Inhibition of Autotaxin Sensitizes Colon Cancer to Radiation by Suppressing
LPAR2-AKT Survival Signaling

Yingnan Zhang'!, Yuanyuan Chen', Wenwen Guo', Yaru Guo', Shengcheng Yao?*,
Xiaojin Wu® '*.
! Xuzhou first People's Hospital, The Affiliated Xuzhou Municipal Hospital of Xuzhou
Medical University, Xuzhou, 221112, China.
2 The Affiliated Hospital of Xuzhou Medical University, Xuzhou, 221002, China.
3 XuZhou Central Hospital. Xuzhou, 221009, China.
* Corresponding authors:
Shengcheng Yao, The Affiliated Hospital of Xuzhou Medical University, 99 Huaihai
West Road, Xuzhou, 221004, China. E-mail: surgeony@126.com. ORCID: 0009-0007-
6885-145X
Xiaojin Wu, Xuzhou Central Hospital, 199 Jiefang South Road, Xuzhou, 221009,
China. E-mail: xiaojinwuxz2014@163.com. ORCID: 0009-0003-9081-8438

This PDF file includes:

Supplementary figures

Raw uncropped labelled western blots

Mycoplasma testing and STR authentication for cell lines.
Primer sequences


mailto:surgeony@126.com

o
=
[}
W
@

300
E600{ -
E) =5
£ 100
x
-3 200 ;E.
0 T T
Ctrl HA130

o
(2}

§ HCT116 8 SWa480
‘| w
@y N e Ctrl 840, KAk ¢ Ctrl
5 =, e RT 5 g * RT
X6 b
< g 6
=
z4 ¥ 4
E, E
2 2
50 £ 0
= o NN N N A A
2 g & E

Figure S1 ATX promotes colon cell growth through LPAR2-AKT activation. (a)
MC38 cells were cultured with or without HA130 (50 nM). Then LPA level was
measured by ELISA. (b-c) LPAR1-6 mRNA levels in HCT116, and SW480 cells were
determined by RT-qPCR. Differences between two groups were assessed by an
unpaired Student's t-test. *P < 0.05, **P < 0.01, ***P <0.001.
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Figure S2. ATX-LPAR?2 blocking enhances radiosensitivity in colon cancer cells in
vitro. (a) ATX expression was measured by Western blot in HCT116 and SW480 cells
with or without ATX knockdown. (b) MC38 cells were irradiated with a dose of 6 Gy,
with or without HA130 (50 nM) administration. ATX level was measured by ELISA in
supernatants. (c) LPA level was measured by ELISA in supernatants. (d) p-AKT
expression was measured by Western blot. (e) The proliferation was measured by CCK-
8 assay. (f) MC38 cells were irradiated with a dose of 6 Gy, with or without HA130 (50
nM,). After 48 hours, apoptosis was measured using the TUNEL apoptosis assay kit. (g)
LPAR2 expression was measured by Western blot in HCT116 and SW480 cells with or
without LPAR2 knockdown. (h) MC38 cells were irradiated with a dose of 6 Gy, with



or without H2L5186303 (H2L5, 18 nM) administration. p-AKT expression was
measured by Western blot (i) Then the proliferation was measured by CCK-8 assay. (j)
MC38 cells were irradiated with a dose of 6 Gy, with or without H2L5 (18 nM,). After
48 hours, apoptosis was measured using the TUNEL apoptosis assay kit. All data are
expressed as the mean £ SEM (n = 3-4). Multiple groups were analyzed by one-way
ANOVA with Tukey's post hoc test. **P < 0.01, ***P < (0.001.



Raw uncropped labelled western blots
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Mycoplasma testing
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STR authentication for cell lines
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Supplementary Table 1. Sequences of primer sets used in qRT-PCR

Gene Sequence (5'-3")
hATX Fwd 5-AGGCAGTTCCATTCCTGTTC-3'
hATX Rev 5-AGGCTGGTGAGATGTTCAAT-3'
mATX Fwd 5-TCCTCCCTATCTGAGCTCTTC-3'
MATX Rev 5-GGTGATGATGCTGTAGTAGTGG-3'
hLPA1 Fwd 5-GGCTATGTTCGCCAGAGGACTAT-3'
hLPA1 Rev 5-TCCAGGAGTCCAGCAGATGATAA-3'
hLPA2 Fwd 5'-CAGCCTGGTCAAGACTGTTGT-3'
hLPA2 Rev 5-TGCAGGACTCACAGCCTAAA-3'
hLPA3 Fwd 5-ACGGTGATGACTGTCTTAGGG-3'
hLPA3 Rev 5'-CACCTTTTCACATGCTGCAC-3'
hLPA4 Fwd 5'-AAAGATCATGTACCCAATCACCTT -3'
hLPA4 Rev 5-CTTAAACAGGGACTCCATTCTGAT -3'
hLPA5 Fwd 5'-ATGTTAGCCAACAGCTCCTCAACC-3'
hLPA5 Rev 5'-GCCAGTGGTGCAGTGCGTAGTA-3'
hLPAG6 Fwd 5'-GGTAAGCGTTAACAGCTCCCACT-3'
hLPAG6 Rev 5-TTTGAGGACGCAGATGAAAATGT-3'
hp-Actin Fwd 5-TGAAGTGTGACGTGGACATA-3'
hB-Actin Rev 5-GGAGGAGCAATGATCTTGAT-3
mf-Actin Fwd 5-GTGACGTTGACATCCGTAAAG-3

mp-Actin Rev

5-GCCGGACTCATCGTACTCC-3'




