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Supplementary Fig 1. Validation of Fn1 knockout and phenotypic characterization of Fn1‑knockout HCC cells. (A): Schematic representation of four sgRNAs target sites within the mouse Fn1 genome. (B-D): Validation of Fn1 knockout in Hepa1-6 cells transfected with plasmids expressing sgRNA combinations: sgFn1(1+3), sgFn1(1+4), sgFn1(2+3), sgFn1(2+4), sgFn1(3+4), or empty vector (PX458). Cells were harvested 48 hours post-transfection for genomic DNA and protein analysis. (B) PCR amplification of genomic DNA using Fn1-specific primers (F-R). (C) Western blot analysis of Fn1 expression in cells transfected with sgFn1(1+4), sgFn1(2+4), or PX458. (D) Sanger sequencing chromatogram of the PCR product. (E) Independent validation of Fn1 knockout in H2.35 cells transfected with sgFn1(1+4) via PCR, Sanger sequencing, and Western blot. (F) CCK-8 proliferation assay of four independent Fn1-KO Hepa1-6 cell clones. (G, H) Representative images of colony formation, migration, and invasion assays. (I) Quantitative analysis of colony formation ability.(J) Quantitative analysis of cell migration and invasion.(K) CCK-8 proliferation analysis of WT and Fn1-KO Hepa1-6 cells treated with collagen type I or PBS (n=4). (L, M) Fn1 overexpression in Fn1‑knockout Hepa1‑6 cells. (L) Western blot verification of exogenous Fn1 expression. (M) CCK‑8 proliferation assays in wild‑type (WT) Hepa1‑6 cells, two independent Fn1‑knockout clones (#5 and #13), and their corresponding Fn1‑overexpressing rescue clones (#5 (Fn1‑OE) and #13 (Fn1‑OE) ), OE: over expression. Data are presented as mean ± SD. Statistical significance was determined by two-way ANOVA (F, K, M) or Student’s t-test (I, J).** P < 0.01, *** P < 0.001, **** P < 0.0001. 
image1.tiff
A D Hepa 1-6 cells transfected with sgFn1 (1+4)
990 bp 1290 bp 5"...GGACCTACCTAGGCA........ooovvvirrrinnnn. TACAAGATTGGC..3'

L

F sgRNAT sgRNA2 sgRNA3 sgRNA4 R
— «—

Hepa 1-6 cells transfected with sgFn1 (2+4)
CTACAAGATTGG...3'

’

-~ ’

TGGAGGAAGCCG GGG{GATTGG

Hepat-6 5'...GAAGCCGGGGTTTT.

H2.35 cells transfected with sgFn1 (1+4)
H2.35
5...GGACCTACCTAGG..........ccceuoeune, ...AAGATTGGCGAC...3’ (\x‘x\
R N

S
O &
I
K

4

OD value (450nm)
- N w S (9]
S I [ I —
e
&3
*ok Rk
OD value (450nm)
- N w [$,]
+ e
ok kk

o
=
e

o

2 3

Time (days) Time (days)

—o—WT:
—& #19

Migration

#5 #13 #18 #19
iR

OD value (450nm)
© = = N N
r ¢ ¢ 9 9
*
\\ag
| -
%k okk
OD value (450nm)
- N w £ (9]
Invasion

Time (days) Time (days)

J * %

=
o
(2]
?
*
*
*

3

cells per field
cells per field

= =}
$1.0 !0

IS
Q
33
=}

I

N

T

[a]
o 0.5 0.5

The number of migrated
The number of invasive

o
oo T————— 0.0
012345 %09 T 23 7¢% 012 545

N
?

The number of colonies/well
)

* %
Hrk e
150 **
Fkk WT #5 #13
*
0] *xx ki _.3.07 -+-collagen- * 2 57 = collagen ¥ 2.5+ collagen %
* —~ P
K . °e E2s =PBS :|* E - PBS ]: EZO = PBS 1§
0 & 100 el 320 52.0 =
S $15 215
0 . 215 P g1 0
21.

0 04 time(days) time(days) time(days)
WT #5#13 #18#19 WT #5 #13#18 #19 O"TWT #5 #13 #18#19
Hepa1-6 4.0 o WT] % . 407 o wr :| 3
* *
QO QO - o#s X ¥ = - #13 X x
i) '\'O S 3.0 * E 3.0 - *
@\\ & 3 - #5 (Fn1-OE) g > | & #13(Fn1-0E)
o N 3 K4
W #5 # #13 ¥ 2 50 3 201
FN1 ' ' ' 263kDa 7 s
O 1.0 S 1.0
B-actin )— -| 0.0 T T T T L 0.0 T T T T T
— — — 42kDa 0 1 2 3 4 0 1 2 3 4

Time(days) Time(days)




