27

Preparation of cDNA--Detaills

MRNA 5’ [E— AN 3
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Remove RNA with alkali
Add poly(dG) tail

Y

Single-stranded 3 GGGG[___ITTTT®

cDNA
n Hybridize with

oligo-dC primer

sigeeE Y

3 GiGE G TERETER 5

DNA p0|ymerase E Synthesize complementary

strand
v

Double-stranded 5’ CCCCI__— " 1TAAAA3’
cDNA 3 GGG T 5’

From Molecular Cell Biology, 5" ed, Lodish et al, 2004



Preparation of cDNA—Details 2**

[ | Protect cDNA by
methylation at EcoRl sites
CHj,

|
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T4 DNA L'Qase EcoRl linker vl | Ligate cDNA to restriction

[LIJGAATTC site linkers
CJCTTAAGLI

LJGAATTCLOOECCCC JAAAALCIGAATTCLE
CICTTAAGLIGGGGL ITTTTEC TTAAGE
@l Cleave with EcoRl
AATTC[Cleceeel JAAAALIG
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