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Table 1. Components of Yungmijihwangwon (YM)
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Component Weight(g)
Rehmanniae radix preparat 15.0
Dioscoreae rhizoma 5.63
Corni fructus 5.63
Alismatis thizoma 5.63
Moutan Cortex 5.63
Poria 5.63
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3. Total RNA extraction

g7 521 E HE DEPC A 7|78 A
3] AZ3 T, v AAGE Bl §A7 =

o S ¥a WA FAE FoX F& Wz
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Zth. TRIreagent 1ml 3 0.5ml ¥-7] 2] isopropanol-
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87t AAEEIEto] RNA HAES Avk A ElA]
ok 1ml9] 75% ethanolS A7}skaL, 47T, 7,500g00] 4 5
B QA8 A de WP AHES ARAA

5040¢) DEPC-waterd] o] RNAREE 24319t
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t}. o] vhL-olo) 30ule] IM Tris-HCI (pH7.5)8} 12,42
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(Bio-Rad)g A}£-3l9] unincorporated nucleotide £}
salt2 A A3HTE Cy5 probe?t Cy3 probeE 534
%o} Microcon 30 (Milipore)©.& ¥3& ZHth

Hybridization solutionZ-2- probe$} 41¢] chambero]]
o] 50°Coll A 16171 hybridization T} 12|31 drain
7kA) w2 % scanner GMS 418 (genetic microsystems)
2 scanning 3F3t}l. 2] 1 Imagene (Biodiscovery) .
Z BNt

5. Scatter Plot

Microarray A& #8je] 2703 o|w]A| 2€2
A =7 72¢] Imagene(Biodiscorvery Inc)ol| ] £4]
317 5= data] filtering $-41-> minimal intensity
(negative control) & 1314 0.2 MEE ¢, Tl
2 signal to noise ratio¢l SNRS 27J<] ghvh& #3tH
th. SNRE b3} 2 Aoz 78 ¢
(Signal intensity mean Background intensity mean) /
background +SD

202 CV (poor spot) & 0.40]31E A 319+
dl ol o&3 2.

Signal + SD / signal intensity mean

ol&A o] Az FHE-S intensity 7} 53] 5}310]
Ueldth Cy3¢} Cy5¢] intensity 9] signal Ho k&
scatter ploto 2 Yeh 1ol (Fig 2).
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6. MA Plot

Scatter ploto] Cy3¢} Cy59) intensity¥h& VFE} 1
PolghH MA plot2 intensity 9} ratiog}e] oA E
vehdl gole) oj7jellA] MA g2 T3 Zo] v}
9 5 oo

M=log;R/G , A=log,R+log,G/2

o] plotollA] £10]4g<l gho] 28jo]d L] F7}51A
w2 g golnt (Fig. 2).



I 2d & O#

11,150(10k) o 79} rat & F-HXHEST gene)7} 3
A¥l DNA chip& o] &34 Su|X & AF5AT
$27 0 ATE e

SUAGY FoATolAE 2ol LHFo] F7e
A2HEE 52700l o] {HAHES DNA binding
protein(GATA-GT2), 70 kDa tumor specific antigen,
S6 protein kinase, lamina associated polypeptide 2

(LAP2), DAP-like kinase, smooth muscle cell LIM

logR
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protein(SmLIM), cis-Golgi matrix protein GM130,
adipocyte fatty acid binding protein(A-FABP), nuclear
factor kappa B p105 subunit, hematopoietic lincage
switch 2 related protein(Hls2-rp), (S)-2-hydroxy acid
oxidase, ubiquitin-like protein, FGF receptor activating
protein FRAGI(FRAG1), pancreatic phospholipase
A-20]tiTable 2).

Fig. 2. Scatter plot and MA plot. A: Correlations between the total gene expression results of DNA
chips obtained from brain slice which was administrated Yukmijihwangwon compared with the
normal control group. B: MA plot analysis of log transformed epression unflagged data for two

different RNA populations
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Table 2. Up-regulated genes in Yukmijihwangwon group. The right-hand column gives the ratio of mRNA
for Yukmijihwangwon group to control of highly up-regulation

Gene Title Unigene# log ratio
Rattus norvegicus cysteine sulfinic acid decarboxylase mRNA, complete cds Rn.11321 2.156107
Rattus norvegicus mANA for putative. integral membrane transport protein (UST2r) Rn.8844 2.084938
Rattus norvegicus synuclein 1 mRNA, complete cds Rn.1827 2.080255
R.norvegicus mRNA for macrophage metalloelastase (MME) Rn.33193 2.034284
Rattus norvegicus microtubule—associated protein 1A MAP1A (Mtap-1} mRNA, Rn.11402 1.887123
Rattus norvegicus jagged protein mRNA, complete cds Rn.11254 1.775607
R.norvegicus mRNA for ribosomal protein S9 - . An.3381 1.700116
Rat mRNA for prolactin-like protein D, complete cds Rn.1928 1.686802
Rat kinesin light chain A mRNA i Rn.6013 1.640174
Rat cretine kinase—B (CKB) mRNA, 3’ end Rn.1472 1.607088
Rat mRNA for N-acetylglucosaminyltransferase |, complete cds ‘ Rn.2712 1.573261
Rattus norvegicus zinc finger binding protein mRNA, complete cds Rn.11383 1.567579
R.norvegicus Apo D mRNA, Rn.11339 1.558761
Rattus norvegicus interferon inducible protein 10 (IP-10) mRNA, complete cds Rn.10584 1.552689
Rattus norvegicus large subunit ribosomal protein 136a mBNA, complete cds Rn.755 1.545617
Rattus norvegicus mRNA for acyl-CoA synthetase 5, complete c¢ds Rn.3061 1.535379
Rat lung beta~galactoside—binding lectin mRNA, complete cds Rn.57 1.473937
Rat placental lactogen 1l (rPLI} mRNA, partial cds Rn.9749 1.404103
R.norvegicus mRNA for ARL gene 4 Rn.9258 1.391235
Rat mRNA for Mx3 protein Rn.10374 1.39067
R.norvegicus mANA for brain—derived neurotrophic factor (exon IV) Rn.11266 1.378744
Rattus norvegicus dual-specificity protein tyrosine phosphatase ((VH6) mRNA, Rn.4313 1.373025
Rat mRNA fragment for cardiac actin Rn.3114 1.347105
Rattus norvegicus chemokine receptor LCR1 mRNA, complete cds Rn.5289 1.306016
Rattus norvegicus mRNA for gC1gBP gene Rn.2765 1.296614
Rat cell-binding bone sialoprotein mRNA, complete cds Rn.9721 1.296232
Rattus norvegicus endoplasmic reticulum protein ERp29 precursor, mRNA, complete cds Rn.32904 1.295674
Rattus norvegicus transcription factor Mafl mRNA, complete cds Rn.10725 1.292052
Rat ribosomal protein $12 mRNA, complete cds Rn.3379 1.188017
Rat mRNA for peroxisome assembly factor-1 (PAF-1), complete cds (clone T) Rn.4065 1.17937
Rat mMRNA for ciliary neurotrophic factor (CNTF) Rn.6067 1.164157
Rattus norvegicus asparagine synthetase mRNA, secondary transcript, complete cds Rn.11172 1.156959
Rattus norvegicus 5-oxo-L-prolinase mRNA, complete cds RAn.3066 1.15347
Rattus norvegicus toll protein mRNA, complete cds Rn.14534 1.147882
Rat core protein (HSPG) mRNA, complete cds Rn.11127 1.131394
Rattus norvegicus mRNA for Rh blood group protein, complete cds Rn.1943 1.122999
Rat NADPH-cytochrome P-450 oxidoreductase mRNA, complete cds Rn.11359 1.12289
Rat 3-beta—hydroxysteroid dehydrogenase/delta~5-delta—4 isomerase type Il mRNA Rn.11311 1.111818
Rattus norvegicus mRNA for pancreatic phospholipase A-2, complete cds Rn.4283 1.101906
Rattus norvegicus FGF receptor activating protein FRAG1 (FRAG1) mRNA, complete cds Rn. 11001 1.081896
Rattus norvegicus ubiquitin-like protein mRNA, complete cds Rn.2079 1.080203
R.norvegicus mRNA for (S)-2-hydroxy acid oxidase Rn.10417 1.078409
Rattus norvegicus hematopoietic' lineage switch 2 related protein (HIs2-rp) mRNA, Rn.17112 1.067204
Rattus norvegicus nuclear factor kappa B p105 subunit mRNA, 3’ end Rn.2411 1.062401
Rattus norvegicus adipocyte fatty acid binding protein (A-FABP) mRNA, complete cds Rn.4258 1.029387
Rattus norvegicus cis—Golgi matrix protein GM130 mRNA, complete cds Rn.6165 1.029056
Rattus norvegicus smooth muscie cell LIM protein (SmLIM) mRNA, complete cds Rn.4267 1.012316
Rattus norvegicus mRNA for DAP-like kinase Rn.2311 1.009638
Rattus norvegicus lamina associated polypeptide 2 (LAP2) mRNA, complete cds Rn.3364 1.009107
Rat S6 protein kinase mRNA, complete cds Rn.4042 1.008778
Rattus norvegicus mRNA for 70 kDa tumor specific antigen, partial Rn.13808 1.006093
Rat DNA binding protein (GATA-GT2) mRNA, complete cds Rn.26251 1.004814
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Table 3. Down-regulated genes in Yukmijihnwangwon group. The right-hand column gives the ratio of
mRNA for Yukmijinwangwon group to control of highly down-regulation

Gene title Unigene # log ratio
Rat mRNA for Na'K'-ATPase beta-3 subunit, complete cds Rn.5041 -5.349565
Rattus norvegicus Ste-20 related kinase SPAK mRNA, complete cds Rn.15731 -1.18227
R. norvegicus ribosome attached membrane protein 4 (RAMP4) mRNA Rn.12237 -1.068916
Rattus norvegicus mRNA for Tetex-1, complete cds Rn.29901 -1.008956
Rattus norvegicus mRNA for 14-3-3 protein theta-subtype, complete cds Rn.2502 -1.039354
Rattus norvegicus DnaJ homolog 2 mRNA, complete cds Rn.3904 -1.034562
Rattus norvegicus class A calcium channel variant riA-I (BCCA1l) mRNA Rn.11281 -1.118361
R.norvegicus mRNA for glutamate/aspartate transporter protein Rn.34134 -1.489856
bassoon Rn.29999 -1.744934
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Fig. 3. Pathway analysis of cell cycle pathway using gene microarray pathway profiler that is a computer
application designed to visualize gene expression data on screen representing biological
pathways and groupings of genes
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Fig. 4. Pathway analysis of apoptosis pathway using gene microarray pathway profiler that is a computer
application designed to visualize gene expression data on screen representing biological

pathways and groupings of genes

teee Axdere] Z2E AxEW COX8h
(Cytochrome ¢ oxidase polypeptide VII-heart, mitochondrial
precursor) 7} 3.7vf =718t} (Fig. 5). o] A= Ax}
A2 whAEEA 91 cytochrome ¢ oxidase ] -4
polypeptidez &} = 4 ferrocytochrome ¢ + 0, = 4
ferricytochrome ¢ + 2 H,0& 23t}

t}2-0 & cytoplasmic ribosomal THil 2 AR
ribosomal Tl o) Wkl o] Z7br} RAFTE B 4lF
o] = ribosomal THA L36e, L4des]} p70 S6 kinase
(Ribosomal protein S6 kinase I (EC 2.7.1.-) (S6K)
(P70-S6K))7} & Z717} #EE < ow, S24e (40S
ribosomal protein S24 (S19))= 7+4 5t}

3oz Al B3] 7 2(fatty acid degradation)Z
B2 faity acidol) 4] acylCo-A 2 B35 & GAAE0)
%7} (Long-chain fatty acid CoA ligase), 7+2~(Carnitine

O-palmitoyltransferase ) = %It} (Fig. 6).”

20 2 TGF-beta signaling 425 HH TGF-beta
family = cell proliferationol] #J3)4 cell development
o 2 28 el e #0014 TGF-beta
family 2 25120 BMP $-3045 & drke wgle) s}
& Ho|A ¥gtov} SMade Z7leh= 43S BYx
NK-kappa-B= 2] S7Hlth. dha INK2 f-47
T aste ZE%E Bold (Fig. 7). INK2+ pro-
inflammatory cytokines, UV radiation 3} heat shock
T A% A B fFed #A3taL c-junst ATF29}
e A8 AT AFSIAIA AP-19] AR S 24

AR} Aol A dlE FHAL B FAS
8 7}e3t 24 DNA chip (microarray)o] Z}34-&
w9tk 4= AW quantitative RT-PCR %&

do
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Fig. 5. Pathway analysis of Electron transport chain pathway using gene microarray pathway profiler
that is a computer application designed to visualize gene expression data on screen representing
biological pathways and groupings of genes
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