738 - B — %R KSR First Mil Med Univ)

2004:24(7)

K7 ] 70 mer Oligo ZELRIE A MPR A cDNA FrExrrgJE H Y AL A

o UgEY L X BRI e, SR Y SRS S 2 (B —EERFE DI R, TR T
M 510515;2 ] MNEX ) NMRIERBLESESEERE, T4 N 510010 )

L H Y T R PR — R AL IR S M BRI o771 & Y cDNA F Berh 8B E BRIy Be 51k 771k
EERFZSE R IR, e mRNA WHERAY cDNA J5 , SR IR BRI & RRBREINE cDNA F B, AR3E H HEEE SSAL
it 70 mer HF YL oligo Fr B TENRR A TAZ RIS o R T CARICHYIE S [t BRI B BRI HIIR
il cDNA F B THRIC, 55 oligo FEFIZRAZ , B, £l . ARG HET T A58 A R WO BRI, R FHRR I8 A5 1 Pdr
1, pvdE T PUCIKS T #kiArh A2 IM109 KB e, il ook, BT IR S o 2558 45 3R BLAST
AR AR, 2T R vl Y T H AVER R B B 4518 SR A 70 mer TEAZHEOE A AT DA B MRS =75 72
LLFREY cDNA Fr Berh 8B H UL, i ETEAAEE cDNA SCEE . 5540, 7515 rT T oligo S A AL X A R ZE 5
OB U ERE N T

SRR FEPUES A s RD-PCR s 2EARIE s i bR

R85 Q754 SCERPRINAD : A

WER S 1 1000-2588(2004)07-0738-04

Isolation of the target gene from cDNA restriction fragments using 70-mer oligo microarray
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Abstract: Objective To study the method for using a 70-mer oligo microarray as the probe to isolate target genes from the
cDNA restriction fragments. Method Samples of Saccharomyces cerevisiae mMRNA was extracted after heat shock culture and
reversely transcribed into the double-stranded cDNAs, which were prepared into restriction cDNA fragments using restriction
display (RD) method. The microarray was printed using a single 70-mer specific oligo designed to according to the SSA1 gene
of yeast. The cDNA restriction fragments were labeled by PCR method with the Cy5 universal primer before hybridization
with the microarray. The microarray was stripped after washing and scanning, and the strip solution was collected for another
round of PCR amplification using the universal primer without fluorescence. The PCR product was then cloned into PUC18 T
vector and transformed into to E.coli JM109 cells for amplification, and the plasmids were extracted and sequenced for
identification. Results BLAST results showed that the target gene was cloned successfully. Conclusion The target gene can be
isolated directly using the 70-mer oligo microarray as the probe from the cDNA fragments prepared by RD method, without
the necessity of building a cDNA library. This method can also be used in further research to acquire the differentially expressed

genes after the oligo microarray hybridization.
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JEFRIE S, AR Z A 3 wl B W1 wl sk my
cDNA [ /7§ .25 wl 2xPCR FiijE# .21 wl ddH,0, [
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ISR rere i S S| i S AT A e ST I
H 100 wl 755, 10 000xg 25005 BTS2 wl o,
FHEF A [ SO100/SO101 #E/T PCR, BrflEHH
FL KBS E L A RO R 1 e P R B, 7 310 2 [A
FEA53 T B SO100 55 495, 445 56
BLAST #f TR, B B R b fa R

22 [AIfCEE PCR I HEfE I (B4 PCR SE HLIKEE S

FH OISR B PCR 38 5 FEL RS R (] 2] 1L,
Fr B B — K2 2 600~650 bps HEEY 30 4>
B VEIEF T PCR E7F , LUK SR (&1 3 yRAEB > B
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Fig.2 Agarose gel electrophoresis
of the retrieved fragment
M: DL2000 standard DNA ladder;

F: Retrieved fragment

bp M 1 23456 7 8 910 11 12 13 14 15

3 PEMETEE PCR SE Lk A
Fig.3 Agarose gel electrophoresis of the PCR products of

the positive clones
M:DL2000 standard DNA ladder; LaneA1-A15, BI-B15: PCR

products of the positive clones

2 gER
2.1 oligo P&FHAZ 45 N A G 45

FHREERERE SSAT ZR Y oligo Fr BAA T ALLA]
G 59 ERRICHIBRFIME cDNA Fr Beaaz 45 53 0
1, B —KFS R SR A 2, 58 Ik F 4G5S R A
3, MEFRIPIEH, 285 0.01 mol/L NaOH 7F 42 °C
TP 10 min 403, KA ERTERE AR
HEEl ok, & E SR AR ES .

1SR R SR G A
Fig.1 Result of hybridization before and
after the stripping processes
a: Image obtained immediately after the completion
of hybridization with the yeast cDNA fragments;
b: Image of scanning after the first round of

stripping; c: Image of the scanning after the second

stripping.
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A13.B2.B3.B4.B6.B7.B13.B15 1t 12 4> BaidEf T
FEZIMSE , 25 BLAST PR, 1FSE Al1.A11,A13.B4 |
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A7 U 2 R FH 70 mer Oligo A=[REFr MBR I cDNA FEE#9E H LA
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>gi[312351]emb[X12926.1|SCSSA1  Yeast DNA for SSA1 protein and tRNA-Pro

gene (member of 70 kD heat
Length = 3335
Score = 563 bits (284), Expect = e-157
Identities = 404/443 (91%), Gaps = 11/443 (2%)
Strand = Plus / Minus

shock protein family)

Query: 41 gcttgatcaacttcttcgacagttggaccttcagettctggagetggaggageaccacct 100

OIS O AR
Sbjct: 2498 gcettaatcaacttcttcaacggttggaccttcagectetggagetggaggageaccacct 2439

Query: 101 gggnaaaccacctgga--------- getgegecettetggageaccaccagettngtacaa 151

(PR A
Sbjct: 2438 ggg-aaaccgectggageaccacctgeagegecacctggageaccaccagettggtacaa 2380

Query: 152 tttagacatgattgggttggcaacctettgcaattccttcaattggteatcgaattette 211

(A AR PO AR
Sbjct: 2379 cttagacatgattgggttggcaatgtcttgcaactccttcaacttgteategaattette 2320

Query: 212 cttggtagcagtggtgtcgeatgtctaaccaagceaatagtttettcagecttettagtga 271

I AR SO S
Sbjct: 2319 cttgctggeagtggtgttge-tgtetaaccaagaaatagtctettcagecttettggtga 2261

Query: 272 cagcgtccttgtcagettgctctagettgtcaccagettcagaaatggtgttcttcaaag 331

R e AAAAAL
Sbjct: 2260 cggtgtecttgtcagettgttecaatttgtcaccagettcagaaatggtgttettcaaag 2201

Query: 332 agtaagcaatggattccaattggttcttgggageaattctttgagattccttttcatett 391

(AT A
Sbjct: 2200 agtaagcaatggattccaattggttcttggaageaattctttgagattecttttcatett 2141

Query: 392 cttccttgaatttttcggettcagcaaccatcttttcgatatcttecttggacaatctac 451

(A
Sbjct: 2140 cttccttgaatttttcggcettcageaaccatcttttcgatatcttecttggacaatctac 2081

MBERACTE 45655, Afn, BT H poly-L-
lysine EIHEHE Pt 7 SR, (8] R B AR SR
(AR RR L A/, i H BT poly-L-lysine
BRI T A I oligo FEFIRY 22 AL (HEH
T poly-L-lysine “NREMM~2 NaOH FUVEME, HUE
ARG, SLFR BRI ORI DUZR SO LIRS
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B R W AN e e A T
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HITR L N BEIR B SE A p bR A S e i AR
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HH T S50 A MR SO, TR Ja st
BFRIRESF ORI TR, FTEEFE
JEARAY H FEIA, H—k s v — i R REZR B — 1
HZER . FRAAGE, B AR RIAE R
LAY oligo FREFAATEUCGEIEE, WIAT DRI Y
A~ HREER, rl T 290 A, 22
XA oligo i A4 AP R AR L T —51& 1%,

SR

Query: 452 ccttgtcgttggtaatagtgate 474

(A
Sbjct: 2080 ccttgtegttggtaatagtgatc 2058
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