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Supplementary figure 1. Western Blot analysis and size distribution of
proteoliposomes before and after reconstitution in water. Western Blot
analysis (up) of Gp41-MinTT, lipids and detergent mixture before dialysis (Bd),
proteoliposome after dialysis (Ad) as well as 1 and 2 fractions of purified
proteoliposomes before (A) and after (B) reconstitution. Below, size
distribution of purified proteoliposomes before (A) and after (B) reconstitution.
Z average in white and band width in grey. Proteoliposome mean
polydispersion was 0,25 for A and 0,17 for B. Values are mean +/- SD of 6
independent preparations.
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Supplementary figure 2. Characterization of gp41-MinTT protein orientation
within proteoliposomes. Determination of histidine tag (6xHis) exposure within
proteoliposomes. Representative sandwich ELISA experiment of gp4l-MinTT as
soluble protein (squares), proteoliposomes (face up triangles) and proteoliposomes
treated with 0.5% of Tween-20 detergent (face down triangles). ELISA plates were
coated with 100 ul of 2F5 antibody (1ug/mL) and after blocking, 100 ul/well of each
sample containing 200 ng/mL of gp41-MinTT was added. Serial-diluted
concentrations of mouse monoclonal antibody HIS.H8 (catalog number MA1-21315)
was used to determine the level of exposure of the histidine tag. Read out was
performed by an (HRP)-conjugated F(ab), Goat anti-mouse 1gG Fc specific antibody
(Jackson Immunoresearch).
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Supplementary figure 3. Individual contribution of PS and GM3 to gp4l-MinTT
immunogenicity. Gp41l-Min specific 1gG titers of immunized animals with liposomes
containing only structural components (POPC with or without CHOL and SM) or adding GM3,

PS or both are displayed.
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Supplementary figure 4. Neutralizing activity of sera from immunized animals. The ability
of sera obtained at sacrifice was assessed in TZM-bl assays against the HIV-1 isolates NL4-3
and BaL at a single 1/100 dilution. The neutralizing activity is shown for the different groups of

immunized animals



SUPPLEMENTARY FIGURE 5

MPER
107 r=03208
£ _
Soal " 0.003 . .
A
a
006
2 .
504 . .
£
=1
ﬁ 0.2 - o . % .
o [ ] -
=0.04 T T 1
0 20 40 60
NL4.3 Neutralization (%)
z OLP #164
w87 r=o0s4
2 p=ns
o
gﬂ.ﬁ
S04 *
£ L]
=
= . . a
cozg o .,
% N, . e *
© 0.0 * - \

? T
20 40 60
NL4.3 Neutralization (%)

o

OLP #162

[ind
o

r=0.0009
p=ns

OLP#162 binding (OD 492 nm)
5 5 b B

NL4.3 Neutralization (%)

OLP #165

bl
'S
1

r=0.3019
p=0014 .

)

P

erb
.
.
.

| ]

.

vl
ha
h

o
o
L]
*
.

p
L

OLP#165 binding (OD 492 nm)

+
»
.

20 40
NL4.3 Neutralization (%)

60

z OLP #163
a5 r=-0004
2 p=ns
[a]
*
S0
=]
£
=
£
=
=05 .
©
E . P
E;uu olpe oe " » [
0 20 40 60

NL4.3 Neutralization (%)

z OLP #166

037 r=0224 .

2 p=0.07

8'III 2 l ¢

e . . .

£ [ ]

2 A

D014 "%

E D. o® - [ ]

Sood2 LR y )
0 20 40 60

NL4.3 Neutralization (%)

Supplementary figure 5. Correlation (Spearman test) of OLP peptide binding ELISA data with
neutralization activity of immunized animal sera. Values were determined as described in
Methods section of the manuscript
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Supplementary figure 6. Root-mean-square deviation of atomic positions (RMSD) during
molecular dynamics of the gp41-Min protein embebbed in a POPC bilayer (A) and complex
bilayer (B).



