Supplemental Table 1: Demographic and clinical profiles of human cartilage samples.

Characteristic Healthy (n=3) OA (n=3) P-value

Age (years) 51.7 £ 12.7 (37-60) 65.7 £ 3.8 (63-70) 0.1422
Sex (male/female) 1/2 1/2 1.000
Ethnicity East Asian (Han Chinese) East Asian (Han Chinese) N/A

BMI (kg/m?) 25.9+0.3 257+15 0.7836

Kellgren-Lawrence Grade 0 (0-0) 3.7+£0.6 (3-4) 0.0004
Anatomical Location Medial Tibial Plateau Medial Tibial Plateau N/A
Sampling Site Intact Intact (Lesion-adjacent) N/A

OARSI Grade 0.7 £ 0.6 (0-1) 3.2+0.3(3-3.5) 0.0026

Supplemental Table 1: Demographic and clinical profiles of human cartilage samples. n = 3
donors/group. Two-tailed, unpaired Student’s t-test. Data are presented as mean + SD.




Supplemental Figure 1. Adenovirus-mediated Nod2 knockdown has negligible effects on
synovial inflammation in mouse OA joints.

A Sham+shCon Sham+shNod2
Sham+ shCon Sha+shNod2 DMM+ shCon DMM+ shNod2

DMM+shCon  [[] DMM+shNod2

B 4~ _<0.0001
° 0.7026
53 )
3
22
s
o
S,
a1
>0.9999
c Sham+shCon Sham+shNod2 DMM-+shCon DMM+shNod2 0-lam-—e
U _ <0001
SR D 100
o j = <0.0001
Q ' 2% 80+
2 3]
a2
AN .=
£ o> 401
— —_— - — o2
Z 3 20 o&r2
ol |78
E Sham+shCon Sham+shNod2 DMM+shCon DMM+shNod2 00001
< R TN F 1007 ~—
_ 0.0148
X 801
= : %‘:’ I 0o
% i 28 601
= 8= o
&3 407 °
p e
— — — — & 204 09425
o1&
G Sham+shCon Sham+shNod2 DMM+shCon DMM+shNod2 H 1004 —=0.0001
= ¢ 3 3 ~ N qz) g 804 0.0662
g N é(io: 601 I 00
3 e T | o1
[&] S g 8 40
NS ;1\»\ (@] % 204 09378

Supplemental Figure 1. Adenovirus-mediated Nod2 knockdown has negligible effects on
synovial inflammation in mouse OA joints. (A) Hematoxylin and Eosin (HE) staining of mouse
knee joints following adenovirus injection and DMM surgery. Scale bar, 200 um. (B) Quantification of
synovitis grading scores based on HE staining. n = 6 mice/group. One-way ANOVA with Tukey’s
multiple-comparison test. (C) IHC staining of knee sections for NOD2. Scale bar: 100 ym. (D)
Quantification of positively stained synoviocytes for NOD2. n = 6 mice/group. One-way ANOVA with
Tukey’s multiple-comparison test. (E) IHC staining of knee sections for IL-1B3. Scale bar: 100 um. (F)
Quantification of positively stained synoviocytes for IL-13. n = 6 mice/group. One-way ANOVA with
Tukey’s multiple-comparison test. (G) IHC staining of knee sections for CD45. Scale bar: 100 um. (H)
Quantification of positively stained synoviocytes for CD45. n = 6 mice/group. One-way ANOVA with
Tukey’s multiple-comparison test. Data are presented as mean + SD.



Supplemental Figure 2. Post-DMM adenovirus-mediated Nod2 knockdown attenuates OA
development.
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Supplemental Figure 2. Post-DMM adenovirus-mediated Nod2 knockdown attenuates OA
development. (A) Safranin O/Fast Green staining of knee joint sections following DMM surgery and
Nod?2 knockdown. Scale bar: 100 um. (B) OARSI scores for cartilage degradation based on Safranin
O/Fast Green staining. n = 6 mice/group. One-way ANOVA with Tukey’s multiple-comparison test. (C)
IHC staining of knee sections for NOD2. Scale bar: 100 um. (D) Quantification of positively stained
chondrocytes for NOD2. n = 6 mice/group. One-way ANOVA with Tukey’s multiple-comparison test.
(E-J) IHC staining of knee sections and quantification of positively stained chondrocytes for MMP3,
MMP13, and ADAMTS5. Scale bar: 100 ym. n = 6 mice/group. One-way ANOVA with Tukey’s
multiple-comparison test. Data are presented as mean + SD.
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