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Abstract
the field of molecular biology, but too many things
affect the PCR result.

mization experiments must be done before satisfactory

PCR is now one of the key procedure in
Sometimes, a lot of PCR optr

results are obtained. So an optimization project with
minimum times of test is needed. Uniform Design is
For 244 bp frag-

ment in human apo E gene, the optimization of the

what can meet this requirement.

ampified conditions included concentration of Mg**
concentration of DMSO,

temperature, elongation time, number of cycles based

denature time, annealing
on Uniform Design was reported. The results show
that a set of PCR conditions with specific, high yield
amplified product can be obtained for purified tem-
plate or simple-treated template by 6~ 10 times of
optimization experiment. The Uniform Design is
useful for the optimization of PCR conditions.
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Abstract A novel method was developed to prepare
an Exonuclease I} partially-digesting RNA as a com-
petitive reference standard ( RNA-CRS) of human
stem cell factor ( hSCF) gene in quantitative RT-
PCR: complete hSCF ¢DNA was already amplified
from HepG2 cells using RT-PCR and cloned into
pGEM-T vector. After the recombinant pGEMSCF
was treated with Exonuclease Il and S1 nuclease at a
favorable condition to make a limited deletion in
hSCF ¢DNA, the recombinant pGEM SCF mimic was
constructed successfully and transeribed in vitro to
obtain the RNA-CRS. The hSCF RNA-CRS with a
110 bp deletion from base 499 to 608 in hSCF ¢DNA
was identified by DNA sequencing and it is suitable to
be used as a reliable RN A-CRS for the quantitation of
the transcriptional expression level of recombinant
hSCF in eukaryotic cells by quantitative RT-PCR.
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