
SUPPLEMENTARY FIGURE 1

Directly add Mastermix Directly add Mastermix Single Stain First 
Before Mastermix

Single Stain First 
Before Mastermix

CD85jCD244

CD8
0

-10 3

-10 4

103

104

105 Q1
33.3

Q2
8.69

Q3
3.58

Q4
54.4

0-103 103 104 105

Q1
40.5

Q2
0.18

Q3
0.26

Q4
59.0

0-103 103 104 105

0

-10 3

-10 4

103

104

105
Q5
14.7

Q6
11.1

Q7
6.49

Q8
67.7

0 103 104

0

-10 3

-10 4

103

104

105 Q5
45.7

Q6
0.22

Q7
0.19

Q8
53.9

0 103 104

0

-10 3

-10 4

103

104

105

γδ+
11.3

0-103 103 104 105

0

-10 3

103

104

105

11F2

8.94

0-103 103 104 105

0

-10 3

103

104

105

CD3

B1.1

γδ+
9.93

0-103 103 104 105

0

50K

100K

150K

200K

250K

SSC-A

B1.1

γδ+
10.6

0-103 103 104 105

0

50K

100K

150K

200K

250K

11F2

γδ+

Q1
0.015

Q2
3.80

Q3
11.2

Q4
85.0

0-103 103 104 105

0

-10 3

103

104

105

0-103 103 104 105

0

-10 3

103

104

105

Q1
0.018

Q2
3.91

Q3
8.44

Q4
87.6

0-103 103 104 105

0

-10 3

103

104

105 Q1
0.030

Q2
3.83

Q3
10.2

Q4
85.9

0-103 103 104 105

0

-10 3

103

104

105

0-103 103 104 105

0

-10 3

103

104

105

0 104 105

0

-10 3

103

104

105

γδ+ γδ+

γδ+

Vδ1

Pan-γδ 11F2

Vδ2 B6 BV711 Vδ2 B6 PerCP Vδ2 B6 PE

Pan-γδ 11F2

Vδ2

Vδ2 B6 BV711 Vδ2 B6 PerCP Vδ2 B6 PE

0

-10 3

103

104

105

0 104 105 0 104 105

0

-10 3

103

104

105Q1
0.12

Q2
2.90

Q3
6.41

Q4
90.6

0 104 105

0

-10 3

103

104

105
Q1
0.34

Q2
2.86

Q3
7.16

Q4
89.6

0 104 105

0

-10 2

102

103

104

105

Pan-γδ 11F2

Vδ2 Vδ1 

REA173 TS8.2 REA173 TS8.2

Single Stain with Pan-γδ Combination Stain of CD3 & Pan-γδ 

Different Fluorophore but 
same Clone for Vδ2 

Different Clone for Vδ1



0

20

40

60

80

100

%
 o

f P
os

iti
ve

 C
el

ls

****
**

** *

***

  **

****

CD27+ 
CD45RA+

CD27+ 
CD45RA-

CD27- 
CD45RA-

CD27- 
CD45RA+

0

20

40

60

%
 C

D
85

J+

****

*

0

20

40

60

80

100

%
 C

D2
44

+

****

*

0

10

20

30
%

 C
D

56
+

CD8 αβ

**

0

2

4

6

8

10

%
 C

D
16

+

CD8 αβ

I)

G)

F)

J)

H)

CD85j+

CD244+

CD56+

CD16+

CD
45

RA

CD27

SS
C

-A

CD85J

CD244

CD56

CD16

CD16+

CD244+

CD85j+

0

20

40

60

80

100

CD8 αβ

***

KLRG1+

KLRG1

K) ***

CMV- YOUNG
CMV+ YOUNG

CMV+ OLD

TE NAIVE

CMEM

SUPPLEMENTARY FIGURE 2

30

40
**

0

1

2

3

4

5

10

20

%
 o

f P
os

iti
ve

 C
el

ls

N.S

0

20

40

60

80

100

%
 o

f P
os

iti
ve

 C
el

ls **

**

0

5

10

15

20

%
 o

f γ
δ 

T 
/C

D
3 

C
el

ls *
C)

E)D)

B)A)

Vδ2
Vδ

1

Vδ
2

Pan-γδ

Vδ1+/γδ Vδ2+/γδ Vδ1-Vδ2-γδ+/γδVδ1+/CD3 Vδ2+/CD3 Vδ1-Vδ2-γδ+/CD3

CMV- YOUNG CMV+ YOUNG CMV+ OLD

γδ+

non-γδ

Vδ1+

Vδ2+

SS
C

-A

SS
C

-A
SS

C
-A

SS
C

-A

%
 K

LR
G

1+

CD8 αβ

CD8 αβ

Vδ1-Vδ2-γδ+



SUPPLEMENTARY FIGURE 3

STIMULATION: HMBPP
GROUP: CMV- YOUNG

STIMULATION: HMBPP
GROUP: CMV+ YOUNG

STIMULATION: HMBPP
GROUP: CMV+ OLD

STIMULATION: HMBPP
GROUP: CMV- YOUNG

STIMULATION: HMBPP
GROUP: CMV+ YOUNG

STIMULATION: HMBPP
GROUP: CMV+ OLD

Pie Chart Arc Legend
CD154 +
IFNγ +
IL2 +
IL17 +
TNFα +

Pie Chart Arc Legend
CD107a +
Granzyme B +
Perforin +

A)

Vδ2 CD27

T-Bet Eomes

Perforin

Granzyme B

Granzyme A

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TSNE 2

TSNE 2

TSNE 2 TSNE 2

TSNE 2 TSNE 2

Intensity

0.092 0.65 1.2 1.8 2.3

Intensity

0.57 1.2 1.7 2.3 2.9

Intensity

1.2 1.8 2.4 3 3.5

Intensity

0.850.079 1.6 2.4 3.2

Intensity

0.072 0.68 1.3 1.9 2.5

Intensity

0.072 0.8 1.5 2.3 3

Intensity

0.072 0.78 1.5 2.2 2.9

TSNE 2

KLRG1 CD57

TSNE 2 TSNE 2

TSNE 2 TSNE 2TSNE 2

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

TS
N

E 
1

IL-18R

TS
N

E 
1

CD45RO CD161

TSNE 2

Intensity Intensity
Intensity

Intensity

IntensityIntensity

Intensity

0.072 0.71 1.4 2 2.6

Intensity

0.073 0.61 1.1 1.7 2.2

0.072 0.67 1.3 1.9 2.5

0.072 0.64 2.41.81.2
0.073 1.1 2.2 3.2 4.3 0.073 0.78 1.5 2.2 2.9

0.072 0.67 1.3 1.9 2.5

CD56

TSNE 2

0.079 0.67 1.3 1.9 2.5

TSNE 2

CD127

CD16

 

B)

C)

0 

20 

40 

60 

80 

100 

120 

140 

160 

CCL3 

IL-2 

 
 ******

*
***

D)

2 
4 
6 
8 

10 
12 
14 
16 
CCL2 

GM-CSF 

PDGF-AA 

IL-8 

TNFα

IFN-γ

GRO-α

 
 

 ***

0 

CD8 αβ

CD8 αβ
0.00

0.05

0.10

0.15

G
ra

nz
im

e 
B 

pg
/m

l

*

CD8 αβ
0.00

0.05

0.10

0.15

0.20

Pe
rfo

rin
 p

g/
m

l

E) F)



SUPPLEMENTARY FIGURE 4

0

10

20

30

40

50

%
 P

os
iti

ve
 C

el
ls

  Pan γδ- CD57+

***

0

5

10

15

20

25

Pr
ol

ife
ra

tio
n 

In
de

x

***

***

CD8 αβCD4 αβ

A) C)B)

SS
C

-A

CD57

CD57+

CMV- YOUNG
CMV+ YOUNG

CMV+ OLD

CD57-
CD57+

0-103 103 104 105

0

-10 3

103

104

105

0-103 103 104 105

0

-10 3

103

104

105

CD8 
(SK1)
V500

CD4
(RPA-T4)
PE-Cy7 

CD3 (UCHT1) AF700

D)

CD3+

CD4 αβ CD8 αβ

CD8+

0

2000

4000

6000

8000

10000

CD57+CD57- CD27+
CD45RA+

CD27+
CD45RA-

CD27-
 CD45RA-

CD4 αβ

* ****

0

2000

4000

6000

8000

10000

CD57+CD57- CD27+
CD45RA+

CD27+
CD45RA-

CD27-
 CD45RA-

CD27-
 CD45RA+

CD8 αβ

**
**

****
*

H)

21.321.8

0-103 103 104 105

0

200

400

600

800
Q1
18.2

Q2
0.54

Q3
27.6

Q4
53.7

0 103 104

0

-10 3

103

104

105
Q1
0.15

Q2
11.5

Q3
83.0

Q4
5.29

0 103 104

0

-10 3

103

104

105

Q1
12.7

Q2
42.7

Q3
32.5

Q4
12.0

0 103 104

0

-10 3

103

104

105Q1
51.1

Q2
4.62

Q3
12.9

Q4
31.4

0 103 104

0

-10 3

103

104

105

20.422.5

0-103 103 104 105

0

300

600

900

1.2K

CD4 αβ

CD8 αβ

C
D

45
R

A 
(H

10
0)

 B
V6

05

C
ou

nt

E) <25% >25%

lower higher

higherlower

>25%<25%

0-103 103 104 105

0

50K

100K

150K

200K

250K

0-103 103 104 105

0

50K

100K

150K

200K

250K

0-103 103 104 105

0

50K

100K

150K

200K

250K

0-103 103 104 105

0

50K

100K

150K

200K

250K

F) G)

35.2 % 1.63%

60.1% 6.32%

TelC Cy5 Probe CD27 (O323) BV785 CD57 (HCD57) PB

I)

M
FI

 O
F 

TE
LO

M
ER

E 
C

Y5
 P

R
O

B
E

M
FI

 O
F 

TE
LO

M
ER

E 
C

Y5
 P

R
O

B
E



CD4 TE 1
  DN γδ 1

Vδ1 3
CD4 TE 2
CD4 TE 3

 CD4 EM 1
 CD4 EM 2

Vδ1 1
 CD8 CM 3

CD8 TE 1
Vδ2 3

 CD8 EM 1
 CD4 EM 3

CD8 TE 3
 CD8 EM 2
 CD8 EM 3

   DN γδ 3
CD8 TE 2

 CD8 CM 1
 CD8 CM 2
 CD4 CM 2
  DN γδ 2

Vδ2 2
Vδ1 2

 CD4 CM 1
 CD4 CM 3

Vδ2 1
CD8 NAIVE 3
CD4 NAIVE 2
CD4 NAIVE 1
CD4 NAIVE 3
CD8 NAIVE 2
CD8 NAIVE 1

0 10 20 30 40 50
% Average Methylation

CD4 NAIVE CD4 CM CD4 EM CD4 TE CD8 NAIVE CD8 CM CD8 EM CD8 TE Vδ1 Vδ2 DN γδ+

0
25
50
75

100

0
25
50
75

100

0
25
50
75

100

0
25
50
75

100

0
25
50
75

100

Prom
oter

Exon
Intron

G
enic

Intergenic

%
 A

ve
ra

ge
 M

et
hy

la
tio

n

A) B)

SUPPLEMENTARY FIGURE 5
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