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Supplementary Figure 1. The optimization of antibody combination of lymphocyte function assay. Diluted whole blood was
stimulated with Leukocyte Activation Cocktail for 4 h. (A) Representative flow plots showing the results of the same sample labeled with anti-
CD4-V450 and anti-CD4-APC-Cy7. (B) Representative flow plots showing the results of the same sample labeled with anti-IFN-y-PE and anti-
IFN-y-APC. APC, allophycocyanin; PE, phycoerythrin.
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Supplementary Figure 2. Performance verification of lymphocyte function assay. (A) Lymphocyte function assay was performed in
10 individuals by using two batches of reagents. Line diagrams showing the function of CD4", CD8" T cells, and NK cells in these individuals.
Each line represents an individual donor. ns, no significance (Wilcoxon test). (B) The intra-assay repeatability of lymphocyte function assay
was evaluated by analyzing 20 replicates. Line diagrams showing the function of CD4", CD8" T cells, and NK cells. (C) Lymphocyte function
assay was performed in 4 individuals at different days. Line diagrams showing the function of CD4", CD8" T cells, and NK cells. (D) Lymphocyte
function assay was performed at 0, 24, or 48 h after specimen collection. Line diagrams showing the function of CD4", CD8" T cells, and NK
cells. Each line represents an individual donor. *P < 0.05, ns, no significance (Wilcoxon test).

AGING

N

WWWw.aging-us.com



- CDé = CD8 ~ NK

Patient 1 Patient 11 Patient 21
800 100; 2000, 100, 1000- 80
g o0 g : From //_' £ 2 \// E :z goof ~__
é‘“\/J -§w\/\\ juoo §o |« B P
zznow Em\/—“—‘ zsoo/.__/J-‘ Ezo\—"/'_. sz\’/’_/ 2 W~ ——
WEELE WELE LS WELS WL LS
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 2 Patient 12 Patient 22
1000- 100 1000; 100, 2000- 100-
Y :o g : \//-" 5 x z z '—\/ o g \/\/
j= \//\ 3 § 3 1000 §°
e e \/—\/‘
.~ Iz it et =
PIFE  PIFF PIFE  PIFF ST IS
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 3 Patient 13 Patient 23
1200- 80 1000; 100, 600- 100-
gm\// gww o §£\\//*/_ﬂ g w §:W
gm"v/_,/a‘ EI ‘Em\,ﬁé 2 e o S0 TN
2 wo LB B W 2 2 H H & 2 ——~
FirF  PIIF FIFF  PIIF T TFEAF
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 4 Patient 14 Patient 24
1000- 100; 1500; L 1500- 100
S BN - e £ o0 %
$- / i ; L ] \/—/ i
gzuo\/—' Em<>é> 55“\/ &l NN gsw:}\"é:_/_‘ 2 »
PEFF PP FOrF S PIIF TV AV V¥
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient § Patient 15 Patient 25
1200- 100 600; 100, 400- 100-
5 w0 g» 5 g & \//' g o g &
jo Fo st } LZ is 1= {a
§7”5 - T L e — I =
EEES WEES WELSL FEES WEES WELS
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 6 Patient 16 Patient 26
200- 100 800; 100, 1000- 80
2 = ol 2N
é 400 E © é 400 § © i 400 z 40-
2w N 2m o 2 g
WELS WEELS EELS EELS WEES EEES
Post-transpiant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 7 Patient 17 Patient 27
1200- 100 800; 100, 1000- 100-
g w0 \_/‘ g w® 5 o g ® \/ g w g w®
& 600 \J § 3 40 5 60 3 g 0
€ g 40- _/‘\_/ € g 401 £ 400- g 40-
z 300 2] ST 2 200 € 20{ — Z 20 20
LS ELE LS LS LS ELS
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 8 Patient 18 Patient 28
800 Whop ooy 1200, 100, 800 100
’;;wo\// 3: @W’/ gzw 3 o g:w
‘E‘W\/’——‘ %w\_,____/- gwo gm gnw %m
i o R N 2 30, 2 » Ezwk/ | B TR
WEES EEES WELS LS WEES WEES
Post-transplant time Post-ransplant time Post-transplant time Post-transplant time Posttransplant time Post-transplant time.
Patient 9 Patient 19 Patient 29
400- 100 800; 100, 1000- 100
5w g o S \/ g ® /\—\ g o g w @
{4 | St JITS (B i
g AR 2 20 200 \/,,/' & 20 200 2 20
PIrF TFIIT FIrF T PIrF IS
Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time Post-transplant time
Patient 10 Patient 20 Patient 30
1000- 100: 800; 100, 1200- 100-
E ENSANE F VAVt o - aal e
400 T 4 o 3 - 7 40 o S
E 200- \g 20 \/“' 5 2001 g 201 5 300 ‘Q;-—_/ xg 20

oy

Post-transplant time.

LS

Post-transplant time.

WELS

Post-transplant time

WELS

Post-transplant time.

LS

Post-transplant time

LS

Post-transplant time.

Supplementary Figure 3. The number and function of lymphocytes in stable transplant recipients. Line diagrams showing the
number and function of CD4*, CD8" T cells, and NK cells in stable transplant recipients (n=30) at pretransplantation, 2 weeks, 1 month, 2
months, and 6 months after transplantation.
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Supplementary Figure 4. Lymphocyte function in cells with different CD4, CD8 and CD56 expression levels. Diluted whole blood
was stimulated with Leukocyte Activation Cocktail for 4 h. Representative flow cytometry gating strategies for identification of IFN-y" cells in
lymphocytes with low or high CD4, CD8, and CD56 expression levels.
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