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dG*TP analogue (Final conc. 20 pM)

@ optimized 1-mer extension
reaction premix (20 L)

18-mer (250 ng)
CTTCCTTAAGTAGTCGTAC-5 Akxas48
5-AAAGGGAGAGGAAAGAAACGAAGGAATTCATCAGCATG-3"
AP site-38-mer template (500 ng)

A=AP site

=
Klenow fragment, exo (Takara Bio Inc)
Primer extension was blocked 10 units
prior to AP site 25°C, 45 min

dG*-20-mer
G*CTTCCTTAAGTAGTCG TAC-5'Mexasss
5'-AAAGGGAGAGGAAAGAAACGAAGGAATTCATCAGCATG-3"

lDenaturing PAGE purification

Optimization of 1-mer i ion for dG*-20. prep
4G TP 4G TP 4G TP
CCTT-5Mea PG g CTT-5hea
5 AGCGAA---] S'CGAA—T 5'—AACGAA—T
38-mer femplate 20-mer template AP-sile 38-mes tamplate
B-CIAGTP 8-CLIGTP 8CLIGTP  M-Me-dGTP GoTP
20.mar — - —— — - — - - - - - -
REE - — - - -
0 1 5 10 o1 5 10 01 510 01 510 01 & 10
[Units of Klenow]

1-mer extended preducts (20-mer) were efficiently obtained on AP-site 38-mer
template when 8-CI-dGTP, A-Me-dGTF, and GeTP were used in the premix of the 1-mer

G*CTTCCTTAAGTAGTCGTAC-5
dG*-20-mer (0.1 - 1 pg)
@ optimized Nigation reaction premix (50 plL)
5' phosphorylated 18-mer (2 pg)
F-TTTCCCTCTCCTTTCTTC-S

5-AGGAAAGAAGCGAAGGAATTCATC-3"
24-mer template (3 pg)

=

T4 DMA ligase (Takara Bio Inc)
1400 units
4°C,18h

3-TTTCCCTCTCCTTTCTTCG ' CTTCCTTAAGTAGTCGTAC-5'Alexatss
5'-AGGAAAGAAGCGAAGGAATTCATC-3'

lDenaluring PAGE purification

3-TTTCCCTCTCCTTTCTTCG ' CTTCCTTAAGTAGTCGTAC 5" lemates
dG*-38-mer
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Optimization of li

for dG*-38-mer preparation

_— e, | 33-mer

dG*-modified 20-mer (0.1 ~ 1 pg)
was put into the optimized ligation
premix  which contains  5'-
phosphorylated 18-mer (2 pg), 24-
mer template (3 pg), and T4 DNA
ligase (1400 units).

8-Cl-dG, N*-Me-dG, or Ge-modified
20-mer was almost completely
ligated to 5'-phosphorirated 18-mer,
& 'esulting in the formation of the
q_b A 4",‘, 2, modified 38-mers.
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