-6 - BEMEAR 2007 434 (1)

i TR AT B R A R E R R A R

Bk AXETT O EAA RER FHE RRY

(B AFREFMEAS _ERHES WM 310009)
( FRTHHCE RN DB A ESRMACHFER g 200001)°
(S E EEERTERT S S 20200)°

BE: UL H pylori 26695 £ J99 fE 08, FRAZEMERE (PCR) FHRBIFEENFBMEE (open read-
ing frame, ORF) KB, fEF] Genemachine SH{{HAT A, RAMULLEE . Cy3-dCTP 58 CyS-dCTP Fi Super-
script [ #5108 H. pylori RNA $5i, SERGH AR $ARAEIRERRLT C3/Cy5 i (o) <0.5 HE
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Hes . HsEY H. pyloni B DNA ;5 5364245 1636 D ORF, AP H. pylori 20695 17 1549 -, 1995587 4, R
FESEMTERASEYFIRAFEER THRASTHES, AR (YN) 22 REASHA S EXERY
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Abstraet: The open reading frame { ORF) {rag on our mi Tay were generated by polymerase chain reaction (PCR) using gene-
specific primers. Genomic DNA of H. pylori 26695 and J99 ware used us templates. DNA fragments on the array were printed by Genema-
chine printor. Using random nanomer, Cy3-dCTP/(yS-dCTP and Superscript 11 to Jabel H. pylori RNA and complete hybridization. Results
were judged on the basis of normalized Cy3/Cy5 matio value, that is, genes with ratio less than or equal to 0. 5 were considered down-regula-
ted, those with ratio greater then or equal to 2. 0 were up-regulated. The quality of microarray was evaluated by means of reproducibility and
signal/neise ratie. Microamay vesults were tested by RT-PCR. The final microarray included 1636 ORFs of both siaina. Repetitive rmie be-
tween different dots within the same microarray was 94. 05% ., Most amay had sigpificantly higher signal than background, with 87. 76%

spous had signal/moise greater than or equal to 2. Moﬂpmﬁmmmselecled for teating microarray results were verified by RT-PCR
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1 HR5%E

1.1 H. pylori Bk

trHEE bk H. pylori 26605 11 J99 i David $i42
( Baylor College of Medicine, Texas Medical Center,
Houston, Texas) IH M, H pylori iR &4k ( Hpl
M) HEEERKEZTHEEERNEAE,
1.2 HpylorilZfRBET

Bl&IESR. ¥ H. pylori BHERN TREE Co
lumbia FEAGIEFERE, HPEH 7% M, f£370HK
HEMT (N, 85%, CO, 0%, O, 5%) 57,
ash R . SEEES. BRREURLEL
BN (RFEN. S{snps) Lome,

WARIESE . WUREEFEE VOB E (BHD B
%, AR 7% 5%, FERFEEERELAR
RERGM Hpylori BEEM TRFHED, &
CHALEMT TREESR, SeFERL,
L3 BhH&
L1 it &R ERrEfEA DNA BB
T H. pylori 5 (9 &9 IT B P EE S (open
reading frame, ORF) MiSERRE (AERTRXH
FHEBEEX), LIE 1,590 1 H pylori 26695 ORF #1
91 4~ 199 ¥ B4 ORF, 2 60% L) FEFEKEHR
FHERTF 85%, RINIAHERRX ., A&
BiRrHsI YL EBERN (PCR) ¥ MBI
EREBE, A5, EEERESEY, ATHERST
fE B e —, T PCR Y £ L Skb 1
M, KEXT 1.5kb i) ORT FA 2 ~3 38| #5r Bl
fT¥ 1, % Primer Premier 5 ¥ 7 PCR 3| 4%
i, SHEREFFIFE G http: //www. tigr. org,
1.3.2 PCR SRE: LA H. pylori 26695 #1199 i i
B, £H Qiagen lissue DNA extraction kit i fil &
#E H. pylori #E R DNA, HREFT-0CHH,
PCR rhi{h & % 100pL, {25 10 x bufferl(. OpL,
MgCl,2. Ommol/L, dNTP 200pumol/L, {4 10pmel,
Taq DNA %588 0. 3V, $ik DNA 20ng, K7 &4
3 94C W ¥ Smin, 94 305, 507C 435, 72C
1min30s, I£40 {5, &L NRCH K Smin, iF
1B ISR KEE PCR RN REGRI, RN
HIMKIRE R &WER. - X/ES,
FHREGE D BREY SO OERBTFRITT
WitFrvg,
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1.3.3 PCR sk mER:. £ A Millipore
Multiscreen PCR R #li{f; PCR 7%, /Bt PCR 7
¥ (<s300bp) RARABREEHITEL. difk
R, ddH, O B B2 3 600ng/pL, il
VAR DMSO,
1.3.4 SHBAHELAE. SEAEEREY 0%
~60% 1% i Genemachine f#E{X (USA) ¥
TEf. BTERRBERES 4R, SEXRHE
400m]) BB T A CL-1000 Ultraviolet Crosslinker %&
BT RR, REHERFTZETHELE.
IAERo B RTHE, AABMRECA LE
TEMERMIEE, B BEREHR, WER
Bk B 5 BT 7 A0 () 5 LA B AR R i R A
EXRHAEHE. EAEBASFER 1% LTMN
HEBREET .
1.4 H. pylori RNA Hij

53 9 E 0 R 10mL 3 44 55 53K 72h Hpl 0
Hpl @ik, k¥, A 2mL & 3wl Trizol, B
BILE, ZBEBE Smin, H 5 B Trizol {1
RNA JrZ: gt
1.5 H. pylori RNA #{£ 0% FE4 DNA sk

3% FH RNAeasy Mini Kit #E{L 14 = DNase %h2E
RNA 54, SR#EREH. EHREE TN
5E QD M 0D ¥, FHRAH 1% HUEH RNA 8
ARG AR RR A7 0Dy 0Dy, =1.9~2.1,
Lk B 7 A T8 M7 A9 23S tRNA i 165 rRNA 235,
H.235 RNA &4 25 HF 2 165 tRNA (9 1.5 ~ 2.0
&, WEAAEEAR, HERET-0CEMH,
1.6 cDNA R # &

43§ Cy3-dCTP #1 Cy5-dCTP #5iC Hpl RNA
0 Hp2 RNA R/, B 10pg RNA #1 Spug B LI
&, F RNase-free H.0 M RIKEBE] 15uL, 70CF
fEF 10min, #AGEWK EFH#E 2min. FEh1A SpL firs-
strand buffer | 3uL 0. 1mol/’L DTT, 1L dNTP mix
1. SuL Cy3-dCTP & Cy5-dCTP, 1pL RNase 187
# 2pl Svperscript 11, 42C R #R 120min, &G
70°C10min, A 2.5pL 2. Smol/L NaOH, 37C ¥
F [Smin LIS IEES , BA0A 10pL HEPES,
L7 WRRRSadTRTTE

SRE K19 32 56 By 3R B QlAquick Nucleotide
Removal Kit 2%, HE#fEREN, K58
% pmol Gy3 F1 Cy5 #RiCMHRH #7432, X H
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Ilpg &K DNA L BRAESE SRR, SR A
10pL. 4 x Buffer F120uL HIfAERE, ¥ 37°C qescHith
BEFEARAE 16h, PR T i HUEC
L8 BESH

i Agilent SV AL, B H Imagene
5.1 SRPRAhFRECE . KRR LIRGE ST (R
/T 2) 2:BRFG. R Genespring 6. 1 ZE17 ¥4l
PRAb AL B RO B 0T, B E RN R B AT T
BOE 43 09 T AL 50 RY S B (AR O B 200 A 1) 3K
$o ISR SRR CG3/CS5 (RG)
ratio . % AT HIWiFRE N R/G<0.5 F A&
EFM, RG22 FhEk L.
1.9 RT-PCR KR

TEHL 20 S AEIH, i aE RT-PCR R 8GHE.E R
g B4 it £ W Primer Premier 5.0. PCR JZ
MR & R 25ul, f 4% ANTP 200pmol/L, MgCl,
2. 0mmol/L, 5|4 Spmol, Taq DNA %48 0.3U,
cDNA #i 4R 10ng. 385 % {1 K 94°C B4 HE Smin,
94C30s, 50°C 455, 72°C Imin30s, 3t 30 i,

HPLT2C G K Smin . BRI WA 1K, LL16S
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2.1 RNARERBEREN

AL Ik i 715 AT T T Y 23S fRNA F1 165 rRNA 4%
5. 23S rRNA A7 £ & 16S fRNA 19 1.5 ~2.0
TUORE 1), 0Dyy/0Dy = 1.9 ~2.1, £H
H. pylori RNA B2 SRR 1.

238 rRNA

168 rRNA

{41 H. pylori RNA H17K ]

2.2 BHEHETEEMAKRD

FROIIFH &M RN R B A

Lo RN N ) T AR 2 94 05%
(1786/1899). BVt ) o R PR A, RIS B
e, KEBEEET I B H e Pt aEY
(WE2), (5MEE (S/N) =2 (AL S8, B
lﬁﬁmut 91J9’J 4 87, 76% .

B2 H pylori #2iKi

2.3 RT-PCR RNER

Pk e 20 AR P, A 14 AN RT-

Al A2 Bl B2 C1 C2 DI D2

- ! o

R A

PCR £5 8 5.0 Kl e 20 (W 3).
il 1A% ek 0 B AT B T R

RS

E1 E2 F1 F2 Gl G2 HlI H2

168 RN A

3 JEPM RT-PCR 85

A~ H 51L& A G S B B 50 26N RT-PCR 50E . 1 M2 KRRk Hpl B Hp2.

M5, i EMEH AGRR, JERARN M &k Ak
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3 i

SERCAL B 20 T 31 0 4K 0 il B R 0 B ok
B E L HEDNE A TR R E #
AT AR AT BB R oT AR R T o
A EERER. Bar, HE#RIFXESH
{8 S04 20 54 et 45 o 3T B8 o 99 P2 s 1 T B BF ST T
B, AT LA R o B e i B8 A 1 N LA LA B O )i
HREMEYRERNTSENERNNEERR
RO, FOH R e 3 32 G X A Y G B B
ERRAHE 2 F A SHE o B — Z P A
Y S BREHBH PR SRR
EEBT,

RS RNA RS EH, AL RNA
MR, AdTEEEREZEEY, RITAD
SERT H pylori Bikk RNA i, FEXREIEEH M
BE R B R A A B AR AR
T, BEYEREERLAHETGR T O REM
BEMWEREREEARY . B4, RIMER
HERRIFTIN H. pylori EEHIFLIES N BA
HRWREEEYE, TREMEERE, WTHAT
ELEBHAFEEWN A prlori R ST BRI AH.
A Bkl W, T ARNVA 5 2 RNA
M95%, THTYFLELH BEEESHEHE,
RIS A RRERER, KEBEANLTEHF
BTFFRHOAERES, AL (S/N) =22 ER
REA G DR RT. 76% , MM T X 3
o

SR AN 4% g e I A T B P R
W EWwE., NS E, BhE
AT AR 4 B N 40 A5 R P9 38 R Al A B R IR
P T O o PR o P R L B R R R R
. B TEANEEYE, EHSRERTS
W BB IR A 5 7 LR B B R A
B—HE, SAEARTUNERMNAREREYD

mEHEEHR *9-

M E > v ERER”Y, THUBR -2
SRR, A8 THXERFRNEE. MPBLUR
FEEBTT™" L pylori TERERAER TR RE
TR EE v EL# ., Bar, H pylori 8iE
HEREMARLWAT, EMMORBEEO-DRE.
B-HgEAR-OBUREETEWAE. KR
WRFEAEE A RAE P EE B pylori, LK
H. pviori { REFE P FEHEEBRNLER
. MR H. pylori Fikitas R Al LLERSE R 08 &
AT HE R RS, BT rARERFN
T H. pylori 4= 1< 02 A0 CE B W HR AT
., AmMAETFERS A ERBMBRILRE
VX ERR, 7B TS REAXRMRE
e

HE 30
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