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3.4.1 1% 1% ( inclusion criteria )

(1) &5 ? IgE %& = (428& 200 ku/ml )

(2) w5 - R sz 4+ = ( CAP-specific

IgE 42 i 2ku/ml )

(3) #* L F FHEAE G P AR
3.4.2 #E’f # % ( Exclusion Criteria)

(1) 7= IS AT i S
(2)iF7- B2 P Y JBLFAC

(3) b H 65 s B
35 EFWEeLpeRt

(1) ®mBREAE R
(2) Pagferpt LAEE
(3) &7 IgE & -] 200 ku/ml

(4) i $#& - PETR A2 bl 0 %
( CAP-specific IgE -] ** 0.35 ku/ml )
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HIek QiR (YR FEFHFRFEILZYR) 2-FF
FRETA TR i P~ 10ml Ffa %, 23t | p 22 R
o2 mRNAF P2 hg > Bfek g oA Bl @8 FEE 2 #5E
BEYRELKBO/BLE DT F 2L SmRNARHE T B A E P

B g B A A o
3.6.1 ¥# RE R ( PBMC)
V>~ 7 % i %L 10 m B
EDTA ( ethylenediaminetetraacetate ) # ¢ ¢ & & 353
| #-5 %t % 8 4.< 1500 rpm > 15 mins.

| #8845 T lamina flow ¥ $& (7> BB F > & K315 £
Mg B F P B33t -80°C 4 AR Y

V #-EDTA ¢ ¥ $#17 ke 484 » HBSS ( Hank's Balanced
Salt Solution ) X 7.5 cc* ¥ Mhrxid n 2353 B ¥
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V B~ 5 cc Ficoll-Paque™PLUS ( Amersham Biosciences ) *r %

AT 15 cci R P

| #8 & HBSS st i ' F F B W e 5 Ficoll 6 » 4e » pF

B3 E PR > 2 15 3.4 3000 rpm 0 30 mins

Vi RAg A Ge ko d AT R G L (F
¢ ) ~?FRH (v ¢ ) ~ Ficoll-Paque (FEF ) -~ lzu3F
(=d ) »spd ks - K 1 ¥
PBMC ( peripheral blood mononucleic cell ) I 15 cci# g
P X o4e » HBSS @ B E A T 10 ml 0 3 3000

rpm ° 20 mins.

L2+ FR o 4~ HBSS R AREAF 2 10ml > R & {4 4

3000 rpm > 20 mins.

b Eld e 0 ARG ¢ s T S PBMC

3.6.2 RNA Extaction

| #-11 Ficoll # P~:7PBMC
V 1 ml Rezol™ C&T ( Total RNA Extraction Reagent for Cella
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and Tissue ) —MiFEE AT BREHI — K3 15 %

e ]
| B # % 5mins
V 200 pl chloroform — M3# g RF BN & T3 i d

|

B E 2 mins

feik

y & 12000 xg 4 °C 15 mins

| Bt
V4 ERF Isopropenol™ Forma Scientific — 353 % &

| 5% 80°C 4 P

3 311 EL

kA OmRNARHEE & 2 AF LA e %s - d 2

B g v AR MRAE o BB AR M A H TP K F 1A 15 ML 7
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ALY 25 Y Ed < AT P R E TR B R
AR PR S T 0 F BAFREGE 150bp, & ¥ 5 ¥ F R
13000 12+ A F] o A BH T S RA S 2 o PR A iR

&> ;% P$% * SuperScript™ Indirect cDNA Labeling System °

ZR (P LFEFAERBENDEL) RSB H A

\

LREORBIDFMIZE EREEEZ g (pid
FEABARRENDEL) RELRF B L2 L ¥ W HE D

mRNARH T2 BT EPRHRSL » hadrie o
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SRR IR - 3 22 b U R 5
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\\\
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S B FMTEACHREEF SR ALY E 2§

BEFABEACHI M HEANL Y X 48 4ok 30 977 )
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oy 2 E% 4 h AT BEq s Ald
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8 BE 5 v Ad ¥ i Al7
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TEEBRA B e FRTEDEA
Fl4 e ko R BiE 4 W 73 = B Excel

a1 ivdk o
-2 w1174 P CY3I~CYS 3 1 anapg R BBl | B~k > i
At g (Ratio ) <32

oA 05 B AT
Bipz B FRTEOLAFEAR Y KR R EKETH G B
Excel 1 ¥4 : %
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FobE AR

HHRA S F D
#%“')}ﬁ"}iﬂxphﬁ.% ;3’7\:&'*{21\ ¥z éipﬁ%"i"ﬁj‘“‘ﬁj_ ,#;.
LR S

%7 CY3 ~ CY5/]
A w] Nit-testii g, FE D P

s L

=0

1 e3e B #cig 1 ] Bt
B ] >t 0.05 A F]

b

301 & Y EBAH

#-= 1

(T4 1 t-testim & |

fwiE 01 P A/ >t 0.05 7 Accession
Number # 4§ @ pE>T ¢ 24

FREHEFdmiTRF2M 4
P 3 47 508 2 {7 BioCarta Pathway 38
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¥ 43 2%

&Y REF E ?ﬁ%ﬁ?ﬁv‘ " \;’.i'fé_%]‘%i@?zé’u&}k FrEZ Ik

2220 F P RRAEF 26 (dodk 41 FR) ~ BEF AT 10

X% Mw ##% FHERZETFF %EF 4L IgE U/ml) Derp

A6 + 9 4 1775 6+
A7 + 8 3 2094 6+
T2 2% 9 4 1935 6+
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# 42 BEF A LDREH LT
Folky Y E¥ BELNGTR@A gk Derp
() (IU/ml)
A2 7 13 10 57 5t
A3 7 9 12 207 6+
Ad 7 7 12 626 6+
A8 - 6 6 1910 6+
AlO w13 6 4477 6+
All 9 5 16 576 6+
Al2 " 7 1 396 6+
Al4 L 10 7220 6t
A22 7 10 6 2834 6+
A23 g 13 7 976 6+
Tmoo4k6 9 10 318 6+
9
%43 T FHMETHR DT EH TR
Foldh Ew A8 RESET] RELWH IgE  Derp

5. () F@m@Ea  F@s  (Uml)

INE 7 7 0 1 %9 0t

Al 4 3 1 524 0+

AlT - 2 I 1 363 0+

T35 2% 19 3 13 1 2 ot

44



42 RNA ST+

AU GEREESS BRI ABEEE Y AT EE P B
PIEEF 2T HRES BROEELRE P mRNAKRHE (rk

4.4 ~ % 45 ~ % 46 Pt ) o T/Fé“%;‘?‘g“%*%?ﬁ‘ﬁﬁaﬂa N
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L44 BPIHL Y AL REF R AT

EolhE BN E& EREPEFTAEA IE Derp
(#) (IU/ml)
A6 - 9 4 1775 6+
AT - 8 3 2094 6+
ts 2+ 9 4 1935 6+
245 EPHRS P L RBEF R EATHR
FolmE v E# REPEFAFRES IgE Derp
() (IU/ml)
A2 g 13 10 457 5+
A4 g 7 12 626 6+
All g 5 16 576 6+
Al4 L 11 10 722 6+
Tim (%39 9 12 505 6+
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246 EPHBRL P2V MTHBRER AT

X0l Mu E# FEZEFF T2 IgE Derp

5L (#) B A 3 @@ (IU/ml)
Al5  * 4 1 3 524 0+
Al7  * 2 1 1 46.3 0+
T3n ) & 3 1 2 494 0+

EREHE S ST a8 B P i T mRNA A T2 K T FE R

mRNA 5 F (4o 4.1~ B 42 #77 ) o
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2l Se— — 200
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nt nt
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200 — -
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-

Bl 4.2 A %2 8 a7 RNA &5 R 2
By k{Rewm iR ¥t RNA (aRNA ) > £ &

Affymetrix 2 & §o ¥ MFE TS B OPR ST 0 L ¥ RAEIR
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A R A (drk 32 977 ) GRS i ¥ R F R BES
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g

NS

F¥d 2345 chipl ~ chip7 > T# % chip8 > gk
LT A F A RS AR AR E RS AT K2 0 &
BBt AT A L ¥ TR AR LR AT -
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Bl 45 ¥#F e (CYS) vsE#EF B2 (CY3) & ¥ R ik

FEd

i
[and

3+ % chip2 ~ chip3 > T# =1+ % chip4 ~ chip5
%4 i d B Tl S R A ok A R P ]
F 4 BT A TR AR F R A R E R DA T .

e

\-n

3
b4

RLs

N

ol
(ﬁ

14 ROEF| G ¥ EHA ¥

FRA AL B F W THB RS P R E 0 H
2 813 0.5 —%m%'ﬂ« 28001 , A FBEHcS & 0 A A o t-

A

test & T fe > W1 P E-] *?0.05?{ 170 B o (4o 4.7 #7575 &%
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66F ) -

A 47 P TR EREF R e H YR i3
i EAFE 170 B > £3F internet FALEIF S BATF (A F)
3 5o Accession Number - X68550 -~ NM 000284 ~ M12824 -~
L15006 ~ Y15723 ) 2 BB qrpeis > HA 165 BAFL A Gt F
AR ¢ & D 4p BT o MI12824 ¥ alanine ™ 3BHER /S AR BE 0 % 4.8

dres f%vﬁ%vi'?"%)%z\ﬁm?é‘bik"]ﬁ H A PERL T o

148 RRF ST ATZ B ALET

Accession | LS BT P
Number
X68550 h asbceell pathway |4 i/ % i B Cell

h bbcell pathway B Cell /% i+

h cd40 pathway CD40L =t 4, & yEpe =

h nkt pathway 4 T-cell eri it ¥ FE 4% 4 32
h th1th2 pathway |chemokine receptors
Th1/Th2 A 1

M12824 h il17 pathway IL 17 3 A iR s

h shm pathway F& cytokine 3} & i@ » 7 At

h tcytotoxic pathway [T Cytotoxic Cell e1% & A &
L15006 h ctla4 pathway T Cell e737& 14 20 4, i vEpc
Y 15723 h racc pathway S R Q= kA T ]

He MI2824 A R#EF A EATZREPES L ¥ HTHE
25 X68550 ~ NM 000284 ~ L15006 ~ Y15723 % 3 # 4 &2
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rﬂ% ﬁL'E'. 2t &F‘fﬁf"_ﬁ ﬁ' %" ’Fﬁqﬂ'ﬁgl—g— °

BHEFREH AT HRE B2 2L B AFERB
(404 49 #5777 5 FT1E ) » v iE > 05 hE B AFE21B
(402 410977 5 &% 73F ) 5 Sttestie T8 2L T F LR

A F R 266 B (40 411977 5 &% 117 ) > #:iE internet Tt

WEDITBEATF (A F%E D AF090318 - AF188747 ~ NM
000362 ~ Y14768 ~ NM 017617 ~ NM 004530 ~ M96577 ~ NM
001324 ~ AX023365 ~ X93499 -~ NMO000734 ~ 142542 ~ NM

006267 ~ Y15723 ~ U72649 ~ AJ271408 -~ X04688 ) % H A 4r

Beds o B AR 240 B AT X Gt TOHREC F R0F AP MR o &
4127 N B RFFATRAELZROT L AT EAFRIIE HP NM
001324 N X93499 N NMO000734 N NM
006267 ~ AJ271408 ~ X04688 “#FEf v LA FILMEF 0 F
OF H B 2 AF090318 - AFI88747 ~ NM

000362 > Y 14768 N NM 017617 > NM

004530 ~ M96577 ~ AX023365 ~ 142542 ~ Y15723 ~ U72649

EREF R EAFIARE M VM HRE (0k 413977 ) o

LAEEF T R TE BB
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Accession |3 37 B S B AT P
Number
Y 14768 h cdMac pathway |48 & /3% % DNA & =
% macrophage 4§ %l
h Lair pathway BRINE BB LK RAP B
h cytokine pathway [Cytokine Network
h inflam pathway Cytokines % % X F &
hill0 pathway IL-10 shdrgy W 4, @ %
h nthi pathway NFkB /# it
h nfkb pathway NF«B i 4, @& yf 5
Y 14768 h pml pathway ;{ﬁ“ PML # & $& gk e it
h illr pathway %%’ IL 1R G #F
M96577  |h gl pathway EGRER S B CIVAREE 1) 13

h fbw7 pathway Cyclin E Destruction pathway: m
P ¥ Hp GL/S 1B 4P B

h cellcycle pathway | #e ¥ #p G1/S 16 /& 4p Bl

h skp2e2f pathway  |E2F1 Destruction pathway: & 4% %]
+ B e ¥ 8 G1/S W 4P B

h RacCycD pathway |im?% ¥ #) G1/S i & 4p

h p27 pathway G p27 BEph 1 A ILE e I
G1/S i 4p M

h i12rb pathway IL-2 Receptor Beta Chain: /% it T

cell
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h ets pathway

Macrophage 4" f* f¥ _+ 3

MN 000734

h CSK pathway T Cell Receptor 3 5, #& 45

h ctl pathway Cytotoxic T lymphocytes (CTLs)
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Transcription Analysis in Asthmatic Children with
Han Zheng or Re Zheng by Oligonucleotide Microarray

Fang-Hui Wei
Major professor: Shung-Te Kao
Institute of Chinese Medical Science, China Medical University

Background: Allergic asthma is a chronic inflammatory disease of lungs. It
1s also a common disease in pediatrics. Asthma results from a complex
interplay between genetic and environmental factors. According to
traditional Chinese medicine, allergic asthma can be differentiated between
Han Zheng and Re Zheng.

Objective: To Analyze the gene expression in Asthmatic children with Han
Zheng or Re Zheng using oligonucleotide microarray.

Methods: Firstly, we designed a pediatrician examination chart for allergic
asthma of Han Zheng or Re Zheng. Based on the chart, we recruited typical
patients with Han Zheng or Re Zheng asthma. Healthy children were
considered as normal controls. Patients’ mRNAs in their peripheral blood
were used for microarray analysis. More than 13,000 genes were compared.
Pathway of the differentially expressed genes with the bioinformation
software on line was investigated.

Result: We found there were 170 differentially expressed genes between
Han Zheng asthma group (n» = 2) and control group (n = 2), including 5
genes with associated pathway (P < 0.05). There were 226 differentially
expressed genes between Re Zheng asthma group (n = 4) and the controls (n
= 4), including 17 genes with associated pathway (P < 0.05). There were 137
differentially expressed genes between Han Zheng asthma group (n = 4) and
Re Zheng asthma group (n = 4), including 8 genes with associated pathway
(P <0.05).
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