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Additional Method 

 

Gene expression analysis for Mmp-9 

Both cell types were treated with TGF- (10 ng/ml) or IL-1 (10 ng/ml) in the presence or 

absence of Canakinumab (5 μg/ml) for 6 hours. Then, whole RNA was extracted using Trizol 

reagent (Invitrogen), following the manufacturer's instructions. Quantity and quality of RNA 

were checked using the Nanodrop spectrophotometer (EuroClone). Total RNA was reverse-

transcribed into cDNA using the reverse transcriptase SuperScript II (Invitrogen). Real Time-

PCR reactions were performed with the ABI-Prism 7500 using Power SYBR Green Master 

Mix 2 (Applied Biosystem) and specific primers for Mmp-9 and Glyceraldehyde-3-phosphate 

dehydrogenase (Gapdh). The primer sequences for Mmp-9 was: Forward 5’- 

CCTGGAGACCTGAGAACCAATC-3’ and reverse 5’- CCACCCGAGTGTAACCATAGC-3’. 

The comparative Ct method (ΔΔCt) was used to quantify gene expression, and the relative 

quantification was calculated as 2-ΔΔCt. The GAPDH gene amplification was used as a 
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reference standard to normalize the target signal. Amplification specificity was controlled by 

melting curve analysis.  

 

 

Additional results 

 

 

Figure S1. Gene expression of Metalloproteinase-9 (Mmp-9) in HK-2. Gene expression of 

Mmp-9 measured by Real Time-PCR in HK-2 cells treated with IL-1 or TGF- with and 

without Canakinumab. Expression levels are normalized to Gapdh. Data are indicated as 

mean±SD of three experiments performed in triplicate. The p value was calculated with the 

t-test. **p<0.001 versus untreated control cells (CTR); °°p<0.01 vs TGF- untreated. 
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Figure S2. Enzymatic activity of MMP-9 in HK-2. (A) Gelatin zymography shows the 

activity of MMP-9 in the conditioned media of HK-2 cells treated for 24 h with TGF- (10 

ng/ml) or IL-1 (10 ng/ml) in the presence or absence of Canakinumab (5 g/ml). (B) The 

histogram represents the densitometric analysis of enzymatic activity of MMP-9 as a 

mean±SD of three experiments. The p value was calculated with the t-test. **p<0.001 versus 

untreated control cells (CTR); °°p<0.01 vs TGF- untreated; ##p<0.01 vs IL-1 untreated. 

 

 

 

 

0

1

2

3

4

5

6

M
M

P
-9

 a
ct

iv
it

y 
(a

rb
it

ra
ry

 u
n

it
s) Untreated

Canakinumab

MMP-9

A

B

** **

°°
##

CTR TGF- IL-1

CTR TGF- IL- CANAK TGF-
+

CANAK

IL-1
+

CANAK



4 
 

 

Figure S3. Gene expression of Metalloproteinase-9 (MMP-9) in LX-2. Gene expression of 

Mmp-9 measured by Real Time-PCR in LX-2 cells treated with IL-1 or TGF- with and 

without Canakinumab. Expression levels are normalized to Gapdh. Data are indicated as 

mean±SD of three experiments performed in triplicate. The p value was calculated with the 

t-test. **p<0.001 versus untreated control cells (CTR); °p<0.05 vs TGF- untreated; #p<0.05 

vs IL-1 untreated. 

 

 

 

Figure S4. Enzymatic activity of MMP-9 in LX-2. Gelatin zymography shows the activity 

of MMP-9 in the conditioned media of LX-2 cells treated for 24 h with TGF- (10 ng/ml) or 

IL-1 (10 ng/ml) in the presence or absence of Canakinumab (5 g/ml). MMP-9 activity was 

not detectable in this cell line. 
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