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Figure S1 Comparison of binding mode of SP600125, 4-anilinoquinazoline compounds, and
pyrazolopyrimidine compounds between ePKs (two left panels) and APH(3’)-1a (right panels).

A) Structures of SP600125 complexes. B) Structures of 4-anilinoquinazoline inhibitor complexes. C)
Structures of C3-derivatized PP inhibitor complexes. For each of the three inhibitor classes, structures
shown are representative of all complexes found in search of PDB in that the inhibitor is bound in the
same orientation and interactions between the inhibitor and the hinge region of the ePKs are conserved

within the inhibitor class.
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Figure S2 Growth of E. coli expressing aphA1I in the presence of PP1, PP2, AG 1478 and SP600125.

A) Growth curves of E. coli AtolC AbamB containing pET22-aphA1 grown in the presence of PP1 alone
(64 uM; light blue triangles), PP1 (64 uM) in combination with kanamycin A at % MIC (dark blue
triangles), PP2 alone (64 uM; tan diamonds) and PP2 (64 uM) in combination with kanamycin A at 4
MIC (brown diamonds). B) Growth curves of E. coli AtolC AbamB containing pET22-aph(3°)-Ia grown
in the presence of Tyrphostin AG 1478 alone (64 uM, light blue triangles), Tyrphostin AG 1478 (64 uM)
in combination with kanamycin A at /4 MIC (dark blue triangles), SP600125 alone (64 uM; tan
diamonds), and SP600125 (64 uM) in combination with kanamycin A at 4 MIC (brown diamonds). For
both plots is shown are normal growth control (black squares) and kanamycin A at 4 MIC control (green
squares). Inset: corresponding ARF values for compounds.
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Figure S3 Growth of E. coli expressing aminoglycoside acetyltransferase aac(3)-1a in the presence
of pyrazolopyrimidines

A) Growth curves of E. coli AtolC AbamB containing pGDP4-aac(3)-Ia grown in the presence of 1-NA-
PP1 alone (64 uM; light blue triangles), 1-NA-PP1 (64 uM) in combination with gentamicin at %4 MIC
(dark blue triangles), 1-NM-PP1 alone (32 uM; pink diamonds) and PP2 (64 uM) in combination with
gentamicin at /4 MIC (red diamonds). B) Growth curves of E. coli AtolC AbamB containing pGDP4-
aac(3)-la grown in the presence of PP1 alone (64 uM, light teal triangles), PP1 (64 uM) in combination
with gentamicin at ¥4 MIC (dark teal triangles), PP2 alone (64 pM; tan diamonds), and PP2 (64 uM) in
combination with gentamicin at %4 MIC (brown diamonds). For both plots also shown is normal growth
control (black squares) and in the presence of gentamicin at 2 MIC control (green squares).
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Figure S4 Growth of wildtype E. coli expressing aphA1I in the presence of pyrazolopyrimidines

A) Growth curves of wildtype E. coli containing pET22-aphAI grown in the presence of 1-NA-PP1 alone
(64 uM; light blue triangles), 1-NA-PP1 (64 uM) in combination with kanamycin A at ¥4 MIC (dark blue
triangles), 1-NM-PP1 alone (32 uM; pink diamonds) and PP2 (64 uM) in combination with kanamycin A
at ¥4 MIC (red diamonds). B) Growth curves of E. coli containing pET22-aphAl grown in the presence
of PP1 alone (64 uM, light teal triangles), PP1 (64 uM) and in combination with kanamycin A at ¥4 MIC
(dark teal triangles), PP2 alone (64 pM; tan diamonds), and PP2 (64 uM) in combination with kanamycin
A at % MIC (brown diamonds). For both plots also shown is normal growth control (black squares) and in
the presence of kanamycin A at /4 MIC control (green squares).



