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Supplementary Figure 1 Raw data of Figure 4A-C.
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Supplementary Figure 2 Raw data of Figure 5A.
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Supplementary Figure 3 Raw data-Figure 6A, C, E, and G.
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Supplementary Table 1 Primary antibodies and horseradish peroxidase-conjugated secondary antibodies were obtained from

Proteintech or Bioss

English name Abbrevia Specification Catalog Brand/supplier (city) Coun
tion / Size No. try

advanced glycation end AGEs 100ul bs-1158P Bioss (Beijing Biosynthesis Biotechnology Co., Ltd., China

products Beijing)

canagliflozin Cana 10 mg M2002 AbMole (Abmole Bioscience Inc., Houston, TX) USA

methylglyoxal MGO 50 g M109035 Aladdin (Shanghai Aladdin Biochemical Technology China
Co., Ltd., Shanghai)

Aminoguanidine >98%, 25¢g A151036- Aladdin (Shanghai Aladdin Biochemical Technology China

Hydrochloride 25g Co., Ltd., Shanghai)

collagen I COL1 2mL 40125ES1  Yeasen Biotechnology (Shanghai) Co., Ltd., Shanghai  China

0
Phorbol 12-myristate 13- PMA 10 mg HY- MedChemExpress LLC, Monmouth Junction, NJ USA

acetate 18739




Supplementary Table 2 Antibody catalogue numbers, host species, working dilutions, and manufacturer-stated molecular

weights
English name Abbrevi Size/S Cata Brand/supplier (city) Co Host/I Antibody Worki Molec
ation/Ta pecific log un sotyp type ng ular
rget ation  No. try e dilutio weigh
n t
Collagen Type I Monoclonal COL1 / 20pL 6728 Proteintech (Wuhan Ch Mous Monoclonal WB 139
antibody COL1A1 8-1- Sanying Biotechnology ina e / 1:5000- kDa
Ig Co., Ltd., Wuhan) IgG1 1:50000
Anti-AGE / AGE-modified AGE- 50pL  bs-  Bioss (Beijing Ch Rabbi Polyclonal =~ WB 62kDa
protein antibody modifie 1158 Biosynthesis ina t / 1:1000
d R Biotechnology Co., Ltd., IeG
proteins Beijing)
AGER/RAGE  Polyclonal RAGE / 50pL 1634 Proteintech =~ (Wuhan Ch Rabbi Polyclonal = WB 43 kDa
antibody AGER 6-1- Sanying Biotechnology ina t / 1:3000
AP  Co., Ltd., Wuhan) IeG




NF-xB  p65

antibody

Phospho-NF-xB p65 (Ser536)

Recombinant antibody

TNF-alpha

antibody

ALPL Polyclonal antibody

RUNX2

antibody

Polyclonal

Polyclonal

Recombinant

p65  /
RELA

p-p65 /
p-RELA

TNF-a /
TNF

ALP
ALPL

RUNX2

50 pL

50 pL

50 pL

50 pL

50 pL

1074
5-1-
AP
8037
9-2-
RR
1759
0-1-
AP
1118
7-1-
AP
8263
6-2-
RR

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology

Co., Ltd., Wuhan)

Ch

ina

Ch

ina

Ch

ina

Ch

ina

Ch

ina

Rabbi

IegG
Rabbi

IgG
Rabbi

IeG
Rabbi

IgG
Rabbi

IeG

Polyclonal

Recombinan

t monoclonal

Polyclonal

Polyclonal

Recombinan

t monoclonal

WB
1:2000

WB
1:5000

WB
1:4000

WB
1:2000

WB
1:5000;
IF
1:500

65 kDa

65 kDa

26 kDa

80 kDa

57 kDa




Osteocalcin/OCN
Polyclonal antibody
GAPDH Monoclonal

antibody

Multi-rAb HRP-Goat Anti-
Mouse Recombinant

Secondary Antibody (H+L)

Multi-rAb HRP-Goat Anti-
Rabbit Recombinant

Secondary Antibody (H+L)

WB antibody diluent

OCN / 50uL 1615
BGLAP 7-1-
AP
GAPDH 100 pL 6000
4-1-
Ig
Anti- 50pL RG
Mouse AM
IeG 001
Anti- 50pL RG
Rabbit ARO
IeG 01
— 50mL PR2
0039

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology
Co., Ltd., Wuhan)

Proteintech (Wuhan
Sanying Biotechnology

Co., Ltd., Wuhan)

Ch

ina

Ch

ina

Ch

ina

Ch

ina

Ch

ina

Rabbi

IgG

Mous

IgG
Goat
anti-

Mous
Goat
anti-

Rabbi

N/A

Polyclonal

Monoclonal

Recombinan
t secondary

antibody

Recombinan
t secondary

antibody

N/A

WB
1:2000

WB
1:20000

1:20000

1:20000

N/A

11 kDa

36 kDa

N/A

N/A

N/A




Supplementary Table 3 Primer sequences

Name

Sequence (5'->3')

COLLAGEN
Forward primer

Reverse primer

RAGE (Ager)
Forward primer

Reverse primer

P65(Rela)
Forward primer

Reverse primer

TNEF(Tnf)
Forward primer

Reverse primer

ACCTCCGGCTCCTGCTCCTCTITAG
GCGCCGGGGCAGTTCTTGGTCT

CCTGGATGGGAAACCCAACT
CAGGTCACAGGTGGCCTATT

GCTCCTAAGGTGCTGACA
ACCTCCGAAAGCGAGATA

CCAGACCCTCACACTCAGATCA
GGAGGCTGACTTTCTCCTGGTA



ALP(Alpl)

Forward primer

Reverse primer

RUNX (RUNX2)

Forward primer

Reverse primer

OCN(Bglap)
Forward primer

Reverse primer

GAPDH
Forward primer

Reverse primer

TCCGTGGGTCGGATTCCT
GCCGGCCCAAGAGAGAA

CACAAGTGCGGTGCAAACIT
TGCTTGCAGCCITAAATGACT

CTGACCTCACAGATGCCAAG
AAGGTAGTGAACAGACTCCG

GTGCTGAGTATGTCGTGGAGT
TGTCITTCTGAGTGGCAGTGAT

Supplementary Table 4 The siRNA sequences and working concentration of 50 nM



Targ S Gen Targ Sense Antis M Supplier Transfection Fina Transfectio Sub Validation

et p e ID et Stran ense od /Vendor Reagent 1 n Duration seq Marker [/
Gen e / Sequ d, 5'- Stran ifi siR uen Validation
e ci RefS ence, 3 d, 5'- cat NA t Index
e eq 5'-3' 3 io Con Tre
] n cent atm
ratio ent
n
Non M N/A N/A UUC ACG 3 Shanghai Lipofectamine™ 50 24-48 h NG Negative
- o) UCC UGA dT GenePha RNAIMAX nM B control; does
targ u GAA CAC dT rma Co. Transfection Reagent AC not target any
etin s CGU GUU ov Ltd, (cat. no. 13778150; Es known
g e GUC CGG er Shanghai Invitrogen, Thermo oo Mouse gene
cont ACG AGA ha ,China Fisher Scientific, g/
rol UdTd AdTd ng Carlsbad, CA, USA) mL

T T




Age

RA
GE

Age

RA
GE

M Gene

o ID:

u 1159

s 6

¢ NM_
0074
253

M Gene

o ID:

u 1159

s 6

¢ NM_
0074
253

TGC
AGT
TTC

AGC
CTG
GGC

CTG
TCA
GCA
TCA
GGG
TCA

UuGC
AGU
uucC
AGC
CUG
GGC
CdTd

CUG
UCA
GCA
UCA
GGG
UCA
CdTd

GGC
CCA
GGC
UGA
AAC
UGC
AdTd
T
GUG
ACCC
UGA
UGC
UGA
CAGd
TdT

3
dT
dT
ov

er

ov
er

ha
ng

Shanghai
GenePha
rma Co.,
Ltd.,
Shanghai
, China

Shanghai
GenePha
rma Co.,
Ltd.,
Shanghai
, China

Lipofectamine™
RNAIMAX
Transfection Reagent
(cat. no. 13778150;
Invitrogen, Thermo
Fisher Scientific,

Carlsbad, CA, USA)

Lipofectamine™
RNAIMAX
Transfection Reagent
(cat. no. 13778150;
Invitrogen, Thermo
Fisher Scientific,

Carlsbad, CA, USA)

50
nM

50
nM

24-48 h

24-48 h

AG
Es

200
g/

mL

AG
Es

200
g/

mL

Ager

detection by
qPCR; RAGE
detection by

Western blot

Ager

detection by
qPCR; RAGE
detection by
Western blot




kB
ac
tiv
at

or

Age

RA
GE

kB
path
way
react
ivati

on

M Gene

u 1159

NM_
0074
25.3

M N/A

el

Is

GGA
GGA
ACG
TGC
AGA
GCT

N/A

GGA
GGA
ACG
UuGC
AGA
GCU
GdTd

N/A

CAG
CcucC
uGC
ACG
uuC
cucCcC
dTdT

N/A

3
dT
dT
ov

er

ha
ng

N

Shanghai
GenePha
rma Co.,
Ltd.,
Shanghai
, China

MedChe
mExpres
s LLC,
Monmou
th
Junction,

NJ, USA

Lipofectamine™
RNAIMAX
Transfection Reagent
(cat. no. 13778150;

Invitrogen, Thermo

Fisher Scientific,
Carlsbad, CA, USA)
N/A

50
nM

PM

100
nM

24-48 h AG
Es
200
g/

mL

Treated AG
simultaneo  Es +
usly with siR
AGEs or AG

treated E +
before PM
sample A

collection

Ager

detection by
qPCR; RAGE
detection by

Western blot

p-p65/p65
detection by
Western blot;
Rela and Tnf
detection by
gPCR




Note: siNC, negative control siRNA; siAger, siRNA targeting mouse Ager/RAGE; PMA, phorbol 12-myristate 13-acetate. MC3T3-
E1 cells were transfected with siRNA at a final concentration of 50 nM for 24-48 h, followed by treatment with AGEs 200 pg/mL
with or without PMA. Knockdown efficiency was confirmed by qPCR and Western blotting. NF-xB reactivation was verified by

increased p-p65/p65 ratio and downstream Tnf expression.



