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Suppl. Fig. 1. Chemical structures of the capture reagents used in this study.
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Suppl. Fig. 2. (A) Heatmap indicating mass spectrometry intensities across all three concentrations after
subtracting bias terms (e.g. replicate bias and intercept). Red colour indicates higher intensity compared to mean
across row. (B) Scatter plot of the value relationship with concentration effect coefficient of the TMTsixplex labelling

experiment following LIMMA statistical analysis. Entries in the updated (unpublished) version of the ADPriboDB
are highlighted in bold.
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Suppl. Fig. 5. Full-length gels and blot used in Figure 1.
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Suppl. Fig. 6. Representative MS/MS spectra of modified peptides. Affinity enriched ADP-ribosylated peptides
were treated with hydroxylamine to hydrolyse the PARYylation to size-reduced, MS-compatible adducts at the
modification sites with a characteristic mass signature of +15.0109 Da (the mass of NH). The ADP-ribosylated
sites in the tryptic peptide sequence (below each spectrum) are indicated using “NH”.
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Suppl. Fig. 7. 2YnAd labelling in MCF-7, HEK-293T and MDA-MB-231 cell lines. Lane 1 (0.5 mM) and lane 2
(0.25 mM) probe.
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Supplementary Table 1
Design matrix for 2YnAD/6YnAD dataset

Headers Design matrix
Reporter | Replicate Conce::l\rlla tion Cofactor | Intercept ;:t&(r::)f[asdz‘;:; (I:ig'taz np::)i‘g)(nComn::)n tr
- Ad] )T.2] -
0 1 1 6YnAd 1 -1 0 0
2 1 6YnAd 1 -1 1 0
1 1 0.5 6YnAd 1 -1 0 -0.693147
2 0.5 6YnAd 1 -1 1 -0.693147
2 1 0.25 6YnAd 1 -1 0 -1.386294
2 0.25 6YnAd 1 -1 1 -1.386294
3 1 1 2YnAd 1 1 0 0
2 1 2YnAd 1 1 1 0
4 1 0.5 2YnAd 1 1 0 -0.693147
2 0.5 2YnAd 1 1 1 -0.693147
5 1 0.25 2YnAd 1 1 0 -1.386294
2 0.25 2YnAd 1 1 1 -1.386294
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Supplementary Table 2

Design matrix for PARP inhibitor dataset.

Headers Design matrix
Con
. cen N !nhlb Inhibit C(In.hlblto C(Inhibi C(Repli | C(Repl
Repo | Repli | trat | Inhibit | itor_ r_binary, | tor_ad . Interc
. . or_ad cate)[T | icate)[
rter | cate | ion | or binar contrast)[ | ded)[T. ept
ded 2] T.3]
_u Yy custom0] | True]
M
0 1 | 25 | Oapari ) Olap | Lo 1 1 0 0 1
b arib
2 | 5 | Oawari | Olap | o0 1 1 1 0 1
b arib
3 | 5 | Olawari | Olap | o0 1 1 0 1 1
b arib
4 1 0 0|a£)ar| NA | FALSE 0 0 0 0 1
Olapari
2 0 b NA FALSE 0 0 1 0 1
Olapari
3 0 b NA FALSE 0 0 0 1 1
> 1 | 25 | Rucapa | Ruca | o0 1 1 0 0 1
rib parib
2 | o5 |Rucapa ) Ruca | o0 1 1 1 0 1
rib parib
3 | 25 |Rucapa ) Ruca | o, 1 1 0 1 1
rib parib
9 Rucapa
1 0 rib NA FALSE 0 0 0 0 1
2 | o R“rcizpa NA | FALSE 0 0 1 0 1
3 | o Rurcizpa NA | FALSE 0 0 0 1 1
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