[ B e Y, I N VS I \O ]

10

11

12

13

14

15

21 Days 42 Days

W/O Inhibitor

No Infection

W/ Inhibitor

Figure S1. Inhibition of Ctsk by specific inhibitor of normal group in endodontic
and furcation area at different time points by X-ray analysis. (A-C) X-ray imaging of
the first molar tooth of the normal group without inhibitor at different time points (7, 21
and 42 days). (D-F) X-ray imaging of the first molar tooth of the normal group with
inhibitor (3.606 mg/kg/wk) at different time points (7, 21 and 42 days). There was no

reduced bone density area in the normal group. N = 3, repeated three times.
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Figure S2. Inhibition of Ctsk by specific inhibitor of different dose reduced infection-
stimulated endodontic bone resorption by Micro-computed tomography (uCT)
analysis. (A) uCT analysis of endodontic area of normal group without or with inhibitor
(3.606 mg/kg/wk) at 42 days. (B) uCT analysis of endodontic lesion area of bacterial
infected group with inhibitor (3.606 mg/kg/wk) or (0.7212mg/kg/wk) at 42 days. (C)
Quantification of bone volume/total volume measured for periapical lesion area from
bacteria infected group without and with inhibitor (3.606 mg/kg/wk) or (0.7212mg/kg/wk)
at 42 days. *: P<0.05, **: P<0.01, ***: P<0.001. N.S: No Significance. N = 3, repeated

three times. Left column of panel A are X-ray images. Middle column of panel A are
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typical slice 2D pCT images, while the right column of panel A are 3D reconstitutions

images.
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Figure S3. H&E and TRAP stain of periapical and furcation area of normal group. (A)
H&E staining of the periapical mesio, distal root sections and furcation area sections
from normal group with or without inhibitor (3.606 mg/kg/wk) at day 42. (B) TRAP
staining of the periapical mesio, distal root sections and furcation area sections from
normal group with or without inhibitor (3.606 mg/kg/wk). (C) Quantification of bone area
at normal group with or without inhibitor (3.606 mg/kg/wk). (D) Quantification of TRAP*
cells at normal group with or without inhibitor (3.606 mg/kg/wk). N.S: No Significance. N

= 3, repeated three times.
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Figure S4. Inhibition of Ctsk by specific inhibitor showed no effect on expression of

TLR4 in periapical lesion area at 42 days by immunohistological analysis. (A)

Immunohistochemistry stains of TLR4" (Brown) cells areas in normal group and

bacterial infected group with or without inhibitor (3.606 mg/kg/wk) at 42 days. Normal

serum served as negative control. (B) Higher magnification view of infection disease

group and ODN treated disease group at 42 days. Red arrows indicated TLR4" cells.

(C) Quantification of TLR4" cells in frucation, mesio and distal periapical area of normal

group and bacterial infected group with or without inhibitor (3.606 mg/kg/wk) at 42 days.

N.S: No Significance. N = 3, repeated three times.



88

89
90
91
92
93
94
95
96
97
98

99

100

101

102

A Mesio Root Area Furcation Area Distal Root Area B Infection
&g S WI/O Inhibitor W/ Inhibitor

3 A : : Dltor______
\L . . S > ‘i -e.gf"’"'q;-?' z ':7

Normal Serum
¥
Mesio Area

No Infection

WI/O Inhibitor
Furcation Area

%,

i

¢
4
/4

W/ Inhibitor
\

Distal Area
e

Infection
Percentage of TLR5 Positive
Cells in lesion Area

W/ Inhibitor

e Sl : " Infection - -
S0Amm T 5 0.1mm 0Amm 2Cl +
o e : e | ) Inhibitor - + -

++

Figure S5. Inhibition of Ctsk by specific inhibitor showed reduced expression of
TLR5 in periapical lesion area at 42 days by immunohistological analysis. (A)
Immunohistochemistry stains of TLR5" (Brown) cells areas in normal group and
bacterial infected group with or without inhibitor (3.606 mg/kg/wk) at 42 days. Normal
serum served as negative control. (B) Higher magnification view of infection disease
group and ODN treated disease group at 42 days. Red arrows indicated TLR5" cells.
(C) Quantification of TLR5" cells in frucation, mesio and distal periapical area of normal
group and bacterial infected group with or without inhibitor (3.606 mg/kg/wk) at 42 days.
*: P<0.05, ***: P<0.001. N.S: No Significance. N = 3, repeated three times.
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Table S1. Primers used for qRT-PCR
Primers used for gRT-PCR
Gene
Symbol Forward Primers (5’-3’) Reverse Primers (5’-3’)

Ctsk ATACGTTACTCCAGTCAAGAACCAG TAATTCTCAGTCACACAGTCCACA
TNFa AGGGTCTGGGCCATAGAACT CCACCACGCTCTTCTGTCTAC

IL6 CTCTGCAAGAGACTTCCATCCAGT GAAGTAGGGAAGGCCGTGG
IL23 ATGCTGGATTGCAGAGCAGTA ACGGGGCACATTATTTTTAGTCT
TLR4 ACCTGGCTGGTTTACACGTC CTGCCAGAGACATTGCAGAA
TLR5 GCCACATCATTTCCACTCCT ACAGCCGAAGTTCCAAGAGA
TLRY TTCTCAAGACGGTGGATCGC GCAGAGGGTTGCTTCTCACG




