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1. Reaction schene

Figure 1 Scheme of the DNA-adduct anal ysis.

After enzymatic hydrolysis of 10 pg DNA the nodified and
unnodi fi ed nucl eotides were chemcally derivatised with BODI PY?
FL EDA and analyzed by capillary electrophoresis and |aser-
i nduced fluorescence detection. The mninmm anmount of DNA to
determ ne the concentrations of dAWP, dGW, dTWMP, dCMP and 5-

Me-dCWP is 100 ng.
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2. Modification of the DNA-hydrolysis

Figure 2 Conparison of the new hydrolysis nmethod with the
st andar di sed procedure.

Conditions: 10 pg DNA were diluted with 5.2 pL water and
hydrolysed by incubation wth 4.0 pupL enzyne m xture
(m crococcal nucl ease, 150 mJul 2, and spl een
phosphodi esterase, 2.5 mJuL!) and 0.80 pL buffer (250 mM
sodi um succi nate (A or 250 nM HEPES (B), 100 nmM Cad ,, pH 6.0)
for 3 h at 37 °C. 1. control with water (no DNA); 2 and 3: 10
pHg CT-DNA were hydrolysed by A, 4 and 5: 10 pg dNWP (2.5 pg of
each nucleotide) were hydrolyzed by B; 6 and 7: 10 pg CT-DNA

were hydrol yzed by B.
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Table 1 Conparison of the new hydrolysis nmethod with the

st andar di sed procedure.

Hydr ol ysi s procedure Total radioactivity

[ cpni
2 CT-DNA; 250 nM sodi um succinate, pH 6.0 12804
3 CT-DNA; 250 nmM sodi um succi nate, pH 6.0 13879
4 3'-dNWPs; 250 nM HEPES, pH 6.0 11872
5 3'-dNWPs; 250 nM HEPES, pH 6.0 11833
6 CT-DNA;, 250 nM HEPES, pH 6.0 14500
7 CT-DNA; 250 nM HEPES, pH 6.0 13222




3. Synthesis and anal ysis of apurinic sites

Figure 3 Analysis of dGW after treatnent with water for 16 h.
10 pg dGW were incubated with 200 pL water, pH 5.6 for 16 h
at 37 °C, isolated by solid-phase extraction (eluted wth

met hanol ) and deri vati sed.
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Figure 4 Analysis of an oligonucleotide after treatnment with
HC for 16 h. 10 pg of an oligonucleotide were incubated with
5 yuL 30 pM HA for 16 h at 37 °C, isolated by solid-phase

extraction (eluted with nethanol), hydrol ysed and derivati sed.
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