DOT :10. 160167j. 1000 5404. 2003. 11. (B0
25 11 Vol 25 Na 11

1004 2003 6 ACTA ACADEMIAE MEDICINAE MILTARIS TERTIAE Jun 20 3

I E G5 1000-5404(2003)11-1004-05

cDNA
RE R AR K, A, B LE A K, A& K PR ( , 400038)
: B ¢DNA . ik
RNA, SMART cDNA
cDNA cDNA ; PCR 100
, 30 c¢DNA . G DNA 320
, 100 95% 100 ~ 600 bp , cDNA 27
(90 0%) . ik SMART c¢DNA ,
¢DNA ,
. R322 991; R342 3 R394 2 . A

Construction and identification of a differentially expressed genes subtracted cDAN li-

brary of human dermal papillae cells with aggregative behavior

SONG Zhi-giang, HAO Fei, YANG Xi-chuan, YANG Wei-bing, CHENG Bo, MAI Yue, YE Qing-yi (Department of Dematolo-
gy, Southwest Hospital Third Military Medical University, Chongqing 400038 China)

Abstract: Objective To construct a differentially expessed genes subtracted ¢cDNA library of dermal papillae
cells(DPC) with aggregative behavior Methods Total RNA was extracted from DPC with and without aggregative
behavior and double-strand ¢cDNA was synthesized by using SMART ¢DNA synthesis, respectively. The ¢cDNA frag-
ments of differentially expressed genes in demal papillae cells with aggregative behavior were isolated by suppression
subtractive hybridization and then directly inserted into T/A cloning vector to set up the subtracted library. Verifica-
tion of the msert fragment was performed on 100 positive clones randomly screened by PCR method and among which
30 clones with insert fragments were verified by ¢cDNA dot blot. Results The amplified library contained approxi-
mately 320 positive bacteria clones. Random analysis of 100 clones with nested PCR method showed that 95% clones
contained 100 ~ 600 bp inserts. ¢cDNA dot blot showed that 27 clones (90%) were positive. Conclusion A differ-
entially expressed genes subtracted ¢cDNA library of demal papillae cells (DPC) with aggregative behavior is con-
structed by suppression subtractive hybridization combining with SMART ¢DNA synthesis. The library is a highly effi-
cient one and lays sol
of DPC.
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Lane 1: RNA from cullured demal papilla cells with aggregative behavior;
Lane 2 RNA from cultured dermal papilla cells without aggregative behavior
1 RNA
Fig1 Formaldehyde agarose gel electrophoresis of total RNA
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Lane 1; Lambda DNA/ EcoR1 + Hind 11l Lane % ds cDNA fran DPC
with aggregative behavior; Lane 3: ds ¢DNA from DPC without aggregative

behavior; Lane 4: PCR Marker
2 cDNA

Fig 2 Electrophoretic analysis of synthesized ds cDNA
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Lave 1. Iambda DNA/ Eo Rl ~+ Hind IIl; Lane 2: & ¢DNA from DPC
with aggregative behavior before Rsa I digestion; Lane 3: ds ¢cDNA from
DPC without aggregative behavior before Rsu [ digestion, Lane 4 ds c¢D-
NA from DPC with aggregative behavior after Rsal digestion; Lane 5: ds

dDNA from DPC without aggregative behavior after Rsal digestion
3 Rsal
Fig3 Analyss of Rsal digestion
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Lare 1: PCR product using tester 1-1 as the template and the G3PDH 3
prmer and PCR primer 1; Lane 2 PCR poduct wsing teser -1 as the
temphte and the G3PDH 3 primer and 5 primer; Lane 3; PCR product
using tester 1-2 as the template and the G3PDH 3 primer and PCR primer;
Lane 4: PCR product using tester 1-2 as the template and the G3PDH 3
primer and 5 primer; Lane 5: PCR marker
4
Fig 4 Analysis of the ligation efficiency
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PCR was performed on subtracted (Lanes 1— 3) or unsubtracted (Lanes 4
—6) secondary PCR product with the G3PDH 3" and 5 primers; Lane 1.
4: 23 gcles; 2 5: 28 cycles; 3, 6: 33 oycles; Lane7: PCR Marker
5 G3PDH
Fig5 Analysis of G3PDH subtraction efficiency
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A: Dot blots hybridized with ¢cDNA probe made fran aggregative growth;
B: Dot bbts hybridized with cDNA probe made from non-aggregation growth
7 c¢DNA
Fig 7 Results of cDNA by dot blot

Lane 1: PCR Marke; Lane 2: Secondary PCR products of forward sub-
tracted tester ¢cDNA; Lane 3 Secondary PCR products of forward unsub- 3
tracted tester cDNA; Lane4: Secondary PCR products of reverse subtracted
tester cDNA; Lane 5: Secondary PCR products of reverse unsubtracted E—
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