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Figure S1 The positive m/z ion profile for PRypr (molecular mass of 10852
Da) obtained by MS in scan mode

PRuor Was injected as a 10 M solution in 150 mM ammonium acetate buffer at a flow rate of
0.35ml - min~" and the effluent was combined (using a mixing tee) with a acetonitrile/TFA/FA
mixture at a flow rate of 0.4 ml - min~".

Figure S2  Structure of PR active-site inhibitor JE-2147
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Figure S3  Size-exclusion chromatography of PRypg without or with JE-2147

PRyor (1 4M) was incubated for 16 h at 37 °C in 150 mM ammonium acetate buffer containing 100 z.g-mI~" BSA in the absence of JE-2147 (A) or in the presence of 0.5 ..M JE-2147 (B), a potent
active-site inhibitor of PRypr. Samples (8 1) were separated by size-exclusion chromatography, and PR elution was detected by fluorescence (top panels) or MS in SIM mode for the PRypg-Specific
ion (m/z 1086, 10*) (middle panels) and for the elution of JE-2147 (bottom panels). The m/z (1) monitored for JE-2147 was 577. In the top panels, the y-axis is expanded to clearly show the
peaks for PRypr. The first two peaks detected by fluorescence correspond to BSA as indicated in the Figure. The BSA monomer (BSAy) is off scale (66000 Da) and the minor leading peak is BSA
dimer (BSAy) (132000 Da) (top panels). In the absence or the presence of the inhibitor, PRypg eluted at 10.7 and 10.8 min for fluorescence and MS respectively. JE-2147 eluted at 10.8 min. Rel Ab,
relative ion abundance; RFU, relative fluorescence units.
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Figure S5 Time course for the formation of PR monomer in the absence or

Figure S4 Plot of peak elution time versus PR concentration for PRy, (®) presence of P27

and PRy (H) PRuor (1 M) was incubated for 16 hat 37 °C in 150 mM ammonium acetate buffer containing
100 19 - mi~" BSA in the absence (@) or presence (M) of 50 M P27 and then 8 .l of each
PR was analysed by size-exclusion chromatography each hour from 2—12 h and the percentage
of monomer present was determined.

PRki-git Was treated with thioltransferase and reduced glutathione to remove the glutathione
moiety and create PRyya.
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Inhibition of HIV-1 protease dimerization
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Figure S6 Structure of PR dimerization inhibitor (compound 10)
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Figure S7 Dose-dependent conversion of PRypz dimer to monomer by

compound 10

PRwor (1 M) was untreated (control) or treated with 1, 2.5, 5 and 10 M compound 10
(Cpd 10) or vehicle control (1% DMSO final concentration) and incubated overnight (16 h)
at 37°C and then analysed by size-exclusion chromatography. The PRypg-specific ion (m/z
1086, 10*) was detected by MS and the elution profiles are shown normalized to full scale for
comparison. Except for the untreated control, all of the samples contained a final concentration
of 1% DMSO. The peak elution time for the dimeric PR was 11.0 min and for the monomeric PR
was 11.6 min. The total PRy areas obtained by MS were 5.42 x 108, 4.97 x 105, 3.01 x 108,
1.96 x 10°,1.64 x 108 and 1.06 x 10 for the untreated control, 0 (1% DMSO0), 1, 2.5, 5 and
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10 M compound 10 respectively.
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