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[bookmark: _Hlk156764753]Figure S1. Flow cytometry gating strategy
Representative gating strategy for flow cytometry analysis of peripheral blood NK cells in humans.
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Figure S2. Changes of absolute number, subset distribution and phenotype on NK cells with age
Flow cytometry analysis of NK cell absolute number, subset distribution and phenotype was performed on PBMCs collected from donors of three age groups (n = 27-37 for each group). 
(A-D) Box plots of the absolute number of NK cells, CD56brightCD16- NK cells, CD56dimCD16+ NK cells and CD56negCD16+ NK cells from donors of three age groups. (E-G) Box plots of the percentage of NK cells subset from donors of three age groups, including CD56brightCD16- NK cells, CD56dimCD16+ NK cells and CD56negCD16+ NK cells. (H, I) Box plots of the percentage of CD57+ and CD69+  NK cells from donors of three age groups. P values were obtained by the Kruskal-Wallis test followed by Dunn’s multiple comparisons test. *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001.
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Figure S3. Expression of co-inhibitory molecules on NK cells in three age groups 
Flow cytometry analysis of expression of 2B4 (A), CTLA-4 (B), TIM-3 (C), BTLA (D), CD70 (E), CD39 (F), CD160 (G) and TIGIT (H). Box plots of the positive percentage of the above receptors on NK cells from donors in three age groups (n = 27-37 for each group). P values were obtained by the Kruskal-Wallis test followed by Dunn’s multiple comparisons test. *P < 0.05, **P < 0.01.
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Figure S4. PD-1-positive NK cells accumulated in older people and accumulation of PD-1+ NK cells was independent of gender.
(A) Box plots of the percentage of PD-1+ cells among CD56negCD16+ NK cells (A, left) from individuals in different age groups (n = 14-22 each group). Correlation analysis of the percentage of PD-1+ cells among CD56negCD16+ NK cells (A, right) with age on NK cells from all individuals. (B-E) Box plots of the percentage of PD-1+ cells among NK cells, CD56brightCD16- NK cells, CD56dimCD16+ NK cells, CD56negCD16+ NK cells from individuals in three age groups (n = 27-37 each group). (F) Box plots of PD-1 expression on NK cells from males and females (left). Box plots of PD-1 expression on NK cells from males and females in different age groups (right). P values were obtained by the Kruskal-Wallis test followed by Dunn’s multiple comparisons test. Spearman’s non-parametric test was used to test for correlations. ***P < 0.001, ****P < 0.0001.
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