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SUPPLEMENTARY METHODS
Primary Myoblast Culture

Primary myoblasts were harvested from Pax7'“"*cR72/ROSA26-5-1Tomat mice by
dissecting out the hind limb muscles. Tissue was minced to a fine paste and then
mixed with 2% w/v collagenase Il (Gibco 17101-015) in F12 media and digested
with rotation for 1 hour at 37° C. Digested sample was triturated with an 18G
needle, returned to rotate/incubate for 15 minutes, and triturated again. The
collagenase reaction was quenched with F12+15% horse serum, 1%
penicillin/streptomycin and then filtered through 100, 70 and 40 pm cell strainers
(Fisher 22363547). Resultant suspension was run through satellite cell negative
isolation columns (Miltenyi Biotech 130-042-401) and flow through was plated on
0.1% gelatin-coated coverslips. Satellite cells were grown in DMEM/F12 20%
fetal bovine serum, 10% horse serum, 1% penicillin/streptomycin, 1% chick
embryo extract, 0.1% amphotericin B and FGF (1:5000) for 4 days until cells
were adhered. On the 4" day, cultures were switched to LC-CM and allowed to
grow for 48 hours until clone sizes on the coverslip were at 64-128 cell stage.
Cells were treated with EdU for 2 hours prior to fixing. Coverslips were fixed and
stained for Myogenin and EdU as described previously.

Reverse phase protein array (RPPA) analysis

C2C12 cells were treated with CXCL1 (as in figure 2) and protein lysates were
prepared 6h post-treatment according to instructions from the MD Anderson
Functional Proteomics Core Facility
(https://www.mdanderson.org/research/research-resources/core-
facilities/functional-proteomics-rppa-core/getting-started.html). Protein lysates
were quantified by BCA prior to analysis. Bioinformatics analyses were
performed using Gene Cluster 3.0
(http://bonsai.hgc.jp/~mdehoon/software/cluster/) and visualized using Java
TreeView (http://jtreeview.sourceforge.net/). Interaction networks and pathway
analyses were performed in STRING (https://string-db.org/).



Supplementary Figure S1

Control 307P-CM 531LN2-CM

Control 307P CM 531LN2 CM
% Myogenin* Cells: 33.22 = 5.24 % Myogenin* Cells: 16.09 = 3.58 % Myogenin* Cells: 17.08 = 7.23
Control 307P CM 531LN2 CM

¢ 6

% Edu* Cells: 31.25 = 12.31 % Edu* Cells: 22.80 =7.23 % Edu* Cells: 12.93 = 3.73

Q



Supplementary Figure S1. Tumor-derived factors impair myogenic
progression of primary myoblast cell cultures. (A) Representative images
of primary myoblasts from Pax7iCeERT2/ROSA26LSL-tdTomato myjce treated with
control (primary myoblast growth media), 531LN2 LC-CM, or 307P LC-CM
media and stained/imaged to detect total Pax7+ cell number, Edu+ cell
abundance, and Myogenin expression. (B) Pie graphs depicting the fraction of
Myogenin+/- (top) or Edu+/- (bottom) cells within the Pax7+/tdTomato+
population. Myogenin levels were significantly lower in both LC-CM treatments
as compared to control (p < 0.05 using a two-tailed paired t test). 5-7
representative fields quantified for each biological replicate (control, 307P:
N=5; 531LN2: N=3) and at least 100 cells were quantified for each biological
replicate.
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Supplementary Figure S2. Tumor-derived factors impair myogenic
progression of primary myoblast cell cultures. (A) Heatmap depicting
selected down regulated proteins in CXCL1- treated C2C12 cultures as
determined by reverse phase protein array (RPPA) analyses. (B) STRING-
generated protein interaction network of down-regulated proteins from (A). (C)
A graph depicting log-transformed false discovery rate values of top KEGG
annotated “signaling pathways”.
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Supplementary Figure S3. Tumor-derived factors promote cxc/7T mRNA
expression in muscle cells. (A) C2C12s were cultured for 4d in growth media
as exposed to a control growth media or 531LN2 conditioned growth media for
an additional 24h. Shown is a graph of cxc/T mRNA expression as determined
by qRT-PCR. (B) C2C12s were cultured for 4d in differentiation media as
exposed to a control differentiation media or 531LN2 conditioned differentiation
media for an additional 24h. Shown is a graph of cxc/T mRNA expression as
determined by qRT-PCR. Error bars represent the SD of n=3 experimental
replicates.
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Supplementary Figure S4. Tumor-bearing mice exhibit elevated CD45+
cells in hindlimb muscle. (A) Representative flow cytometry plots depicting
CD45 cell abundance in control (top row) and 531LN2 tumor-bearing mice
(bottom row). (B) A bar graph of CD45+ cell abundance (% of PInegative) jn
control and tumor-bearing mice. Error bars represent the SD of n=5 mice.



Supplementary Table 1

List of normalized RPPA values (control vs CXCL1; SD=std deviation)
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