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(dT),s primer which contains Not [ site. After
the poly (A)"-RNA was removed with E. coli
RNase H, the second strand was synthesized by
means of E. coli DNA polymerase 1, E. coli
DNA ligase and T4 DNA polymerase. Then
Sal I adapter was added and the cDNA digested
with Not I . Half of the cDNA was inserted into
plasmid pSPORT 1 and transformed E. coli
DH Sa. The other half was stored at —20T . It
was shown that the ¢cDNA length ranged from

100 to 10 000 bp. Using this cDNA library as a
template, four genes have been amplified suc-

cessfully. They are glutamic acid decarboxylase
( GAD, 1800 bp ), enolase

(NSE, 1340 bp), T3 receptor (1230 bp) and
cholecystokinin (CCK, 345 bp). The method
for storage of the ¢cDNA library which can be

neuron-specific

kept for a longer period was also developed.
Wistar rat brain, c¢DNA library,

PCR, molecular cloning.
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The Key Technique in Urea-gradient Elec-
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- 100084, China).

Abstract An improved procedure by using urea-

gradient gel for protein folding and unfolding
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investigation is provided. Some key techniques
such as urea gradient homogeneity, gel viscosity
and gel edge effects have been discussed. An
inverse gradient of glycerol is used to compensate
for the small effects of urea on the electropho-
retic mobilities of both folded and unfolded pro-
teins. The glycerol gradient used here of 15% at
0 mol/L urea to 0% at 8 mol/L urea was
designed to give a constant mobility of crea-
tine kinase at all urea concentrations. The gel
was photopolymerized in the presence of
riboflavin. 5% stacking gel and sample combs
were also used on urea gradient gel to improve
the sample pattern.
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