAACTTGTCATAGG-3'; 5'-TGACAATGT- : ,
TCGGTTGA GGG-3', 5'-GTGACGCA G-

CAGGGTTTCCAG-3' 32
RealTime PCR : Template( DNA) / /
500 ng( 50M L 1 23 /
ML), 2 x PCR Buffer for EvaGreen 10M L, 20 x / :
EvaGreen 0.6ML, 0.6pL (10 -
Mmol- L™'),Cap Taq 0.3uL(5U-pL ") / /
200 L 6 / /
RealTime PCR : 95 ,10min, ( 1)
9%5 ,15s ;50 60 ,15 s ;72 1 1 2 / /
20 s ;76,3 s ;40 / /
75 95 PCR  (Roche
1
/ / 1 2
Scgb3al U teroglobin-related protein 2 precursor(Cytokine H N-1) 5.6758 0.3178 0.1667 17.860 34.051 19 NM -054037
(High in nomal-1)
Cp Ceruloplasnin precursor ( Ferroxidase) 2.5432 0.1873 0.3052 13.567 8. 324 05 AK043248
Dfy Duffy antigen/chemokine receptor 2.7788 0.3255 0.4836 8.536 7 5.746 07 NM -010045
Agxi211 alanine-glyoxylate aninotranserase 2-like 1 2.2415 0.2809 0.2326 7.9789 9.636 72 NM -027907
Lysf Lymphocyte antigen 6 camlex, Locus 3.2041 0.4140 0.4144  7.7396 7.7319 AK129115
TY3HMOUSE Tyrosine 3-monooxygenase( Tyrosine 3-hydroxlase) (TH) 2.0323 0.2831 0.376 6 7.1775 5.396 4 NM-009377
Sk Serine/ threonine kinase Sgk1 ( serum / glucocorticoid- 3.1685 0.4800 0.2999 6.601 4 10.5652 NM-011361
regulated kinase 1)
L rrc8 L eucine-rich repeat-containing protein 8 precuror 2.6108 0.4039 0.3771 6.464 0 6.9233 NM-177725
Ly6a Lymphocyte antigen Ly-6A. 2/Ly-6E 1 precuror (Fragnent) 2.6896 0.4394 0.4442  6.1205 6.0549 NM-010738
Q8C0M4 ANTISENSE RNA OVER1LAPPNGMCH pmotein 0.0870 5.0330 5.0578 57.8349 58.1201 XM -125861
Gngl2 Guanine nucleotide-binding ProteinG( I) /G(S) /G(0) 0.1780 4.6001 4.8350 25.8370 27.2546 NM-025278
ganma-12 subunit
Tmen10 transnembrane protein 10; transnembrane protein ™M P10 0.2002 3.6743 3.0589 18.3508 15.277 5 NM-153520
Cepl Adenylyl cyclass-asociated protein 1 (CAP 1) 0.2639 3.7099 2.8147 14.058 0 10.6658 NM-007598
Nral Omphan nuclear receptor N rdal Omphan nuclear recepor HMR  0.3392 4.6818 2.2121 13.8033 6.5220 NM-010444
Nuclear homone receptor NUR /77
Pckln proprotein convertase subtilisin/kexin typel inhibitor; granin- 0.4346 3.3055 2.7544 7.606 2 6.3381 NM-013892

like neuroendocrine peptide precuror, pancreas protein 3;
basic protein A-4
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3 3 Realtme RT-PCR 2 1 2 Realtime RT-
Realtme RT-PCR / PCR ; 2
/ (GH) 2 /
2 (Scgh3al) , 4
2 Realtme RT- PCR
AcpP PCR
GH NM -008117 18.15
GH NM -008117 23.95 -5.80 1.865 0. 030321925 0. 0306
GH NM -008117 22.43 -4.28 0.078688151Y  4.4525?
2 Scgb3al  NM 054037 27.02
2 Scgb3al  NM 054037 24. 46 2.56 1.855 5. 478408839 5.6758
2 Scgb3al  NM-054037 28.60 -1.58 0. 42700344" 0.3178?
D / :?  Realtme RT- FCR /
/ D
23 / , (HRE) HRE /
2 (Scgb3al, 5. 6758) ; D;[1,25(0OH)
) D; ] HRE
/ Sok1 ( / DNA
) (NM -011361) , : . : ( )
DNA , ) , )
[5] [11]
/ (NM -010045) (NM -022029) ,
1 G 1
RNA (MCH) ) /
. , G(1) /G(9) /G(0)y -
, (NM -025278) ,
[12]
[6] (Capl) :
3- (NM -009377)
[13]
(NM -007428) , ”
[14]
, PCR
, 2 (Scgb3al)
(7] )
[8] ( , s
) / 1
MIF) ( ) (NE) '
NE (o) NE [ ]
’ [1] SchenaM, Shalon D, DaisRW, etal Quantitative monitoring
of gene expression pattemswith a complementary DNA microarray
: NE [J]. Science, 1995, 270(20) : 467,
D , [2]
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Gene chip study on cerebral gene of effect of Jnkui Shengiwan and
Y ouguiwan on mouse model of kidney-yang asthenia with syndrane
digproved accroding to therapeutic efficacy of drugs used

YANG Yuhua, L1 Zhen" , SUN Jing
(Shandong U niversity of Traditional ChineseM edicing Jinan 250014, China)

[Abgract] Objective: To inquire into the cerebral gene change of effect of Jingui Shengwan and Youguiwan for animal model
of kidney-yang asthenia caused by excessive physical and sexual activities which may study the effect mechanisn of the medicinewith
syndrame digproved thergpeutic efficacy of drugsused M ethod: M alemice of Kurming pecies, weight 35-40 g, and famaleweight 28-
35 gwere randamly divided into four groups control group, model group and treament groups of Jigui Shengiwan and Youguiwan in
which there were ten male mice, fifteen ones ten ones and ten ones, regectively All of then were fed nomally, and poured ino
their somach with Q 5 mL of distill water for each mouse in the control group and model group, and with O 5 mL sugpension of the
drugs(including 1.1 g- kg * drug) for each one in the treatment groups every day Themice in themodel group and treatment groups
were kept by meansof each male mousewith six fenale mice in the sane cage, and all malemice svan until they gradully submerged
and were scooped up from water once everyday for lasting four weeks o induce the kidney-yang astheniawith excessive physical and
sexual activities Animals manifestation such as fearing cold, activity and reponses, mouse’ fur and © on were observed The brain
gene were detected with themouse brain gene chip of 36K M ouse gename array made by Cepital Bio Comp. Beijing, China, and the dif-
ferential expression gene were screened according to the ratio equal © or above 2 and equal  or belov O 5with the related fluorescent
intensity canparing the wo groups, which could be further verified in the light of partly differential expression gene with gRT-PCR
Reault: The mouse model of kidney-yang asthenia in the model group was successully induced by way of excessive physical and sexual
activities Therewere tventy-three genes anong up-regulated genes in themodel group versus control group but dowvn-regulated genes in
the treament groups versusmodel group, chiefly including the genes asociation with inflanmation/ mmunization, neurotransnissions/
signal trangduction and $ on Therewere six genes anong the down-regulated genes in the model group versus control group but up-
regulated in the treatment groups verausmodel group, mainly involving the related genesof cellular cycle and structure, neurtransnis
sions/ signal transduction, transcription and et al Conclusion: Jigui Shengiwan and Youguiwan may make itmarkedly up-regulated
notably down-regulated genes of homone and melanin-concentrating homone (MCH) for model of mouse of kidney-yang asthenia, and
pramote cellular proliferation, which can inquire into effect mechanisn of the drug in genetic level at the sane time

[ Key words] DNA micmarray; kidney-yang asthenia; animal model; Jingui Shengwan; Youguwan [ ]
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