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Supplementary Tables contains: Supplementary Table S1:

Table S1. Inhibitory activity of T20, AP1, AP2 and AP3 on HIV-1 IIIB infection in

the presence or absence of sera from HIV-1-infected patients.

T20 AP1 AP2 AP3

CoOM e 12O gronge IS0 i, CoOM) e
N 44.1+10.9 1.0 111.5+29.0 1.0 45.8+10.5 1.0 26.2+10.2 1.0
HPS-1  128.1+20.5 2.9 87.4+54.8 0.8 24.3+10.2 0.5 17.7+4.3 0.7
HPS-2  134.0+44.9 3.0 70.1+44.9 0.6 30.3+4.2 0.7 5.1+0.7 0.2
HPS-3  157.2+22.0 3.6 164.8 £26.6 1.5 78.3+8.6 1.7 4.2+0.4 0.2
HPS-4 >200 >4.6 89.5 +20.6 0.8 35.1+2.3 0.8 2.0+0.6 0.1
HPS-5 >200 >4.6 68.5 £22.6 0.6 69.3+3.2 15 5.1+0.8 0.2

The samples were tested in triplicate, and the data were presented in mean + SD. T20 was included as a control.




Supplementary Table S2:

Table S2. N36-L6-AP1, N36-L6-AP2 and N45/AP3 diffraction data and refinement

statistics
Crystallographic data N36-L6-AP1 N36-L6-AP2 N45/AP3
drmin (A) 2.10(2.10-2.15)  1.90(1.90-1.93)  2.60(2.60-2.64)
Wavelength (A) 0.97937 1.5418 1.03317
Measured reflections 44242 64372 61523
Average redundancy 3.6 10.5 7.7
Mean I/ (1) 16.9 28.9 27.2
Completeness (%) 99.1(99.4) 100(100) 99.9(100)
Rimerge ° 0.082(0.505) 0.084(0.592) 0.122(0.382)
Refinement statistics

Bragg spacing (A) 2.11-31.03 1.90-31.78 2.57-37.98
Space group P2, R32 P63
Cell parameters

a(A) 36.62 36.19 44.40

b (A) 58.81 36.19 44.40

c(A) 51.44 286.00 227.90
Reflections in working set 10388 7025 7574
Reflections in test set 1140 787 340
Reryst” 0.2115 0.1961 0.2448
Riree - 0.2440 0.2324 0.2642
r.m.s.d. bonds (A) 0.006 0.019 0.004
r.m.s.d. angles (°) 0.838 1.561 0.471
Average B-factor (A?) 42.24 28.7 67.88
No. of waters 71 68 37

Values in parentheses indicate the corresponding statistics in the highest resolution shell.
# Rmerge = (Ii = <Ip|)/li|, where [; is the integrated intensity of a given reflection.

b Reryst = ([IFol — IFcll)/|IFol, where F, and F. denote observed and calculated structure factors, respectively.

© Riree is equivalent to Rerys;, but calculated using randomly chosen 10% reflections as the test set, which were

excluded from the refinement process.




N36-L6-C34 N36-L6-AP1 N36-L6-AP2 N45+AP3

Figure S1| AP1, AP2 and AP3 bind to NHR more closely than CHR. Cartoon
representations of NHR-CHR, N36-L6-AP1, N36-L6-AP2, and N45+AP3 crystal structure
are shown in a separate column. Colored identically, NHR is in grey, CHR in slate, AP1 in
forest, AP2 in split pea and AP3 in violet. The key residues are shown in stick

representation and are properly labeled.



N36-L6-AP1

N36-L6-C34

Figure S2| Surface-exposed residues of AP1, AP2 and AP3. NHR-CHR, N36-
L6-AP1, N36-L6-AP2, and N45+AP3 are all shown in cartoon representations.
Colored identically, NHR is in grey, CHR in slate, AP1 in forest, AP2 in split pea
and AP3 in violet. Key residues are shown in stick representation and are
properly labeled. Hydrogen bonds are shown in dark grey dashed lines.



Figure S3| Different structural characteristics of AP2 and AP3. AP2 and
AP3 are shown in ribbon. Colored identically, AP2 is in split pea, and AP3 is in
violet. The interaction residues are shown in stick representation and are
properly labeled in separate colors. Salt bridges are shown in dark grey dashed
lines, and the unit of bond distance is angstrom.
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Figure S4| Masses of T20 (a), AP1 (b) are determined by MALDI-TOF-MS. The X axis
represents m/z, Y axis represents intensity.
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Figure S5| Masses of AP2 (a), AP3 (b) are determined by MALDI-TOF-MS. The X

axis represents m/z, Y axis represents intensity.





