Supplementary Table

Suppl. Table 1: Polarization and priming of macrophages with the various TLR agonists did not
affect the cell-surface expression of CD4 and CCR5 (mean fluorescence intensity, n=6)

MDM M1 M2 polyl:C LPS flagellin 3M-002

CDh4 4.8+0.9 4.2+0.9 4.8+0.9 4.5+0.9 4.5+1.2 4.6+1.2 4.5+0.8
CCR5 22.249. 23.6+6.6  22.2+10.3  20.418.2 17.24¢5.8 24.5%+13.4 19.619.8




Supplementary Figures

Suppl. Fig. 1:
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Suppl. Fig. 1: M1 polarization and triggering TLR2, 3, 4 and 8 rendered MDMs poorly permissive
to HIV infection. Here we present the p24 Ag levels from day 7 after HIV infection of the
experiment in Fig. 1B. In Fig. 1B, we presented the AUC of the p24 Ag over time of the individual
experiment normalized to the untreated HVI-infected control.
experimental design, see legend to Fig. 1. Statistical analysis was done using paired T-test with
two-tailed p-value. Pam2CSK4 triggers TLR2, Polyl:C TLR3, LPS TLR4 , flagellin TLR5, 3M-001
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Suppl. Fig. 2:
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Suppl. Fig. 2: TLR triggering reinforces the low permissiveness of polarized macrophages. The
effects of TLR agonists on HIV inhibition were compared in matched specimens with and
without polarization. Macrophages were treated as described in Fig. 1 with the indicated TLR
agonists (for acronyms, see Suppl. Fig. 1) and infected with YU-2. Statistics used paired T-test
with two-tailed p-value.



Suppl. Fig.3:

Suppl. Fig. 3: Macrophages lost no viability for 7 days when cultured with the distinct TLR
agonists as indicated.



Suppl. Fig. 4:
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Suppl. Fig. 4: M1-polarized macrophages had increased reactivity in response to LPS or 3M-001
(TLR7 agonist). Polarized macrophages were exposed to either LPS (A) or 3M-001 (B) for 24
hours. Supernatants were then harvested and analyzed for TNF-a; (for abbreviations, see Fig. 1).
Statistics done using paired T-test with two-tailed p-value.



Suppl. Fig. 5:
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Suppl. Fig. 5: M1- and M2-polarized macrophages and MDMs treated for 10 hours with polyl:C,
LPS, flagellin, 3M-001 or 3M-002 were subjected to gene profiling with the “Toll-Like Receptor
Signaling Pathway PCR Array” from SABiosciences Qiagen. (For MDM primed by either
Pam2CSK4, LPS, flagellin, 3M-002 and M1- and M2-polarized macrophages n=2 (D1=donor 1;
D2=donor 2), for MDMs primed by either polyl:C or 3M-001 n=1. M1 and M2 indicate M1- and
M2-polarized macrophages, respectively). Heat maps were done using R/Bioconductor package
gplots. The values are given in log2-ratios (i.e., -1 corresponds to a twofold down-regulation, 0
means constant expression and 1 corresponds to twofold up-regulation) (for abbreviations, see
Fig. 1).



Suppl. Fig. 6

<

w - ]

anl piy o EaERELE g
ZZwp)

o -

On gp g og Feer

vidd
H
H
- -e
L
{anl gy oy F
[EETT
.

(NN gy o) PRI gy
ogeqody

000 U IFN-ax

+

4000 U IFN-«x

+

1000 U IFM-a

+

1000 U IFN-cx

nAb to IFN-aR

+

nab to IFN-aR

+

nAb toIFN-aR

+

néb to IFN-aR

Oy

&

[
=

Wi g o eI gy

LOHWYS

16

2
WO =g oy (PHEIN
IS E]

L3

W) pgy

-

L) ¥

£

WOl g oy PRRINGIS gy

asg

1y

= - -

o

WO 2 g gy PR g

DegUIL

1000 U IFN-a

1000 U IFN-a

1000 U IFN-a

1000 UIFN-a

nAb to IFN-aR

nAb to IFN-aR

nAb o IFN-aR

nAb to IFN-aR

—
21]

INERAN

20

& [

-
= e

WOV gy 0y PHERUEE)
Vidd

-

E ] 3

mow ANW 01 paren ::—_!z
preay

E []

W0 gy oy PHERUEE g
oEveqody

Palyl:C

+

Polyl:C

Polyl:C

Polyl:C

nAb to IFN-aR

nAb to IFN-aR

nAb to IFN-aR

nAb to IFN-aR

£ £ = &
imani ANK &) _.‘az?:n-_mzi
HOHAYS
g L
_..En!_‘_qng 0 __v:-__==..=_wzz
HII
g z 7
WO pgay o PaIRInLS g
zig
-
E 2 a8 ® -

oW ED T fpaeinums) ET I
meguR |

Palyl:C

Palyl:C

Polyl:C

Paolyl:C

nAb to IFN-aR

nAb to IFN-aR

nAbL to IFN-aR

nADb 1o IFN-aR



Suppl. Fig. 6: The antibody to IFN-aR (from Alexis #PBL21385) was highly efficient in blocking
the IFN pathway. MDMs were pre-treated with the neutralizing antibody to IFN-aR at a
concentration of 2 pg/ml for 2 hours followed by adding either 100 U/ml of IFN type 1
(Universal type 1 IFN, PBL, product number 11200-1, PBL Interferon Source, Piscataway, NJ
08854 USA) (A) or Polyl:C (B) and thus resulting in a final concentration of the neutralizing
antibody to IFN-aR of 1 pg/ml. Controls were handled identically but without pretreatment with
the neutralizing antibody to IFN-aR. 24 hours later MDMs were harvested for quantifying the
ISGs IFIT1 and RSAD2 (A) or the various HIV restriction factors (B). All values were expressed as a
ratio between stimulated and unstimulated MDMs.
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