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Figure S1. Cdk5 siRNA-mediated gene silencing in CRC cells. Representative western blot
images showing Cdk5 protein expression after Cdk5 silencing (siCdk5) in HT29, LoVo, DiFi and
HCT116 cells (A) and in SW48 KRAS WT and SW48 KRAS G12D cell lines (B). Alpha-tubulin was

used as endogenous control. siNTC= control cells.
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Figure S2. Effect of Cdk5 siRNA-mediated gene silencing on HCT116 cell proliferation and HT29
and LoVo colony formation. Representative images and corresponding graphs of HT29 (A) and
LoVo (B) colony formation, results were obtained from at least three independent experiments.

*p-value < 0.05.
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Figure S3. Kaplan-Meyer analysis of OS and PFI depending on Cdk5 expression and KRAS
mutational status (A) OS in 98 stage II CRC patients split by the median of Cdk5 expression
(cohort B). (B) OS in 37 non-treated stage III CRC patients split by the median of Cdk5 expression
(cohort C) (C) PFI in the TCGA-COAD including 473 stage I-IV CRC patients split by the median
of Cdk5 expression (cohort F) (D) OS in the TCGA-COAD including 473 stage I-IV CRC patients
split by the median of Cdk5 expression (cohort F). (E) OS for 72 stage II CRC patients with WT
Kras and split by the median of Cdk5 expression. (F) OS for 26 stage II CRC patients with mutated
Kras and split by the median of Cdk5 expression (cohort B).
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Figure S4. EMT-related enriched hallmark correlations with Cdk5 expression. Box plots
representing EMT-related enriched hallmark correlations with Cdk5 expression obtained by
GSEA overlap in stage II CRC patients (cohort B). The three quartiles are represented in the box,
and the extreme lines represent the maximum and minimum values, while the median is
represented by a thicker line.



1.00

o o
@ ~
S a

Overall survival
5

1.00

° o
@ o
g 5

Overall survival
5

0.00

Progression free interval
I A

3
2
S

=)
5

=]
e
o

Progression free interval
o °
[ o

I=4
=)
3

CMS1 CMS2
1.00
E 0.75:
>
oy
I —
a 0.50
=
1
2 o2
=~ CDKS Low Q —~ CDKS Low
== CDKS High =~ CDKS High
p-value= 0.158 oo p-value= 0.446
50 100 150 0 50 100 160
Time (months) Time (months)
CMS3 CMS4
1.00
=
.2 0.75:
Y
)
5
» 0.50
"
E
]
» 025
—+ CDK5 Low Q =~ CDKS Low
—= CDK5 High ~~ CDKS High
p-value= 0.377 0.00 p-value= 0.850
50 100 150 0 50 100 150

Time (months)

CMS2

—~ CDKS5 Low
=~ CDKS High

p-value= 0.760

Progression free interval

1

0.

00

75

Time (months)

CMS3

|-
1

—+ CDKS Low
=~ CDK5 High

p-value= 0.668

50 100
Time (months)

150

@

CMS4

=+~ CDKS Low
~~ CDKS High

[

p-value= 0.794

50 100
Time (months)

150

Progression free interval

1.00

e
o
@

o
3

o
]
&

o
8

IS

50 100
Time (months)

150

All stages

0 Strata

-+ CMS1
— -+ CMs2
== CMS3
-~ CMS4

p-value= 0.0052

0 50 100
Time (months)

150

Figure S5. Kaplan—-Meyer analysis of OS and PFI depending on Cdk5 expression and CMS group.
(A) OS in the TCGA-COAD including stage I-IV CRC patients classified according to the CMS
group. CMS1, n=78; CMS2, n =159; CMS3, n =55; and CMS4, n=110. In all groups, patients were
split according to the median of Cdk5 expression (cohort F). (B) PFI in the TCGA-COAD CMS2
(n =159), CMS3 (n = 55), and CMS4 (n = 110) subgroups; patients were split according to the
median of Cdk5 expression (cohort F). (C) PFI in the TCGA-COAD including 473 stage I-IV CRC
patients according to their classification into four CMS groups (cohort F).
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Figure S6. Images displaying non-cropped western blots from Figures 1B, 3A, and S1.



