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Figure S1. Hobit is restricted to the TRM lineage and Blimp-1 is widely expressed in an�gen-experienced CD8+ T cells. 
(A) Representa�ve flow cytometry plot shows CD62L and CD69 expression which iden�fies TCM (CD62L+ CD69–), TEM 
(CD62L– CD69–) and TRM (CD62L– CD69+) cells, as indicated. (B) Expression (cpm) of Prdm1 encoding Blimp-1 was deter-
mined in naïve and Listeria-OVA-specific memory CD8+ T cells by RNA sequencing. (C) Representa�ve flow cytometry plot 
shows KLRG1 and CD127 expression to iden�fy SLECs (KLRG1+ CD127–) and MPECs (KLRG1– CD127+) in the spleen of 
HobittdTomato/WT x Blimp-1GFP/WT mice. (D) Representa�ve histogram shows expression of Blimp-1 (GFP) in the indicated cell 
subsets. (E) The geo MFI of GFP expression was quan�fied in SLECs and MPECs. (F) Representa�ve flow cytometry plot 
displays the ga�ng of tdTomato+ and tdTomato– virus-specific CD8+ T cells at day 8 a�er LCMV infec�on. (G) Expression 
(cpm) of Prdm1 in naïve and tdTomato+ and tdTomato– LCMV-specific effector CD8+ T cells isolated at day 8 p.i. was deter-
mined by RNA sequencing. Symbols represent individual mice. Error bars represent mean ± SEM. Do�ed lines connect 
paired samples. (A) Representa�ve data of one (n=4) out of two independent experiments. (B, G) Data from one experi-
ment (n = 3 pooled samples). (C-F) Combined data from two independent experiments (n=6). 
Paired t test. **P < 0.01.
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Figure S3. Contribu�on of different cell compartments in mixed bone marrow (BM) chimeras. (A, B) Representa�ve flow 
cytometry plots display CD45.1 and CD45.2 to iden�fy the contribu�on of WT (CD45.1+) and HobitWT/CRE (CD45.2+) or Hobit-
KO/CRE x Blimp-1flox/flox (CD45.2+) compartments to the (A) pre-transfer BM cell mix and (B) to the total CD8+ T cell frac�on in the 
blood of chimeric mice 60 days a�er recons�tu�on and just prior to infec�on with LCMV. (C) The contribu�on of WT and trans-
genic CD8+ T cells to the total CD8+ T cell frac�on was quan�fied. Representa�ve data of one (n=3-4) out of two independent 
experiments.
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Figure S4. Hobit+ effector CD8+ T cells are enriched for an MPEC phenotype. (A) Representa�ve flow cytometry plots show 
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grams display the expression of tdTomato within MPECs (KLRG1– CD127+) and SLECs (KLRG1+ CD127–). (C) The percentage of 
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Figure S5. Hobit and Blimp-1 coopera�vely instruct upregula�on of CD69 on TRM precursors. (A-D) Representa�ve histo-
grams display CD69 expression in (A) tdTomato+ and (C) tdTomato– virus-specific CD8+ T cells isolated from the kidney of 
HobitWT/CRE, HobitKO/CRE, HobitWT/CRE x Blimp-1flox/flox and HobitKO/CRE x Blimp-1flox/flox mice at day 8 a�er LCMV infec�on. The percent-
age of CD69 expression was quan�fied in (B) tdTomato+ and (D) tdTomato– virus-specific CD8+ T cells. (E-G) Representa�ve 
histograms display expression of (E) CD103, (F) CD49a and (G) CXCR6 on tdTomato+ virus-specific CD8+ T cells isolated from 
the SI IEL of HobitWT/CRE, HobitKO/CRE, HobitWT/CRE x Blimp-1flox/flox and HobitKO/CRE x Blimp-1flox/flox mice at day 8 p.i. Control sample 
gated on CD62L+ T cells from the spleen. (H-J) The percentage of (H) CD103, (I) CD49a and (J) CXCR6 expression was quan�fied 
in tdTomato+ virus-specific CD8+ T cells of HobitWT/CRE, HobitKO/CRE, HobitWT/CRE x Blimp-1flox/flox and HobitKO/CRE x Blimp-1flox/flox mice. 
Symbols represent individual mice. Error bars represent mean ± SEM. (A-J) Combined data from two independent experi-
ments (n=4). One-way ANOVA. *P < 0.05; **P < 0.01.
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Figure S6. Hobit and Blimp-1 promote CD69 expression on TRM precursors in mixed bone marrow (BM) chimeras. Represen-
ta�ve flow cytometry plots display CD45.1 and CD45.2 expression to iden�fy the contribu�on of HobitWT/CRE (CD45.1+) and 
HobitKO/CRE x Blimp-1flox/flox (CD45.2+) compartments to the (A) pre-transfer BM cell mix and (B) to the total CD8+ T cell frac�on 
in the blood of chimeric mice 60 days a�er recons�tu�on and just prior to infec�on with LCMV. (C) The percentage of CD8+ T 
cells origina�ng from the host, and the donor HobitWT/CRE and HobitKO/CRE x Blimp-1flox/flox compartments was determined. (D) 
Representa�ve flow cytometry plots display CD62L and CD69 expression in GP33+ CD8+ T cells from the HobitWT/CRE and Hobit-
KO/CRE x Blimp-1flox/flox compartment at day 8 p.i. with LCMV. (E) The percentage of CD62L expression was quan�fied in the Hobit-
WT/CRE and HobitKO/CRE x Blimp-1flox/flox compartment of GP33+ CD8+ T cells in the indicated �ssues of the chimeric mice. Symbols 
represent individual mice. Representa�ve data of one (n=5) out of two independent experiments. (C) Error bars represent 
mean ± SEM. (E) Do�ed lines connect paired samples.


	Fig S1_Hobit Blimp1 expression_Revision_Legend
	Fig S2_Memory_Revision_Legend
	Fig S3_Memory BM chim_Revision_Legend
	Fig S4_MPEC SLEC_Revision_Legend
	Fig S5_Eff CD69_Revision
	Fig S5_Eff CD69_Revision_Legend (only)
	Fig S6_Eff BM chim_Revision_Legend

