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Abstract  With reverse transcription polymerase chain reaction (RT-PCR) and DNA recombi-
nant technique, afull-length cDNA encoding the monooxygenase cytochrome P450 2C9 from hu
man liver was cloned into a plasmid p GEM-3Z. The cDNA segment was anadyzed by restriction
enzyme mapping and DNA sequencing , and was confirmed to be nothing other than CYP 2C9 cD-
NA. Then the CYP 2C9 cDNA was subcloned into a mammalian expresson vector , ready for de-
velopment of the cdl line expresing CYP 2C9.
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The sequence comparioon of 5" -primers and related CYP 2C genes:

CYP2C8 5'- * * * * x x xCT T * * * % % % «A C* * T * *x % % *x x x * x %3
5-primer 5-GAGAAG GTA CCAATGGAT TCTCTT GTG GTC CT-3

CYP2CO 5'- * * * * %x x xCT T * * * % % * % % % % % % % % % % % % % % % %3
CYP2C18 5-* * * * * * CCTT * * * ** *TAC*A GC* * * » *CT * *-3
CYP2C19 5 - * * * % % % «CT T * * * %x * % % «C % *xT % % % %x % % % % % %-3'

The sequence comparion of 3'-primers and related CYP 2C genes:
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CYP2C8 5- AAAAAAATAAACT A AAACTC T ATT AT &3

3’ -primer

3'-CACG TCAGGGAGC TC GAGA GAAAGGA GA-Y

CYP2CO 5- AAAAAAAAAAACCAAAAAAAAAAAALAAALANT
CYP2C18 5- A A A AT A A AA ACT ACAA ATC TCCC TTAT C3
CYP2C19 5- AAAAT AAAAAACCAAAAAAAAAAAAAANT

Fgure 1 Primer desgn and sequence comparion of related CYP 2C genes.

* :indicates the same base as the primer.
Aindicates the paring base to the primer.
Underlined 5" - GGTACG-3' : Kpn | cutting ste.
Underlined 3'-GAGCTG5' :Xho | cutting ste.
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1 RT-PCR
RNA
18s  28s RNA
RT-PCR
1.5kb,

Figure 3 Recombinant p GEM-37-2C9 cut with Kpn | and Xho
l.

Lanes 1 and 6ADNA/ Hind  Marker , lane 2, p GEM-3Z vec-
tor cut with Kpn I ; lane 3, pGEM-3Z2C9 was cut with Kpn |
and Xho |; lane 4, RT-PCR product of CYP 2C9; lane 5,
p GEM-37-2C9.

Figure2 RT-PCR product band of CYP 2C9 in agarose gdl.
Lane 1:RT-PCR product of CYP 2C9, lane 2 ,A DNA/ Hind

Marker.
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Kpn | Xho 1
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Figure 4 Recombinant pGEM-3Z2C9 cut with BamH | or
' Hind
BamH || sies1and 5SADNA/Hind  Marker , lane 2,cut with Hind
) 650 ,Hind ) ;lane 3, cut with BamH |; lane 4, cut with Kpn | and Xho
900bp , , o
CYP2C9 cDNA
p GEM-372C9 .34 4
3 Kpn | Xho | p GEM-372C9,
T; promoter  SPs promoter , . Kpnl Xho |
) cDNA pREP® DNA ,
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