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SUPPLEMENTARY TABLES

Supplemental Table 1. Detailed clinical data of reinfection subjects.

Sheet 1. Resolvers
Sheet 2. Chronics

Supplemental Table 2. Flow cytometry antibodies.

Panel #1 Identification of E2-specific memory B cells (MBCs)

Antigen Fluorophore Clone Catalog# Provider
CD3 V500 UCHT1 561416 BD Biosciences
CD14 V500 M5E2 561391 BD Biosciences
CD16 V500 3G8 561394 BD Biosciences
CD19 BUV496 SJ25C1 612938 BD Biosciences
CD20 BV785 2H7 302356 BioLegend
CD21 BUV737 B-ly4 612788 BD Biosciences
CD27 R718 M-T271 567678 BD Biosciences
CD38 BUV395 563811 HB7 BD Biosciences
CD56 BV510 NCAM16.2 563041 BD Biosciences
CD71 PerCP-Cy5.5 CY1G4 334114 BioLegend
IgM BB515 G20-127 564622 BD Biosciences

Panel #2 cTfh phenotyping

CD3 BUV496 UCHT1 612940 BD Biosciences
CD4 BV605 RPA-T4 562658 BD Biosciences
CD8 BUV395 RPA-T8 563795 BD Biosciences
CD45RA AF700 H1100 560673 BD Biosciences
CD183 (CXCR3) APC 1C6/CXCR3 550967 BD Biosciences
CD185 (CXCR5) | PerCP-Cy5.5 RF8B2 562781 BD Biosciences
CD196 (CCR6) BV786 11A9 563704 BD Biosciences
CD278 (ICQOS) PE DX29 557802 BD Biosciences
CD279 (PD1) BVv421 EH12.1 562516 BD Biosciences

FoxP3 PE-Cy7 PCH101 25-4776-42 eBioscience

Panel #3 AIM assay

CD3 BUV496 UCHT1 612940 BD Biosciences
CD4 BUV805 RPA-T4 742000 BD Biosciences
CD8 APC-H7 SK1 560179 BD Biosciences
CD14 V500 M5E2 561391 BD Biosciences
CD19 V500 HIB19 561121 BD Biosciences

CD45RA FITC HI1100 555488 BD Biosciences
CD69 APC FN50 560711 BD Biosciences

CD134 (OX40) PE-CF594 ACT35 563662 BD Biosciences
CD137 (4-1BB) R718 4B4-1 567086 BD Biosciences




CD154 (CD40L) BUV563 24-31 752854 BD Biosciences
CD183 (CXCR3) PE-Cy7 1C6/CXCR3 560831 BD Biosciences
CD185 (CXCR5) BV750 RF8B2 747111 BD Biosciences
CD194 (CCR4) BUV615 1G1 613000 BD Biosciences
CD196 (CCR6) BUV737 11A9 612780 BD Biosciences
CD197 (CCRY7) BV650 3D12 563407 BD Biosciences
PD-1 (CD279) BV711 EH12.1 564017 BD Biosciences
CD278 (ICOS) BUV661 DX29 741664 BD Biosciences




SUPPLEMENTARY FIGURES

8 100000-E . —i ® SR/SR
= 1 . - B SR/CI
[a1] - '
D 100007 @ = S .
5 Je_ 3& EFL %
£ 10004 'f = u L - 'I'
= 3 L "I u
= - ' ' o
3 le - [ )
e o W | o
2 100 o e
Z -1 ]
z ]
10 <\| T T T
@ (4]
&° @0& fb&\ Q‘QQ
& B N NE
’@\ 2 NG <&
Q¥

Supplemental Figure 1. Sustained HCV-specific T-cell responses in resolvers
compared to chronics during reinfection.

Frequencies of IFN-y spot-forming cell (SFC) per million PBMCs from SR/SR (n=12,
black) and SR/CI (n=8, red). Two-way repeated measure ANOVA with Tukey’s post-hoc
test.
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Supplemental Figure 2. Serial dilutions of plasma show differential binding to HCV
E2 and NS3 in resolvers and chronics during reinfection.

Longitudinal anti-H77-E2 (Gt 1a) (A), anti-J6-E2 (Gt 2a) (B) and anti-H77-NS3 (Gt 1a)
(C) 1gG responses in the plasma (four-fold dilutions) of SR/SR (n=14, in black) and SR/CI
(n=8, in red) measured by ELISA, and represented as OD450-570. Antigens are indicated
to the far left of each row, and time points at the top of each column. Each symbol
represents a single subject as indicated at the bottom legend.
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Supplemental Figure 3. Higher levels of plasma anti-HCV-E2 antibodies at early
acute reinfection in resolvers. Longitudinal anti-H77-E2 (Gt 1a), anti-J6-E2 (Gt 2a) and
anti-H77-NS3 (Gt 1a) 1gG responses in the plasma (at 1:1000 dilution) of SR/SR (A)
(n=14, in black) and SR/CI (B) (n=8, in red) measured by ELISA. (C) Combined data from
A and B, presenting the median with interquartile range for each group. Two-way repeated
measure ANOVA with Tukey’s post hoc test. *P < 0.05.
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Supplemental Figure 4. Frequency of E2-specific MBCs correlates with plasma anti-
HCV-E2 antibody levels at early acute reinfection.

Scatter plots for Spearman's rank correlation coefficient between E2-specific MBCs and
anti-H77-E2 (Gt 1a) (left) or anti-J6-E2 (Gt 2a) (right) in SR/SR (A) and SR/CI (B) at early
acute time points of reinfection. lines of best fit, the correlation coefficients (r-values) and
95% confidence interval are shown. *P < 0.05, **P < 0.01; ***P < 0.001.
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Supplemental Figure 5. Antibodies from resolvers show higher neutralization activity
at early acute reinfection as compared to chronics.

Longitudinal analysis of percentage neutralization by the plasma of SR/SR (black) and
SR/CI (red) against 7 HCV pseudoparticles from Tier 1: UKNP1.11.6 (Gt 1a) (A), Tier 2:
1al154 (Gt 1a) (B), Tier 3: UKNP4.2.2 (Gt 4a), 1a72 (Gt 1a) and 1b58 (Gt 1b) (C, D and E
respectively), and Tier 4: UKNP1.18.1 (Gt 1b) and UKNP3.1.2 (Gt 3a) (F and G). The
doted lines indicate 50% neutralization, and the dashed lines delineate the reinfection
episode. Two-way repeated measure ANOVA with Tukey’s post hoc test. *P < 0.05, **P <
0.01.
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Supplemental Figure 6. Neutralization breadth and potency correlate with anti-HCV-
E2 antibodies in resolvers but not chronics at early acute reinfection.

Scatter plots for Spearman's rank correlation coefficient of neutralization breadth (top) or
potency (bottom) with anti-H77-E2 (Gt 1a) or anti-J6-E2 (Gt 2a) in SR/SR (A and B,
respectively) and SR/CI (C and D, respectively) at early acute time points of reinfection.
lines of best fit, the correlation coefficients (r-values) and 95% confidence interval are
shown. NS (non-significant), **P < 0.01; ***P < 0.001.
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Supplemental Figure 7. Frequency of total activated cTfh cells correlates with plasma
levels of anti-HCV-E2 antibodies, frequency of E2-specific MBCs, and neutralization
breadth and potency in resolvers but not chronics at early acute reinfection.

(A - F) Scatter plots for Spearman’s rank correlation coefficient for total activated cTfh
with anti-E2 antibodies in SR/SR (A) and SR/CI (B), or with E2-specific MBCs in SR/SR
(C) and SR/CI (D) or with neutralization breadth and potency in SR/SR (E) and SR/CI (F)
at early acute time points of reinfection. lines of best fit, the correlation coefficients (r-
values) and 95% confidence interval are shown. NS (non-significant).
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Supplemental Figure 8. Frequency of activated cTfhl cells correlates with plasma
levels of anti-HCV-E2 antibodies and frequency of E2-specific MBCs in resolvers but
not chronics at early acute reinfection.
(A - D) Scatter plots for Spearman's rank correlation coefficient for activated cTfhl
(CXCR5"PD-1"ICOS" FoxP3"CXCR3"CCR6") with anti-E2 antibodies in SR/SR (A) and
SR/CI (B) or with E2-specific MBCs in SR/SR (C) and SR/CI (D). lines of best fit, the
correlation coefficients (r-values) and 95% confidence interval are shown. NS (non-

significant).



