Supplemental Figure 1. ITC measurements of the interaction between acetylated histone ligands
and mutant ATAD2B bromodomain proteins. (A-O) Exothermic ITC enthalpy plots for the binding of
mutant ATAD2B bromodomain proteins to histone peptide ligands that are unmodified, mono- or di-
acetylated. The calculated binding constants are indicated.
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Supplemental Figure 2. Sequence alignment of the ATAD2 and ATAD2B bromodomains. Sequence
alignment of the ATAD2 and ATAD2B bromodomain proteins corresponding to the amino acids in our
ATAD2B bromodomain structure (residues 953-1085). Residues colored magenta are involved in
hydrogen bonding to compound 38 for the ATAD2B bromodomain, and compound 42 for the ATAD2
bromodomain. Residues colored green are hydrophobic contacts. Residues that were mutated in this study
are marked with a red vertical line. Sequence alignment was performed using the T-Coffee software [48].

962 972 982 99.2
ATAD2B 953 EDQEENTLRELRLFLRDVTKRLATDKRFNIFSKPgIIEEVSDiLEVI 999
ATAD2 979 EEQEEDTFRELRIFLRNVTHRLAIDKRFRVFTKPVBPDEVPDEVTVI 1025
Kokkkghgkhhkghkk sk shkh *kkk _ shkgkhhkk k% k%
1009 1019 1029 039
ATAD2B 1000 KEPMDLSTViTKIDKHNYL%AKDFLKDIDiICSNALEzifDKDP K 1046
ATAD2 1026 KQPMDLSSVISKIDLHKYLTVKDYLRDIDLICSNALE PDRDP R 1072
Kokhhkhkghkhskhhk Kakkh *hkskohkhhhkhhrkhhrhhkhhkshrkhkg
1056 1066 1076
ATAD2B 1047 IIRHIiCTLKDTAHAIIAAELDPEFNKLCEEIKEARIKR 1085
ATAD2 1073 LIRHRACALRDTAYAITKEELDEDFEQLCEEIQESRKKR 1111
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