— cxcrsicost B Gated on CD4* T cells 254
Gated on CD4" T cells Isotype Tresp Tresp & B cells

o0 o T " 18 269
1 104 Z
wn : .
=}
Q
o .

)
S

o
N

2628 551

Q

= Max (% of) =p >

0

%CXCRS5 ICOS* cells
P
S

o 102 10° 0 10% 10° 104 108 0 10! 10 [T

e PD-] === s CD45RA ==

[ T T AN

CXCRS

(12

Tresp Tresp &
B cells

C Gated on

CD19" B cells

Pearson r=-0.233 Pearson r=-0.364
R*=0.054 R?=0.132

D
P=n5. p=.ns T <

®

5]

=}

Q

—
n
2
—
i

Gated on CD4" T cells

= CXCR5'1£0S*

E
1
% & Isotype
2
~
3
=
I

—
(=
2
| |
n
|}
—
I
n
| ]

0

=

%CXCRSICOS" cells
n
| |
L]
/
%CXCRS'ICOS* cells
n
Il
./
| |

40 50 60 70 80 90 5 10 15 20

kS
% Naive B cells % Memory B cells 4
G
F Gated on CD19" B cells H
Naive B cells Day 0 Naive B cells Day 4 Naive T cells & Naive B cells 220
T 0 Plasmablastso ?: 207 pearson r=0.567 ?U)
n
o ! ?’n 15 R>=0.321 nan 2',) 15.
« ‘ 8 p<0.000 _* =} "
O w =10 " " < 104
s} +
. = E
Q
I =5 g 51
o 0’ 0w D27 o 10° 10 m'\ <0 | " ll [l . , Lg 0
4 0 3 0 15 & 1 31 s

% P1 1 iff iati
o Plasmablast Differentiation Naive T cells & Plasmablasts

Supplementary Figure 1. (A) Representative histogram plots showing PD-1 and CD45RA
expression on Tth cells ex vivo, numbers indicate MFI. (B) Purified responder T cells from
healthy individuals were stimulated + autologous B cells for 4 days with anti-CD3/CD28.
Representative flow cytometry plots and cumulative data showing the percentage of Tth cells
(n=6, meanxSE). (C) Correlation between the percentage of Tth cells and naive and memory B
cells from cultures described in Figure 1C. (D) Representative flow cytometry plot indicating
gating for plasmablasts based on CD27 and CD38 expression. (E) Representative histogram plots
showing PD-1 expression on Tth cells in vitro, numbers indicate MFI. (F) Representative flow
cytometry plot indicating plasmablast differentiation in cultures of naive B cells and naive T cells
stimulated with anti-CD3/CD28. (G) Correlation between Tth cells and plasmablasts in cultures
of naive B cells and naive T cells stimulated with anti-CD3/CD28 at day 4. (H) Plasmablasts
were cultured together with different ratios of naive T cells from the same healthy individuals and
the percentage of Tth cells was measured. Cumulative data from healthy individuals (n=7) are

shown (mean%SE). **p<0.001.
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Supplementary Figure 2. (A) Plasmablasts, naive and memory B cells from healthy
PBMC were stained for intracellular production of IL-6 after 4 hour stimulation with
PMA, ionomycin and Golgi Plug. Representative flow cytometry plots showing the
frequency of IL-6 secreting B cells. (B) Correlation between IL-6 concentration and
percentage of Tth cells in cultures from Figure 3B. (C) Naive T cells, from healthy
individuals (n=8), were stimulated with anti-CD3/CD28 for 6 days in the presence or
absence of 10ng/ml IL-21, IL-6 or a combination. Representative flow cytometry plots
showing the frequency of Tth cells with cytokines added as indicated. For cumulative

data see Figure 3C in main text.



