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Supplemental Figure 1: Failure of ICS assay to detect antigen specific GC Tth cells.

CXCR5" PD1™ GC Tth cells were gated. IL2 expression by GC Tth cells in an ICS assay of spleen cells.
Cells incubated with no exogenous antigen added are marked by "—". Alternatively, cells were incubated
with a pool of overlapping, consensus clade C Env peptides (Env peptide) or SEB. Data are representative

of 8 immunized RM.



A Human Tonsil, CXCR5* Tfh.
— 6hr SEB 12hr SEB

18hr SEB 24hr SEB

— > PD-L1

B Human Tonsil, CXCR5 e ector CD4 T cells.
— 6hr SEB 12hr SEB

18hr SEB 24hr SEB

0.36 | 1 0.20 | 1 29

3.9

44

————————> PD-L1
1 .
E A .
3

C  Human PBMC, CXCR5* Tfh.
— 6hr SEB 12hr SEB

18hr SEB 24hr SEB

> CD25

= 0.05 | 1 035
o

\ T ]
‘ T T e Ty e

D Human PBMC, CXCR5 e ector CD4T cells.
— 6hr SEB 12hr SEB

18hr SEB 24hr SEB

> (D25

0.02 |1 0.23

PD-L1

10 1

13

e
>

Supplemental Figure 2: Kinetics of PD-LL1 and CD25 expression following SEB stimulation in

human tonsil and PBMC.

Kinetics of PD-L1 and CD25 surface expression on human tonsil CXCR5" Tth (A) and CXCRS5" effector
CD4 T cells (B), and human PBMC CXCR5" Tfh (C) and CXCRS effector CD4 T cells (D), following

stimulation with SEB over the course of 24 hours.
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detection of immunogen-specific CD4 T cells in blood.

304
<
= °
O
[©)
Qo 204
S ®e
@
a
@
$ 101 °
S .
< °
°
o
2 olege ©
ICS AIM
D
3.
%) o
=
@ °
3 2
5 o
‘06 [ ]
o
S
G —e—
) o
-
o oo o e®
R gl Teaee® :
No Stim  BG505

assay by total CD4 T cells from macaque PBMC one week post 4" immunization.

Supplemental Figure 3: Failure of ICS assay to detect antigen-specific GC Tth cells and AIM

Failure of ICS assay to detect antigen-specific GC Tth cells (A and B). A. Expression of CD40L and
IFNY in an ICS assay by PD1"CXCR5" GC Tfh cells. B. Raw quantitation of antigen-specific GC Tfh
cells by ICS (TNF'CD40L" n=3) and AIM (CD25'0X40" n=8) assays. These are the same data shown in
Figure 4B, but without the background subtracted. AIM detection of immunogen-specific CD4 T cells in
blood (C and D). C. BG505 Env-specific responses detected with the AIM assay among total CD4 T cells
from PBMC of immunized animals. PBMC from a pre-immunization time point and 1 week post the 4™

immunization time point are shown. D. Raw frequency of BG505 Env-specific responses in the AIM



