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Fig. 1 2% Agarose gel electrophoresis of RT- PCR products

= ": RT-PCR products obtained from 11-6 uninduced SkoQ07 cells; “+

": RT-PCR products obtained from 1L-6 induced Sko007

cells. 1 ( *): primers AP7 and AP8; 2 ( £): primers APl and AP4; 3 ( £): primers AP2 and AP9; 4 ( %): primers APS5,

AP8 and AP16; 5 ( £): primers AP3 and AP10; 6 ( £): primers AP6 and APII:

7 ( i): primers AP12 and API1S5;

8 ( %): primers AP5, AP13 and AP14; M: DL2000 DNA marker. Arrows indicate differential expressed fragment.
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Fig. 2 EcoR1 digestion of 4 plasmids recovered after cloning

of IL- 6 related cDNA fragments
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Table 1 Result of the cloning, sequencing and bioinformatics analysis

Seq No. Length/ bp Homology analysis Primers
STRF14 586 Human Hypothetical protein AP7.8
STRF15 536 Human puromyein sensitive aminopeptidase AP5.13. 14
STRF16 417 Human NADH- Ubiquinone oxidoreductase APS, 8, 16
STRF17 403 22~ 249 bp: 26% homology with Yeast Factor induced gene 2; 174~ 314 byp: AP7. 8

37% homology with human Endoglin precursor ( CD105 antigen)
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BATRI A R ) RNA EVE 23 4F 52 2 S R ak SE X
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BRIL, B BoEf T 9 SRk (£2).

(b)

1 2 3 4 5 6

Fig. 3 Reverse Northern blot hybridization using IL-6
related fragments from different expressed mRNA in
IL- 6 present and absent Sko007 cells as templates
(a) total RNA of Sko007 cells induced by 11-6 as probes: (b)
total RNA of Sko007 cells uninduced by Il-6 as probes; [:
negativecontrol; 2~ 5: STRF14, STRFI15, STRF16, STRFI7:

6: GAPDH control.

Table 2 Expression information and RH mapping results

Expression information

RH Mapping Results

STRF17 ¢DNA sources: blood, brain, colon, esophagus, foreskin, Germ cell, heart, kidney,
ovary, pancreas, parathyroid, prostate, spleen, stomach, testis, tonsil, Whole
embryo, breast, breast _ normal, head _ neck, ovary, placenta, thymus, pooled,

ulerus

GB4 Map: Chr. 9

Top of interval: D95287
(103.3 em) Bottom of interval:
D9S176 ( 104.9 cm)
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Isolation of Genes Related with IL-6 Effect by a Rapid
and Simple RT-PCR Method'
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(" Institute of Biochemical Engineering, Dalian University of Technology, Dalian 116017, China;

:'Bc‘{;'ing Institute of Basic Medical Sciences, Beijing 100850, China)

Abstract The significant results are gene expression when cytokine acts on receptors. To study genes related

with IL-6 effect, here a simple and rapid PCR-based protocol is utilized to detect and isolate cDNA fragments of

the differential expressed genes between the IL-6 treated and untreated SkoO07 cells. To generate cDNAs from

most internal regions of mRNAs by the reverse transcription using three fully degenerated 6 mer oligonucleotide

as primers. And then PCR amplification of the ¢cDNAs with two or three longer primers that are arbitrary but

defined sequences is carried on, The PCR amplification was repeated on the same ¢cDNA templates ( first step)
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with different sets of primers. PCR products were electrophoresed in the 2% agarose gel and then the recovered

different fragments were used directly in cloning and sequencing. 3 different ESTs were obtained, one of which

is a novel gene fragment, and its were proved to be 1L-6 related genes by reverse Northern blot analysis. Further

bioinformatics analysis indicated that new STRF17 fragments are expressed in many tissues and cells.
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