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Figure 1 Representation FACS plot of cytokine-producing CD4+ and CD8+ T cells from peripheral blood of (A) healthy individuals and (B) knee OA patients. Shown
are the frequency of cytokine-producing CD4+ and CD8+ T cells (IL-13, IL-17, IL-6, TNF and IFN-y) in unstimulated and stimulated with anti-CD3/anti-CD28 beads
from peripheral blood from healthy individuals and knee OA patients.



Online supplement to Functional and T Cell Receptor Repertoire Analyses of Peripheral Blood and Infrapatellar Fat Pad T Cells in Knee
Osteoarthritis, The Journal of Rheumatology, doi:10.3899/jrheum.170775

Supplementary Figure 2
Healthv PBMC o4 Knee OA PBMC

250K 250K 5 250K ] 250K
< 10 E! i 250K
CD3, FSC-Hsubset | 3 Q2 T Lymphocytes Single Cells CD3, FSC-H subset | 5 10°
20KT . Lymphocytes 200¢ 2 228 2 346 | wox] 986 200 63.8 S
t o < 10
U t- I t d § 150K 143 I 150k 5 10® s ; s =t :
@ ? A e 2 3
3 2 ¥ 3
ns lmu a e 100K ; 100K, % 102 . % s00K 100K g 02
& 3~ <
sk sok £ o1 A3 ~cpg £
493115 20.2 60K 50K 8
0. 0. 10 < 3
o 5 L e L B e 0 -10°
0 S0 100K 150K 200250K 0 SE0C00S 150K 2001250k 10°10' 10 10> 10* 10° 10°10" 102 10> 10* 10° 050K 100K 150K 200K250K 0 50K 100K 150K 200K250K 3 R T R
SC-A FSC-A Comp-APC-A :: CD3 Comp-Alexa Fluor 700-A : CDB RECA A0 0: 10 0 10 20,0 40, A0, 210
CD4+ CD].073+ FSC-A = Comp-APC-A :: CD3 Comp-Alexa Fluor 700-A :: CD8
5 250K 250K 250K
1073 <
gria 22 perforin, CD107a granzymeB, CD107a graimiysh CR 1074 < 1®da1 Q2 | & 250K 280
& 192 200K 435 200K 0 200K 435 8
< 5 — g 4 89.4 106 200K 200K+ 200K
3 % 150K X 150K 3 150k ¥ 109 - L
2 2 2 2 3 @ﬁ* 5 150K erfori+ CD107a+ § 150K S 159K granulysin+ CD107a+
g 100K 100 L T s @ i B lgranzymeB+ CD107a+ b
g ‘704 Q3 & 101 & | 100K: ) 100K % 155 | % )
5 10'1 50K 50K 50K & : 3
3 101 Q2 ° o 0 o ’ . 53 1004 Qg 50K % 50K ¥ soky &
S {0 ; 3 R il Tl = o t ¢
Z 0 o J 10210 10° 10° 10° 10 10%10" 10° 10° 10" 10° 10”10 10° 16° 10" 10 1% 10" 10% 10° 10* 10° 1o e TS ol, s P N Oy 3 s Oy R W
[ 56 Comp-PE-Cy7-A :: CD107a Comp-PerCP-Cy5-5-A :: perforin Comp-FITC-A :: granzymeB Comp-PE-A :: granulysin -10° 0 10" 0 10 10 10 1000 10 10 10 -10° 0 10 10 10
Q 4 Comp-PE-CyT-A : CD107a Comp-PerCP-Cy5-5-A : perforin Comp-FITC-A :: granzymeB Comp-PE-A - granulysin
§ 1o v \ CD8+ CD107a+
S 8 5 250K 250K =
£ 1]Q4 Q3 o 10°1Q1 Q2 250K 3 8 s 250K 250K 50K
8 011 202 y 9060 o - perforin, 0CD107a b granzymeB, CD107a granulysin,CD107a o 10 Q2 perforin+ CD107a+ cD107a+| ™ granulysin+ CD107a+
1004 - £ ' - - 0 200 345 i, 178 | 200k 149 200K 216 200k4 200
G S0 A S g
10 10 10° 10 10" 10 % 10° T 150K I 150K s 10
Comp-Alexa Fiuor 700-A : CD3 & S 3 150k 3 T 150k 5 150k [ 150k
2 024 * 100k4 * 100k 2 € 3 s 2 4
3 100K s 10 100K W 100K 100K
T an® Q3 50K 50K 2 Q3 | 2
£ %o ) 50K [ 3 50k 5 50K 50K
3 10 0 0 o 8 ad . o . o
7 . o
10° 10 10° 10 10 10" 10° 10* 10° 10° 10°10' 1% 10° 10* 10° (R e R A 3 CRR) 3 ERRM M <3 CRl T T 5 3 CR)
Comp-PE-Cy7-A :: CD107a Comp-PerCP-Cy5-5-A : perforin Comp-FITC-A - granzymeB. 10 10 10 100 10 10 <1000 10 10 10 100, 10 10 10 21070 10 10 10 41000 100 10 10
Comp-PE-A - granulysin Comp-PE-Cy7-A :: CD107a Comp-PerCP-Cy5-5-A :: perforin Comp-FITC-A : granzyme8 Comp-PE-A : granulysin
250K 250K 250K 5. 250K W2 1 250kd
Single Cells FscH z 10 ja1 Q2 g | Single Cells 013, FSC-H subset
CD3, FSC-H subset 3 Lymphocytes g 3
200K 200K 98.7 200K 404 1044326 - 3.15 200K Y 154 | 200k 982 200 62.1 o
E .
< 150k T 150K T 150K 3 < I 150k4 g
. g 3 g 3 10 § 150k [ 150K E 150 5
timulate % o ? o £ £ 4 g £
10 1 100K g 10 100K 100K 4 " 100k <
g ]as ‘ Q3 i
. 50K 50K 50K s J £
with anti CD3 R N o - 2
0 v v v v v o o 10 0 o (1]
1 2 3 4 5 .
. U] SUCAUNNC 180K 2002B0IC 050 100 160K 2001250K 10210 102 10° 10° 10° 107 10" 10° 10° 10° 10 © 50K 100K 150K 200K250K 0 50K 100K 150K 200K250K Y Mg 1
antl_CDzs be ad FSC-A FSC-A Comp-APC-A :: CD3 Comp-Alexa Fiuor 700-A :: CD8 9 i S S el ol
S, 250K 250K 250K
3 103Q1 perforin, CD107a granzymeB, CD107a granulysin,CD107a Ja1t Q@ 250K 250K
o 4]788 200K 2,07 200K 0.41 200K 124 -
Rl o 4 58.1 419 200K 200K
3 10® T 150k I 150K % 150K J 107 : - k o
& 3 @ & & 150K perfori+ CD107a+ 5 150K 5 1597 granulysin+ CD107a+
g 2 00K * 100k * 100k 4 § = 2 5.51 granzymeB+ CD107a+ g ¥ 460
- P a3 2 1007 _1* 100k : 100K 223 il :
1 “ 4 G, & E )
8 50K & 50K 50K s :
& g o : : & £ ooqx ool i 5
10 o ) 0, 0 330 0 3
7 TS (5 S AT LY BT -10 0 :
10010 100 10° 10° 10 10710 10° 10° 10° 10° 1010 10° 10" 10 10 10°10" 102 10° 10° 10° 0SS TR M IR Yt I e = i ) Ol pmere 3 13 5 3 3 2 5
Comp-PE-Cy7-A : CD107a Comp-PerCP-Cy5-5-A - perforin Comp-FITC-A = granzyme8 Comp-PE-A : granulysin 40°0 100 10 1 10’0 100 100 10 4000 100 10 10 0°0 100 10 10
Comp-PE-Cy7-A :: CD107a Comp-PerCP-Cy5-5-A = perforin Comp-FITC-A :: granzymeB Comp-PE-A :: granulysin
8 s 250K 250K — 8 1 g
b g 5 250K 250K
G 10 ?017 (1;]§ perforin, CD107a granzymeB, CD107a 250K granulysin,CD107a 8 4 Q2 perforin+ CD107a+ igranzymeB'« CD107a+| 25K granulysin+ CD107a+
< 4
3 1" 200K 258 200K 2.58 200] 645 g . 475 200K 129 200K 1.60 200K 1738
8
3 T R 10
510 § 150K 3 180K T 1504 5 I 150k 150K
z 2
2 2 2 8 2 3
% 10 100K 100K L o] [ 10* “ 1004 100K
2 Q4 Q3 2
OB , 5 ks
g 10 3g 0 50K % 50K g soK4 a 0 as 50K 50K
3 1° [ 0 § 10> B o ?
45 . 7 7 T [ K ey = L . T
10210 107 10> 10* 10 10210 102 10° 10° 10° 10°10' 10 10° 10* 10° T A ot 1 P BT Bt 47 S LTS M T g RE
Comp-PE-Cy7-A :: CD107a Comp-PerCP-Cy5-5-A : perforin Comp-FITC-A :: granzymeB LI e X Comp.PE.Cy7-A+ OD107a Comp-PerCh-CyS-SA = parorin CompFITCA : granzyme8 AL S




Online supplement to Functional and T Cell Receptor Repertoire Analyses of Peripheral Blood and Infrapatellar Fat Pad T Cells in Knee
Osteoarthritis, The Journal of Rheumatology, doi:10.3899/jrheum.170775

Figure 2 Representation FACS plot of cytotoxic molecules-producing CD4+ and CD8+ T cells from peripheral blood of (A) healthy individuals and (B) knee OA
patients. Shown are the frequency of cytotoxic molecules-producing CD4+ and CD8+ T cells (perforin, granzyme B and granulysin) in unstimulated and stimulated
with anti-CD3/anti-CD28 beads from peripheral blood from healthy individuals and knee OA patients.
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Figure 3 Representative FACS plot of (A) cytokines (IL-1f3, IL-17, IL-6, TNF and IFN-y) and (B) cytotoxic molecules (perforin, granzyme B and granulysin) -producing
CD4+ and CD8+ T cells from infrapatellar fat pad of knee OA patients.
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Supplementary Figure 4. Summary diagram comparing characteristics of peripheral blood T cells and IPFP T cells in knee
OA patients.
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