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2 Preparation of siRNA Expression Library

(a) Amplification and collection of cDNA

We did the PCR amplification in a common condition for a cDNA part of 500
candidate genes. As a result, the PCR product was not able to be confirmed
for 28 clones though PCR was able to amplify for 472 clones under a common
condition. Therefore a gross quantity mixed all 472 clones and processed laying



upon Exonuclease 1 after the PCR amplification in a common condition. After
it amplifies to an individual each sample with miniprep, only the cDNA part
is cut out by the restriction enzyme for 28 clones that were not able to confirm
the PCR product, and processed Exonuclease I in gross quantity mixing. As
a result, I finally got a cDNA piece of 92 u g more than 30 u g which were
an aim.

(b) Separation / collection by enzyme processing and gel electrophoresis
Although details, such as experiment conditions, were indicated to (c), the
cDNA fragment of 30 u g was used as start materials, and the DNA fragmentation
of 1.2u g exceeding a target value was obtained.

(¢) Preparation of Short Hairpin Expression Cassette and Ligation into
Expression Plasmid Vector

We used luciferase (Luc) and von Hippei-Lindau syndrome causative gene (VHL)
as model genes to prepare a short hairpin expression cassette and ligate it
into the expression plasmid vector. With optimization of the conditions and
starting from 30 u g of ¢DNA model genes, we successfully obtained more than
60 ng of short hairpin expression cassette and over 7th power or more of 10
of short hairpin expression plasmid vector.

(d) Confirmation of diversity in made siRNA appearance library
It succeeded in manufacture of the siRNA discovery library exceeding a target
value of the 7th power or more of 6.1x10 as a result of measurement.

3 Construction of a Screening System

(a) Construction of a vector expressing CD4 under the control of HRE (HRE-CD4
construct)

We produced HRE-CD4 construct, which expresses CD4, a marker gene, on the cell
surface under the control of HRE as scheduled. We confirmed the sequence
agreement of the construct obtained with the one we designed. We also produced,
as a control, HRE-EGFP construct expressing the marker gene EGFP
intracellularly under the control of HRE in parallel.

(b) Establishment of Cells for Evaluation

HRE-CD4 constoract that constructed was introduced into the cells for the
evaluation, and the cells were established. The amount of appearance of the
marker gene was measured after it had cultured it under the low oxygen condition,
therefore the appearance of the marker gene was confirmed by the cells of 86%
according to the target.



4 Screening

Screening is being executed by using the evaluation cell established in 3—(b).
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