Supplementary Files

A ~ lymphocyte ~ CD3 Tcells CD21-CD3-cells
3 &8 |;
CD3 CD4 CDs8
B Ngn-lymphocyte | MHCII*CD163* MHCII-CD163-
: : 4 o
Q o) al”
a o o

FSC-A

CD163 CD172 CD163

Figure S1. Gating strategy of lymphocyte subsets, monocytes/macrophages and neutrophils in flow
cytometry analysis. (A) CD21* B cells are gated on lymphocytes. T cell subsets (CD4 T, CD8 T, CD4*CD8*
T) are gated on CD3* T lymphocytes. NK cells (CD3-CD8a*) are gated on CD21-CD3-CD8a* lymphocytes.

(B) Macrophages (MHCII*CD163*CD172a") are gated on leukocytes excluding lymphocytes. Neutrophils
(MHCII-CD163-CD172*) are gated on MHCII-CD163-CD172*leukocytes excluding lymphocytes.
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Figure S2 Representative zebra-plots of CD69* lymphocyte subsets after ASFV infection.

Healthy piglets were infected or uninfected with ASFV HLJ/18 strain by intramuscular injection.
Peripheral blood, spleens and submandibular lymph nodes were collected on day 5 after infection and
single cell suspension was prepared and stained with antibody cocktail (anti-pig CD69, CD21, CD3, CDS,
CD4 and ydTCR). Pig CD69 expression on distinct lymphocyte subsets from PBMCs (A), spleen (B) and
submandibular lymph node (sLN) (C) of uninfected and infected piglets were examined by flow
cytometry. NK cells (CD3-CD8a*) were gated on CD21-CD3-CD8a*lymphocytes. B cells (CD21*) and v T
cells (TCRyd*) were gated on lymphocytes. T cell subsets (CD8 T, CD4 T, CD4*CD8*T) were gated on CD3*
lymphocytes.



