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Appendix Figures

Appendix Figure S1.

A) Non-compartmental analysis of single dose AR-42 pharmacokinetics in mouse. Parameters
were derived as outlined in the Materials and Methods section. B) AR-42 dose-response.
Starting six days after C-26 cell injection, animals received vehicle or AR-42 orally at 1 (n=8), 3
(n=8), 10 (n=13) or 20 mg/kg (n=6) daily or 50 mg/kg (n=5) every other day for 13 days.
Individual animal gastrocnemius weights are presented as a percentage of tumor-free control
muscle weight. Dashed reference line (100%) represents the mean tumor-free gastrocnemius
mass, solid line represents non-linear fit of dose-response data. C) AR-42’s in vitro human
HDAC isoform inhibition profile. HDAC activity of recombinant human HDAC enzymes was
determined in the presence of 1 yM AR-42 as outlined in the Materials and Methods.

Appendix Figure S2.

Study 1 (male; n=20) and Study 3 (female; n=43) C-26 tumor volumes. Terminal tumor volume
comparisons between Study 1 and Study 3. Statistics: ns, no significant between-study
differences in tumor volumes. Student’s t-test of combined tumor volumes (Study 1 versus
Study 3). ns, no significant differences among treatment groups within each study, one-way
ANOVA followed by Tukey’s multiple comparison test. Individual p-values displayed in tables.

Appendix Figure S3.

Study 4, tumor-bearing male mice receiving AR-42 (10 mg/kg, oral gavage; n=9), TFM-4AS-1
(10 mg/kg, subcutaneous; n=10), Combination of AR-42 and DHT (10 mg/kg oral gavage and 3
mg/kg subcutaneous, respectively; n=10), Combination of AR-42 and TFM-4AS-1 (10 mg/kg,
both, n=9) or Vehicle (n=6) and tumor-free mice receiving vehicle (n=6) were treated daily for
12 days starting 6 days post-injection of C-26 cells. A) Tumor volume comparisons between
Day 8 and Day 16 post-C-26 cell injection. Statistics: Individual p-values displayed in tables; ns,
no significant differences; one-way ANOVA followed by Tukey’s multiple comparison test. B)
Androgen receptor western blot of C-26 and LLC tumor tissue and associated source cells.
Mouse prostate tissue was analyzed as a positive control. C) C-26 cell viability was determined
after 48 hours of treatment with DHT or GTx-024 at concentrations of up to 10 uM. Data in
panels A and C are presented as means £ SD.

Appendix Figure S4.

Study 4, Terminal epididymal fat pad mass from mice in Study 4 treated as described in
Appendix Figure S7. Statistics: V, T, A indicate statistically significant differences versus tumor-
bearing vehicle-treated, tumor-bearing TFM-4AS-1-treated and tumor-bearing AR-42-treated
groups, respectively. Individual p-values displayed in tables, one-way ANOVA followed by
Tukey’s multiple comparison test. Data are presented as means + SD.



Appendix Figure S5.

Western blot analysis of AR in gastrocnemius muscles from representative mice in Study 1.
Black circle — tumor-free, blue square — tumor-free/GTx-024, black triangle — tumor-bearing,
blue diamond — tumor/GTx-024, red triangle — tumor/AR-42, green circle — tumor/combo.

Appendix Figure S6.

A) Genes differentially regulated in gastrocnemius muscle by 50 mg/kg AR-42 treatment relative
to C-26 tumor-bearing vehicle-treated controls from Tseng et al. intersected with genes
differentially regulated in quadriceps muscle from both severe and moderately wasting C-26
tumor-bearing mice relative to tumor-free controls from Bonetto et al. B) Canonical pathway
analysis using GSEA of the 147 overlapping genes from A.

Appendix Figure S7.

Western blot analysis of phospho(p)STAT3 in gastrocnemius muscles from representative mice
treated in Study 1. This data is a replicate blot generated from the samples used in Figure 6B.
tSTATS3, total STAT3.

Appendix Figure S8.
Principle Component Analysis plots of Study 1 RNA-seq samples utilized for subsequent
analyses.

Appendix Figure S9.

Standard volcano plots from RNA-seq analyses of Study 1 gastrocnemius muscles showing A)
DEGs for tumor-bearing (cachectic) GTx-024-treated (Cx+GTx-024) mice versus tumor-free
controls (colored red), and B) DEGs for tumor-bearing AR-42-treated (Cx+AR-42) mice versus
tumor-free controls (colored red). Log2-transformed fold change (FC) in expression is plotted on
the x-axis and -log10 transformed Benjamini-Hochburg adjusted p-values are plotted on the y-
axis.

Appendix Figure $10.

Enrichment plots of the STAT3 gene set for each treatment group versus tumor-bearing control
comparisons. Tumor-free control (black checkered), GTx-024-treated tumor-free (blue
checkered), GTx-024-treated tumor-bearing (blue), AR-42-treated tumor-bearing (red) and
Combination-treated tumor-bearing (green).



Appendix Figure S11.

Enrichment plots of the ATF-1 gene set for each treatment group versus tumor-bearing control
comparisons. Tumor-free control (black checkered), GTx-024-treated tumor-free (blue
checkered), GTx-024-treated tumor-bearing (blue), AR-42-treated tumor-bearing (red) and
Combination-treated tumor-bearing (green).

Appendix Figure $12.

A) Genes differentially regulated 4-fold or greater in gastrocnemius muscle by 50 mg/kg AR-42
treatment relative to tumor-bearing vehicle-treated controls from Tseng et al. intersected with
genes differentially regulated 2-fold or greater in gastrocnemius muscle by 10 mg/kg AR-42
treatment relative to tumor-bearing controls from Study 1. B) Scatter plot of the 209 overlapping
genes identified in (A). C) Canonical pathway analysis using the 147 overlapping genes
identified in (A).

Appendix Figure S13.

Standard volcano plot from RNA-seq analyses of Study 1 gastrocnemius muscles showing
DEGs for GTx-024-treated tumor-free controls versus vehicle-treated tumor-free controls
(colored red). Log2-transformed fold change (FC) in expression is plotted on the x-axis and -
log10 transformed Benjamini-Hochburg adjusted p-values are plotted on the y-axis.

Appendix Figure $14.

Overlapping genes among leading-edge subsets from the enrichment analysis of the Ctnnb1
gene set presented in Figure 8 were identified. The comparisons performed were among GTx-
024-treated tumor-free mice (GTx-024, Tumor Free; GTx), tumor-bearing mice (Cachexia; Cx)
and A) GTx-024-treated tumor-bearing mice (GTx-024, Tumor Bearing; GTB), B) AR-42-treated
tumor-bearing mice (AR-42, Tumor bearing; ATB), C) Combination-treated tumor-bearing mice
(Combo, Tumor Bearing; CTB). In each case, the directionality of regulation compared to
tumor-free controls is designated by arrows.

Appendix Figure $15.

Heat map of DEGs within the Ctnnb1 gene set (mean z score). Tumor-free control (black
checkered), GTx-024-treated tumor-free (blue checkered), tumor-bearing control (black), GTx-
024-treated tumor-bearing (blue), AR-42-treated tumor-bearing (red) and Combination-treated
tumor-bearing (green).



Appendix Tables

Appendix Table S1A-D (related to Figure 1): p-values from statistical
comparisons. One way ANOVA followed by Tukey’s multiple comparison test.
A. Terminal Body Weight (Figure 1C)

Tumor Free Tumor Bearing
p-values
Veh GTx-024 | Veh(V) | GTx-024(G) | AR-42(A) | Combo
Veh 0.9523 0.0022 0.0006 0.3525 >0.9999
Tumor Free
GTx-024 0.9523 0.0003 <0.0001 0.08 0.957
Veh (V) 0.0022 0.0003 0.997 0.2572 0.0037
Tumor | GTx-024(G) | 0.0006 | <0.0001 0.997 0.1096 0.0011
Bearing AR-42 (A) 0.3525 0.08 0.2572 0.1096 0.4089
Combo >0.9999 0.957 0.0037 0.0011 0.4089
B. Tumor Volume (Figure 1D)
Tumor Bearing
p-values
Veh (V) | GTx-024 (G) AR-42 (A) | Combo
Veh (V) 0.9167 0.94 0.7914
Tumor || GTx-024 (G) | 0.9167 0.9998 0.9917
Bearing AR-42 (A) 0.94 0.9998 0.9837
Combo 0.7914 0.9917 0.9837
C. Gastroc Mass (Figure 1E)
Tumor Free Tumor Bearing
p-values
Veh GTx-024 Veh (V) GTx-024(G) | AR-42(A) | Combo
Veh 0.5108 0.0872 0.04%9 0.8541 0.9966
Tumor Free|
GTx-024 0.5108 0.0016 0.0008 0.0846 0.8341
Veh (V) 0.0872 0.0016 0.9998 0.6137 0.0424
Tumor GTx-024 (G) 0.0439 0.0008 0.9938 0.4605 0.024
Bearing AR-42 (A) 0.8541 0.0846 0.6137 0.4605 0.6309
Combo 0.9966 0.8341 0.0424 0.024 0.6309
D. Quadriceps Mass (Figure 1F)
Tumor Free Tumor Bearing
p-values
Veh GTx-024 Veh (V) | GTx-024(G) | AR-42(A) Combo
Veh 0.3151 0.1604 0.0034 0.7106 >0.9999
Tumor Free
GTx-024 0.3151 0.0015 <0.0001 0.0219 0.3545
Veh (V) 0.1604 0.0015 0.5922 0.9042 0.2015
Tumor GTx-024 (G) | 0.0034 <0.0001 0.5922 0.1207 0.0056
Bearing AR-42 (A) 0.7106 0.0219 0.9042 0.1207 0.7563
Combo >0.9999 0.3545 0.2015 0.0056 0.7563




Appendix Table S2A-D (related to Figure 2): p-values from statistical comparisons. One
way ANOVA followed by Tukey’s multiple comparison test.
A. Terminal Body Weight (Figure 2A)

Tumor Free Tumor Bearing
p-values

Veh GTx-024 | Veh (V) | GTx-024(G) | AR-42 (A) | Combo
Tumor Veh 0.9986 | <0.0001 <0.0001 <0.0001 | 0.0116
Free GTx-024 0.9986 <0.0001 <0.0001 <0.0001 | 0.0033
Veh (V) <0.0001 | <0.0001 0.9998 0.2062 0.0017
Tumor | GTx-024(G) | <0.0001 | <0.0001 | 0.9998 0.0722 0.0002
Bearing | AR-42 (A) | <0.0001 | <0.0001 | 0.2062 0.0722 0.3422

Combo 0.0116 0.0033 0.0017 0.0002 0.3422

B. Gastroc Mass (Figure 2B)

Tumor Free Tumor Bearing
p-values "

Veh | GTx-024 | Veh (V) GTE‘GC;“ AR-42 (A) | Combo
Tumor Veh 0.5864 | <0.0001 | <0.0001 0.0068 0.0158
Free GTx-024 0.5864 <0.0001 | <0.0001 | <0.0001 | <0.0001
Veh (V) <0.0001 | <0.0001 0.9871 0.0933 0.0442
Tumor | GTx-024(G) | <0.0001 | <0.0001 0.9871 0.0085 0.0031
Bearing AR-42 (A) 0.0068 | <0.0001 0.0933 0.0085 0.9993

Combo 0.0158 | <0.0001 0.0442 0.0031 0.9993

C. Quadriceps Mass (Figure 2C)

Tumor Free Tumor Bearing
p-values

Veh | GTx-024 | Veh (V) |GTx-024(G) | AR-42 (A) | Combo
Tumor Veh 0.9961 | <0.0001 <0.0001 <0.0001 | 0.0009
Free GTx-024 0.9961 <0.0001 <0.0001 <0.0001 | 0.0002
Veh (V) <0.0001 | <0.0001 0.9977 0.1 0.0045
Tumor || GTx-024(G) | <0.0001 | <0.0001 | 0.9977 0.0166 0.0003
Bearing | AR-42 (A) | <0.0001 | <0.0001 0.1 0.0166 0.7894

Combo 0.0009 0.0002 0.0045 0.0003 0.7894

D. Grip Strength (Figure 2D)

Tumor Free Tumor Bearing
p-values .

Veh GTx-024 | Veh (V) GT;(GE))M AR-42 (A) | Combo
Tumor Veh 0.2964 0.177 0.8912 0.9941 0.3545
Free GTx-024 0.2964 0.0005 0.0158 0.4868 0.9996
Veh (V) 0.177 0.0005 0.6028 0.0278 0.0003
Tumor | GTx-024(G) | 0.8912 0.0158 0.6028 0.4645 0.0133
Bearing AR-42 (A) 0.9941 0.4868 0.0278 0.4645 0.5762

Combo 0.3545 0.993%6 0.0003 0.0133 0.5762




Appendix Table S3A-D (related to Figure 3): p-values from statistical comparisons. One
way ANOVA followed by Tukey’s multiple comparison test.
A. Terminal Bodyweight (Figure 3A)

Tumor Free Tumor Bearing
p-values

Veh Veh (V) | GTx-024 (G) | AR-42 (A) | Combo
Tumor Freeg) Veh 0.0224 0.653 0.3737 0.9461
Veh (V) 0.0224 0.2304 0.487 0.0002
Tumor | GTx-024(G) | 0.653 0.2304 0.9846 | 0.0977
Bearing | AR-42 (A) 0.3737 0.487 0.9846 0.0233

Combo 0.9461 0.0002 0.0977 0.0233

B. Gastroc Mass (Figure 3B)

Tumor Free Tumor Bearing
p-values

Veh Veh (V) |GTx-024 (G) | AR-42 (A)| Combo

Tumor Free Veh 0.0066 0.6483 0.0772 0.827
Veh (V) 0.0066 0.0802 0.7778 | <0.0001

GTx-024 (G) 0.6483 0.0802 0.5639 0.039

Tumor Bearing
AR-42 (A) 0.0772 0.7778 0.5639 0.0004
Combo 0.827 <0.0001 0.039 0.0004

C. Quadriceps Mass (Figure 3C)

Tumor Free Tumor Bearing
p-values
Veh Veh (V) |GTx-024(G) | AR-42 (A) | Combo
Tumor Free Veh 0.0129 0.3377 0.2743 0.5912
Veh (V) 0.0129 0.388 0.5257 | <0.0001
GTx-024 (G) 0.3377 0.388 0.9997 0.0014
Tumor Bearing

AR-42 (A) 0.2743 0.5257 0.9997 0.001

Combo 0.5912 <0.0001 0.0014 0.001

D. Grip Strength (Figure 3D)

Tumor Free Tumor Bearing
p-values

Veh Veh (V) | GTx-024(G) | AR-42 (A) | Combo

Tumor Free Veh 0.0011 0.0137 0.484 0.991
Veh (V) 0.0011 0.8763 0.0248 | <0.0001

GTx-024 (G) 0.0137 0.8763 0.2391 0.0003

Tumor Bearing
AR-42 (A) 0.484 0.0248 0.2391 0.0952
Combo 0.991 <0.0001 0.0003 0.0952




Appendix Table S4A-D (related to Figure 4): p-values from statistical comparisons. One
way ANOVA followed by Tukey’s multiple comparison test.
A. Terminal Bodyweight (Figure 4A)

values Tumor Free Tumor Bearing
P Veh Veh (V) |TFM-4AS-1(T)| AR-42 (A) | TEM/AR-42 | DHT/AR-42
T:rrzgr Veh 0.0038 0.0479 0.068 | 0.7242 | >0.9999
Veh (V) 0.0038 0.8694 0.8391 | 0.0755 | 0.0004
. TEM-4AS-1(T)| 0.0479 | 0.8694 >0.9999 | 0.50858 | 0.0092
B:a“;'i‘r’]; AR-42 (A) 0.0681 | 0.8391 | >0.9999 0.598 0.0159
TFM/AR-42 | 0.7242 | 0.0755 0.5085 0.598 0.4998
DHT/AR-42 | >0.9999 | 0.0004 0.0092 0.0159 | 0.4998

B. Gastroc Mass (Figure 4B)

| Tumor Free Tumor Bearing
p-vaiues Veh | Veh (V) |TFM-4AS-1 (T)|AR-42 (A) TFM/AR-42|DHT/AR-42

Tumor Free Veh 0.0011 | 00031 | 0.0609 | 0.2755 | 0.7767
Veh (V) 0.0011 09966 | 0.6082 | 0.1752 | 0.0135
TFM-4AS-1(T)| 0.0031 | 0.9966 0.8566 | 0.3643 | 0.0387
Tumor Bearing| AR42(A) | 0.0609 | 0.6082 | 0.8566 0.9634 | 0.4518
TFM/AR-42 | 0.2755 | 0.1752 | 0.3643 | 0.9634 0.9147

DHT/AR-42 | 0.7767 | 0.0135 | 00387 | 0.4518 | 0.9147

C. Quadriceps Mass (Figure 4C)

Tumor Free Tumor Bearing
p-values Veh | Veh (V) |TFM-4As-1 (T)]AR-42 (A) TFM/AR-42 | DHT/AR-42

Tumor Free Veh <0.0001| <0.0001 | 0.0015 | 0.0115 | 0.0468
Veh (V) | <0.0001 0.8818 | 0424 | 0.1024 | 0016
TFM-4As-1(T)| <0.0001 | 0.8818 0.9582 | 0.5776 | 0.1848
Tumor Bearing| AR-42(A) | 0.0015 | 0.424 0.9582 0.9699 | 0.6819
TFM/AR-42 | 0.0115 | 0.1024 | 05776 | 0.9699 0.9838

DHT/AR42 | 0.0468 | 0.016 0.1848 | 0.6819 | 0.9838

D. Grip Strength (Figure 4D)

Tumor Bearing
p-values
Veh (V) |TFM-4AS-1 (T) | AR-42 (A) | TFM/AR-42 | DHT/AR-42

Veh (V) 0.9582 0.9663 0.0347 0.9999
TFM-4AS-1(T) | 0.9582 0.6617 0.0044 0.9104
Tumor Bearing| AR-42 (A) 0.9663 0.6617 0.1486 0.9854
TFM/AR-42 0.0347 0.0044 0.1486 0.0412

DHT/AR-42 0.9999 0.9104 0.9854 0.0412
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Appendix Table S5A-B (related to Figure 5): p-values from statistical comparisons. One
way ANOVA followed by Dunnett’'s multiple comparison test.
A. Cachexia-associated markers (Figure 5A)

Tumor Free Tumor Bearing

-values (Atrogin-1
P ( gin-1) Veh GTx-024 | Veh (V) | GTx-024 (G) | AR-42 (A) | Combo

Veh

Tumor Bearing V) <0.0001 <0.0001 0.4099 0.0003 <0.0001

Tumor Free Tumor Bearing

p-values (MuRF-1)
Veh GTx-024 | Veh (V) | GTx-024 (G) | AR-42 (A) | Combo

Veh

Tumor Bearing V) <0.0001 <0.0001 0.4863 <0.0001 | <0.0001

Tumor Free Tumor Bearing
p-values (CEPBS)

Veh GTx-024 | Veh (V) | GTx-024 (G) | AR-42(A) | Combo

Veh

Tumor Bearing (V) <0.0001 <0.0001 0.9377 0.0478 0.0002

B. Androgen receptor (Figure 5B)

Tumor Free Tumor Bearing
p-values Veh
Veh GTx-024 (V) GTx-024 (G) | AR-42 (A) | Combo
Tumor Bearing || Veh (V) 0.5444 | 0.9984 0.5631 0.8676 0.3182

11



Appendix Table S6A-B (related to Figure 6): p-values from statistical comparisons. One
way ANOVA followed by Tukey’s multiple comparison test.
A. Spleen Mass (Figure 6D)

values Tumor Free Tumor Bearing
P Veh GTx-024 | Veh (V) [GTx-024 (G)|AR-42 (A)| Combo
Veh >0.9999 | 0.0003 <0.0001 <0.0001 | <0.0001
Tumor Free
GTx-024 | >0.9999 0.0006 <0.0001 <0.0001 | <0.0001
Veh (V) 0.0003 0.0006 0.972 0.0568 0.0489
. GTx-024 (G)| <0.0001 | <0.0001 0.972 0.1801 0.1574
Tumor Bearing
AR-42 (A) | <0.0001 | <0.0001 | 0.0568 0.1801 >0.9999
Combo <0.0001 | <0.0001 | 0.0489 0.1574 >0.9999

B. C26 Tumor Tissue (Figure 6E)

Tumor Bearing

p-values
Veh (V) | GTx-024 (G) [AR-42 (A)| Combo
Veh (V) 0.9806 0.5557 0.0003
. GTx-024 (G)| 0.9806 0.7425 0.0004
Tumor Bearing
AR-42 (A) | 0.5557 0.7425 0.0078

Combo 0.0003 0.0004 0.0078
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Appendix Table S7 (related to Figure 7G): p-values from statistical comparisons. One
way ANOVA followed by Tukey’s multiple comparison test.

Tumor Free

p-values

Veh
Target: IL-6 IL-6RA GP130
Tumor Veh
Free ||GTx-024(G) 0.9976 0.9976 0.9976
Veh (V) 0.789 <0.0001 | <0.0001

Tumor || GTx-024 (G) 0.1912 <0.0001 | <0.0001
Bearing | AR-42(A) >0.9999 0.2624 | 0.0665
Combo >0.9999 0.6716 | 0.5507
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Appendix Table S8 (related to Figure 8E): p-values from statistical comparisons. One
way ANOVA followed by Tukey’s multiple comparison test.

Tumor Free
p-values
Veh
Target: WNT5a FZD1 GSK3B | CTNNB1 | CCND1
Tumor Veh
Free | GTx-024(G) 0.9976 0.9976 0.9976 0.9976 0.9976
Veh (V) <0.0001 0.0046 0.0069 0.0003 | <0.0001
Tumor || GTx-024 (G)| <0.0001 0.0261 0.0611 0.0046 | <0.0001
Bearing | AR-42(A) 0.3528 0.9917 0.8191 0.0453 0.0025
Combo 0.6638 0.9655 0.9812 0.4696 0.4108
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Appendix Table S9 (related to Figure EV1): p-values from statistical
comparisons. One way ANOVA followed by Tukey’s multiple comparison test.

A. Terminal Body Weight (Figure EV1A)

SHAM ORX
p-values
Veh Veh (V) [GTx-024 (G)
SHAM Veh <0.0001 0.4436
ORX Veh (V) | <0.0001 <0.0001
GTx-024 (G)| 0.4436 | <0.0001

B. Gastrocnemius (Figure EV1B)

SHAM ORX
p-values
Veh Veh (V) | GTx-024 (G)
SHAM Veh <0.0001 0.0757
ORX Veh (V) | <0.0001 <0.0001
GTx-024 (G)| 0.0757 | <0.0001

C. Quadriceps (Figure EV1C)

SHAM ORX
p-values
Veh Veh (V) | GTx-024 (G)
SHAM Veh <0.0001 0.9373
ORX Veh (V) | <0.0001 <0.0001
GTx-024 (G)| 0.9373 | <0.0001

D. Grip Strength (Figure EV1D)

SHAM ORX
p-values
Veh Veh (V) [GTx-024(G)
SHAM Veh 0.9608 <0.0001
ORX Veh (V) 0.9608 <0.0001
GTx-024 (G) | <0.0001 <0.0001
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Appendix Table S10 (related to Figure EV2): p-values from statistical
comparisons. One way ANOVA followed by Tukey’s multiple comparison test.

A. Luteinizing Hormone (Figure EV2A)

o-values Tumor Free Tumor Bearing

Veh GTx-024 Veh (V) |GTx-024(G) [AR-42 (A)| Combo
Tumor Veh 0.1705 >0.9999 0.4212 0.9984 | 0.3973
Free GTx-024 0.1705 0.2411 0.9996 0.396 0.9984
Veh (V) >0.9999 0.2411 0.5074 0.9996 | 0.4909
Tumor [|GTx-024 (G)| 0.4212 0.9996 0.5074 0.686 | >0.9999
Bearing || AR-42(A) | 0.9984 0.396 0.9996 0.686 0.6801

Combo 0.3973 0.9984 0.4909 >0.9999 0.6801

B. Spleen Mass (Figure EV2C)

o-values Tumor Free Tumor Bearing

Veh GTx-024 [ Veh (V) |GTx-024(G)|AR-42(A)| Combo
Tumor Veh 0.9998 <0.0001 <0.0001 <0.0001 | <0.0001
Free GTx-024 0.9998 <0.0001 <0.0001 <0.0001 | <0.0001
Veh (V) <0.0001 | <0.0001 0.9503 0.3272 0.2985

Tumor [GTx-024 (G)| <0.0001 | <0.0001 0.9503 0.8273 0.7977
Bearing || AR-42(A) | <0.0001 | <0.0001 0.3272 0.8273 >0.9999

Combo <0.0001 | <0.0001 0.2985 0.7977 >0.9999
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Appendix Table S11 (related to Figure EV3): p-values from statistical

comparisons. One way ANOVA followed by Tukey’s multiple comparison test.
A. Tumor Volume (Figure EV3A)

Tumor Bearing

p-values (Study 1)
Veh (V) |GTx-024(G)|AR-42 (A)| Combo

Veh (V) 0.9969 0.9984 | 0.9783
Tumor |GTx-024(G)| 0.9969 >0.9999 | >0.9999
Bearing | AR-42 (A) 0.9984 >0.9999 0.9999
Combo 0.9783 >0.9999 0.9999
p-values (Study 2) Tumor Bearing
Veh (V) [GTx-024(G)|[AR-42(A)| Combo
Veh (V) 0.4489 0.5526 | 0.1588
Tumor [GTx-024 (G)| 0.4489 >0.9999 | 0.9876
Bearing | AR-42(A) 0.5526 >0.9999 0.9744
Combo 0.1588 0.9876 0.9744
B. Adipose Mass (Figure EV3B)
Tumor Free Tumor Bearing
p-values
Veh GTx-024 | Veh (V) [GTx-024(G)[AR-42(A)| Combo
Tumor Veh 0.8353 <0.0001 <0.0001 <0.0001 | <0.0001
Free GTx-024 0.8353 <0.0001 <0.0001 <0.0001 | <0.0001
Veh (V) <0.0001 | <0.0001 0.7624 0.9804 0.3481
Tumor [[GTx-024 (G)| <0.0001 | <0.0001 0.7624 0.2566 0.0089
Bearing | AR-42(A) | <0.0001 | <0.0001 0.9804 0.2566 0.7217
Combo <0.0001 | <0.0001 0.3481 0.0089 0.7217
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Appendix Table S12 (related to Figure EV4): p-values from statistical

comparisons. One way ANOVA followed by Tukey’s multiple comparison test.
A. Tumor Mass (Figure EV4C)

Tumor Bearing
p-values
Veh (V) |GTx-024(G)|AR-42 (A)| Combo
Veh (V) >0.9999 0.8187 | >0.9999
Tumor |GTx-024 (G)| >0.9999 0.794 | >0.9999
Bearing | AR-42(A) 0.8187 0.794 0.8326
Combo >0.9999 >0.9999 0.8326

B. Terminal Bodyweight (Figure EV4D)

p-values Tumor Free Tumor Bearing
Veh Veh (V) | GTx-024 (G) [AR-42 (A)| Combo
Tumor Veh 0.0294 0.0327 0.0015 0.1071
Veh (V) 0.0294 >0.9999 0.7595 0.9766
Tumor || GTx-024 (G) 0.0327 >0.9999 0.6801 0.9875
Bearing || AR-42(A) 0.0015 0.7595 0.6801 0.4126
Combo 0.1071 0.9766 0.9875 0.4126

C. Gastroc Mass (Figure EV4E)

o-values Tumor Free Tumor Bearing
Veh Veh (V) | GTx-024 (G) |AR-42 (A)| Combo
Tumor Veh <0.0001 <0.0001 <0.0001 | <0.0001
Veh (V) <0.0001 0.987 0.9894 | 0.9999
Tumor [[GTx-024(G)| <0.0001 0.987 >0.9999 | 0.9686
Bearing || AR-42(A) <0.0001 0.9894 >0.9999 0.973
Combo <0.0001 0.9999 0.9686 0.973
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Appendix Table S13. Serum Cytokine Panel — Complete Results. Multiplex analysis of
diverse serum cytokines? at Day 17 sacrifice from Study 2.P

Tumor-free C-26 Tumor-bearing
Vehicle GTx-024 Vehicle GTx-024 AR-42 Combo
Eotaxin 71535+ 669.53 = 846.40 + 876.82 + 735.73 754.99 £
120.63 100.70 222.70 100.53 110.62 93.28
G-CSF 248.66 338.39 % 12164.11 2446.63 = 2782.18 + 1674.20 =
64.60* 71.70* 18944.48 1625.70* 2191.30 1160.74*
GM-CSF | 18.71+5.56 | 13.27+4.62* | 21.92+5.36 | 17.35+4.33 | 18.70+3.77 | 20.58 +5.40
IFNg 7.19+2.69 5.93+2.14 4.44 +2.58 4.12 +£2.09 469+1.11 3.31+1.85
IL1a 228.75 60.41 + 82.77 + 167.80 + 14331+ 58.77 +
279.11 56.12 61.73 156.50 157.59 40.43
IL-1b 11.26+9.64 | 14.65+5.66 | 15.22+8.72 | 12.12+5.54 | 20.48+6.25 | 10.31+£6.93
IL-2 18.51+11.07 | 15.43+6.56 | 20.81+14.87 | 15.62+3.41 | 19.37+6.07 | 13.74+4.30
IL-3 1.73+£0.77 1.10+0.63 [10.24+24.68| 0.92+0.56 0.72+£0.83 0.85+0.44
IL-4 0.98 £0.94 0.48 £0.37 0.35+0.21 0.23+0.14 0.32+£0.19 0.27 £0.08
IL-5 7.12+£1.97 5.71+£3.26 2.18+1.78 1.11 £ 0.66 5.50+4.41 | 9.23+10.44
L6 335+ 245+ 537.66 = 397.54 = 256.59 £ 448.16 =
1.51* 1.31* 417.18 341.43 183.1 294.52
IL-7 14.18+8.61 (11.51+11.06| 11.01+5.26 | 11.19+8.17 [41.51+99.92 |63.39 + 146.65
IL-9 14.87+£10.69 | 8.02+6.78 | 10.30+£8.93 | 8.69+9.43 | 11.28+7.68 | 12.25+£8.35
IL-10 12.22+5.83 | 2.38+1.13 |11.14+12.03(14.15+18.01 | 15.13+11.16 | 11.37+£8.75
IL12 (p40)]| 41.84 £32.05(22.48 +13.42 | 24.13+19.98 | 27.61 £27.95 | 31.22 + 24.43 | 17.07 £ 20.10
IL-12 (p70){ 27.70 £ 19.35 | 10.83+6.12 | 17.42+15.14 | 12.62+7.71 | 10.16£6.16 | 9.34+2.66
IL-13 33.94+8.04 |29.87+12.81 | 34.04+9.17 | 31.63+£8.22 | 34.19+8.29 | 31.96+8.08
IL-15 [103.31 +50.35|131.33 £ 70.97( 84.16 + 54.06 | 97.32 £ 39.18 | 51.57 £ 19.99 512288;;
IL-17 3.04+£2.26 | 5.01+£1.18* | 1.30%0.57 1.75+1.28 1.82+£0.85 211+1.21
P-10 162.64 + 145.68 + 238.29 154.76 + 21535+ 227.77 £
43.04 48.83* 124.78 17.98* 52.46 45.23
KC 65.92+2 90.02 + 326.10 = 288.89 £ 363.38 = 1094.01 =
6.47 17.69 215.79 154.46 200.65 528.53*
LIF 2.03+£2.17*% | 2.50+£2.34 |24.51+11.26|45.26+21.57* 15.79+5.15 | 28.08 + 21.16
LIX 3254.87 = 1316.67 = 421117 523439+ 251538 = 1663.11
3474.12 1662.66 3120.65 4771.34 3119.67 1732.77
MCP-1 [56.10+28.48 | 54.54 £7.47 [116.59 + 58.35| 88.07 + 24.41 | 91.18 + 40.23 | 88.57 + 18.09
M-CSF  |47.72 £27.44*( 27.23 £+10.09 | 23.63£8.29 | 22.23+9.45 | 20.21+4.63 | 21.00+4.19
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MIG  [100.03 +20.20] 89.29+41.83 [ 42.36 + 14.76 | 39.33 + 12.88 | 55.17 + 10.58 | 90.75 + 78.56
MIP-1a |108.48 +32.73( 75.46 + 29.41 |119.93 + 59.04(108.03 +27.91| 63.79+ 19.14 | 67.82 + 37.92
MIP-1b | 88.59 + 10.35 | 87.69 + 10.61 | 89.87 + 24.41 | 81.67 +11.63 | 76.41 +12.81 | 83.90 + 9.08

MIP-2  [117.91 +32.13|136.75 +47.91{139.23 +33.21|147.63 + 59.81(146.34 + 32.60|105.45 + 37.15
RANTES | 29.72+8.43 |20.84 £+10.38 | 23.70+9.51 | 20.67+4.57 | 19.70+4.31 | 17.64 +6.13

TNFa 12.58+4.75 | 12.15+4.24 (17.86+19.40| 12.71+5.12 | 12.77+4.55 | 11.01 £ 2.09

VEGF 1.05+0.39 0.87+0.32 1.06 +0.27 0.87+0.29 1.04+0.24 0.88+0.22

2 pg/ml; Data expressed as mean + SD

b Treatments (p.o., qd): GTx-024 (15 mg/kg); AR-42 (10 mg/kg), n=6 for tumor free groups and
n=7-10 for tumor bearing groups.

*p<0.05, versus tumor-bearing vehicle-treated controls; One-way ANOVA followed by Dunnett’s
multiple comparison test.

Eotaxin: chemokine (C-C motif) ligand 11; G-CSF: granulocyte colony-stimulating factor; GM-
CSF: granulocyte macrophage colony-stimulating factor; IFNy: interferon gamma; IL-1a:
interleukin-1 alpha; IL-1b: interleukin-1 beta; IL-2: interleukin-2; IL-3: interleukin-3; I1L-4:
interleukin-4; IL-5: interleukin-5; IL-6: interleukin-6; IL-7: interleukin-7; IL-9: interleukin-9; IL-10:
interleukin-10; IL-12 (p40): interleukin-12 subunit p40; IL-12 (p70): interleukin-12 subunit p70;
IL-13: interleukin-13; IL-15: interleukin-15; IL-17: interleukin-17; IP-10: interferon gamma-
induced protein 10; KC: chemokine (C-X-C motif) ligand 1; LIF: leukemia inhibitory factor; LIX:
chemokine (C-X-C motif) ligand 5; MCP: monocyte chemoattractant protein-1; M-

CSF: macrophage colony-stimulating factor; MIG: monokine induced by gamma interferon,
chemokine (C-X-C motif) ligand 9; MIP-1a: macrophage inflammatory protein-1 alpha; MIP-1b:
macrophage inflammatory protein-1 beta; MIP-2: macrophage inflammatory protein-2; RANTES:
regulated upon activation, normally T-expressed, and presumably secreted, chemokine (C-C

motif) ligand 5; TNFa: tumor necrosis factor-alpha; VEGF: vascular endothelial growth factor.
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Appendix Table S14. Primer sequences.

Primer
Target Accession Forward Reverse Amplicon size Sequence Reference
g Number (5 to 3) (5 to 3) (bp) 9
2457/2476,
AR NM_013476.4  GCCTCCGAAGTGTGGTATCC  CCTGGTACTGTCCAAACGCA 138 paaNiib
216/236, Primer Bank ID
C/EBPS NM_007679.4  CGACTTCAGCGCCTACATTGA  CTAGCGACAGACCCCACAC 171 2806/358 E607 1851
Fbxo32/ NM_0263463  TTCAGCAGCCTGAACTACGA  AGTATCCATGGCGCTCCTTC 139 435/454,
Atrogin1 573/554
Trim63/ \M 0010390482 GTGACCAAGGAGAATAGCCAC  ATCAGAGCCTCGATGAAGCC 149 693/713,
MuRF-1 841/822
B-actin NM_001101.3  CATGTACGTTGCTATCCAGGC CTCCTTAATGTCACGCACGAT 250 477";%’ 706- Prﬂg;ggg;m
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Appendix Table S15. Post-alignment quality control metrics for RNA-seq dataset. Adaptor
sequences were trimmed from reads with Trimmomatic prior to alignment to mm10, and post-
alignment metrics were calculated with samtools. Bed files used to calculate proportions of
genic and exonic reads were obtained from the known Gene table associated with the UCSC
Genes track (mm10).

Metric Mean SD Min Max

Total Reads (R1+R2) 44,883,616 8,088,060 34,227,544 67,059,036
Reads After Adaptor Trimming 43,026,750 7,833,050 33,101,092 65,368,280
Duplicate Reads (%) 29.8% 4.3% 23.1% 40.5%
Mapped Reads (%) 89.0% 1.3% 86.5% 91.5%
Genic Reads (%) 84.0% 1.4% 81.2% 86.6%
Exonic Reads (%) 82.0% 1.5% 79.2% 84.9%
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Appendix Figure S1
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Appendix Figure S3
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Appendix Figure S4
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Appendix Figure S5
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Appendix Figure S6
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Appendix Figure S7
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Appendix Figure S8
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Appendix Figure S9
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Appendix Figure S10
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Appendix Figure S11
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Appendix Figure S12
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Appendix Figure S13
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Appendix Figure S14
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Appendix Figure S15
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