Supplemental Table S1. Composition of fatty acids in g/100 g gastrocnemius muscle wet weight.

Fatty acid Name MO-C MO-HS EPA-C EPA-HS DHA-C DHA-HS
14:0 Myristic — — — — — —
16:0 Palmitic 0.241 + 0.067 0.182 + 0.041 0.187 +£0.040 | 0.160 + 0.008 0.179 + 0.020 0.176 + 0.028

16: 1 (n-7) Hexadecenoic — 0.009 + 0.006 0.007 + 0.006 — 0.006 + 0.005 0.008 + 0.007
17:0 Margaric — — 0.004 + 0.004 — — —

17:1(n-7) Heptadecenoic — — — — — —
18:0 Stearic? 0.158 + 0.028 0.112 + 0.008 0.114+0.018 | 0.112+0.011 0.105 + 0.019 0.102 + 0.009

18:1(n-9) Oleic 0.153 + 0.082 0.108 + 0.054 0.112+0.027 | 0.080+0.021 0.099 + 0.014 0.097 + 0.016

18:1(n-7) Vaccenic* 0.032 +0.007 0.024 + 0.007 0.021+0.005 | 0.020 +0.002 0.022 + 0.001 0.021 + 0.003

18 : 2 (n-6) Linoleic 0.332+0.142 0.220 + 0.086 0.208 +0.067 | 0.160  0.009 0.201 + 0.039 0.183 + 0.026
20:0 Eicosanoic — — — — — —

20: 1 (n-9) Eicosenoic — — — — — —

18:3 (n-6) v -Linolenic — — — — 0.001 + 0.000 —

18:3(n-3) a-Linolenic* 0.040 + 0.034 0.009 + 0.005 0.006 + 0.006 — 0.015 + 0.012 0.005 + 0.004
22:0 Docosanoic 0.025 + 0.0024 — — — — —
20:2 Eicosadienoic — — — 0.002 + 0.002 — —

20: 3 (n-6) Eicosatrienoic — — — — — —

20 : 4 (n-6) Arachidonic### 0.165 + 0.015 0.136 + 0.003 0.079+0.009 | 0.081+ 0.011 0.076 + 0.008 0.074 + 0.007

20:5(n-3) Eicosapentaenoic — — — 0.022 +0.003 0.007 + 0.001 0.007 + 0.002

24:1(n-9) Nervonic 0.018 +0.013 0.002 + 0.002 — 0.006 * 0.002 0.007 + 0.007 0.003 + 0.003

22:5 (n-6) Docosapentaenoic 0.014 + 0.003 0.013 + 0.001 — 0.003 + 0.003 0.006 + 0.001 0.006 + 0.001

22:5(n-3) Docosapentaenoic## 0.021 + 0.002 0.017 + 0.002 0.034+0.006 | 0.0310.002 0.011 + 0.002 0.010 + 0.002

22:6(n-3) Docosahexaenoic## 0.071 +0.010 0.064 + 0.003 0.126 +0.018 | 0.138+0.027 0.173 +0.034 0.176 + 0.026

Saturated 0.424 +0.111 0.295 + 0.046 0.305 + 0056 0.277 +£0.017 0.284 £ 0.034 0.279 £0.035

Total




Monounsaturated 0.203 + 0.099 0.143 + 0.065 0.140 +0.037 | 0.107 +0.025 0.133+0.011 0.129+0.028
Polyunsaturated 0.642 +0.188 0.459 + 0.097 0.483+0.113 | 0.437 +0.043 0.488 £ 0.081 0.461 £ 0.066
Omega-6** 0.511 +0.152 0.369 + 0.088 0.287 +0.076% | 0.247 +0.013 0.283 + 0.044~ 0.263 + 0.034
Omega-3## 0.132 + 0.038 0.090 + 0.009 0.196 +0.037 | 0.191+0.030v | 0.206+0.042* | 0.198 +0.033"

Fatty % 1.360 + 0.419 0.963 £ 0.223 0.991+0.220 | 0.878 +0.047 0.969 +0.128 0.929 +0.131

The determination of fat was calculated from the tridecanoate triglyceride, which was used as internal standard. Values
are presented as mean + SD, n=3 animals. The results were compared using two-way ANOVA. The results were
compared using two-way ANOVA. * P<0.05: hindlimb suspension main effect. # P<0.05; ## P<0.01; ### P<0.001: fish oil
supplementation main effect. MO-C: Mineral oil supplemented group; MO-HS: Mineral oil supplemented and hindlimb
suspension group; EPA-C: High eicosapentaenoic acid fish oil supplemented group; EPA-HS: High eicosapentaenoic acid
fish oil supplemented and hindlimb suspension group; DHA-C: High docosahexaenoic acid fish oil supplemented group;

DHA-HS: High docosahexaenoic acid fish oil supplemented and hindlimb suspension group; — : not detected.
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Supplemental Figure S1. Ponceau S quantification of western blot membranes.
(A) Representative images of the western blot membranes stained with Ponceau S
used in this study. (B) Average quantitative analysis of Ponceau S staining. No
significant differences were observed. Results were compared using two-way
ANOVA (hindlimb suspension effect) and the Bonferroni post-hoc test. The six
groups included mineral oil supplemented control (MO-C), MO with hind limb
suspension (MO-HS), high EPA fish oil control (EPA-C), EPA with HS (EPA-HS),
high DHA fish oil control (DHA-C) and DHA with HS (DHA-HS). P, pool containing
a mixture with equal parts of all samples — used to normalize Ponceau S

guantitative results; AU, arbitrary units.
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Supplemental Figure S2. Images used for quantitative analysis of the western
blot assays in this study. MO-C: Mineral oil supplemented group; MO-HS: Mineral
oil supplemented and hindlimb suspension group; EPA-C: High eicosapentaenoic
acid fish oil supplemented group; EPA-HS: High eicosapentaenoic acid fish oll
supplemented and hindlimb suspension group; DHA-C: High docosahexaenoic
acid fish oil supplemented group; DHA-HS: High docosahexaenoic acid fish oll
supplemented and hindlimb suspension group; P: pool containing a mixture of

equal parts of all samples — used to normalize Ponceau S quantitative results.



Supplemental Figure S3

MO-C MO-HS EPA-C EPA-HS DHA-C DHA-HS
S Pag/100g1 [ Pag/100g2 | Pag/100g3| Pag/100g1 Pag/100g2 Pag/100g3 Pag/100g1 Pag/100g2 Pag/100g3 Pag/100g1 Pag/100g2 Pag/100g3 Pag/100g 1 Pag/100g2 Pag/100g3 Pag/100g1 Pag/100g2 Pag/100g3
10:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
12:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
14:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
15:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
16:00 0.303 0.248 0.171 0.159 0.158 0.229 0.145 0.192 0.225 0.169 0.155 0.157 0.201 0.163 0.172 0.204 0.176 0.148
17:00 0.000 0.000 0.000 0.000 0.000 0.000 0.004 0.009 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
18:00 0.186 0.157 0.131 0.104 0.113 0.119 0.097 0.112 0.132 0.124 0.102 0.109 0.112 0.084 0.120 0.112 0.094 0.100
20:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
21:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
22:00 0.028 0.047 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
23:00 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
24 0.000 0.000 0.000 0.002 0.004 0.000 0.000 0.000 0.000 0.004 0.008 0.004 0.000 0.000 0.000 0.000 0.000 0.000
0.517 0.453 0.302 0.264 0.274 0.348 0.246 0.313 0.357 0.297 0.265 0.269 0.314 0.247 0.292 0.317 0.270 0.248
M
14:01 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
15:01 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
16:01 0.000 0.000 0.000 0.005 0.006 0.016 0.000 0.009 0.011 0.000 0.000 0.000 0.008 0.009 0.000 0.012 0.013 0.000
17:01 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
18:1 9¢ 0.224 0.173 0.063 0.078 0.077 0.171 0.082 0.121 0.133 0.065 0.104 0.071 0.114 0.096 0.087 0.104 0.108 0.079
18:1 11c 0.040 0.031 0.026 0.020 0.020 0.031 0.016 0.022 0.025 0.019 0.022 0.020 0.024 0.021 0.022 0.023 0.021 0.018
20:01 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
22:01 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
24:00 0.020 0.029 0.004 0.003 0.004 0.000 0.000 0.000 0.000 0.004 0.009 0.006 0.000 0.005 0.014 0.004 0.005 0.000
0.284 0.234 0.092 0.106 0.107 0.218 0.098 0.152 0.169 0.088 0.135 0.097 0.145 0.131 0.123 0.143 0.147 0.097
P
18:2 c 0.477 0.326 0.194 0.178 0.163 0.319 0.137 0.216 0.271 0.162 0.168 0.151 0.246 0.172 0.184 0.206 0.188 0.154
18:3g 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
18:03 n-3 0.060 0.059 0.000 0.007 0.005 0.015 0.000 0.008 0.011 0.000 0.000 0.000 0.009 0.007 0.029 0.008 0.007 0.000
18:04 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
20:2n-7 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.002 0.003 0.000 0.000 0.000 0.000 0.000 0.000 0.000
20:3 n-6 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
20:4 n-6 0.179 0.149 0.166 0.133 0.137 0.139 0.071 0.077 0.089 0.092 0.070 0.082 0.077 0.066 0.083 0.082 0.072 0.068
20:4 n-3 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
22:02 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
20:05n-3 0.000 0.000 0.000 0.000 0.000 0.000 0.023 0.025 0.040 0.025 0.021 0.020 0.008 0.006 0.008 0.008 0.007 0.004
22:04 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
21:05n-3 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
22:05 n-6 0.016 0.014 0.011 0.012 0.014 0.012 0.000 0.000 0.000 0.006 0.000 0.004 0.007 0.005 0.007 0.008 0.006 0.006
22:05n-3 0.023 0.020 0.019 0.016 0.016 0.019 0.028 0.034 0.040 0.031 0.028 0.032 0.013 0.008 0.011 0.012 0.011 0.009
22:06 n-3 0.081 0.062 0.070 0.064 0.062 0.067 0.108 0.128 0.143 0.169 0.120 0.126 0.202 0.136 0.180 0.206 0.164 0.158
0.836 0.631 0.460 0.409 0.397 0.571 0.367 0.488 0.593 0.487 0.409 0.416 0.562 0.401 0.502 0.530 0.454 0.399
w-3 0.164 0.141 0.090 0.087 0.083 0.101 0.159 0.196 0.234 0.225 0.169 0.179 0.232 0.157 0.228 0.234 0.188 0.171
T
18:1t 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
18:2t 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000




Supplemental Figure S3. Results of the analysis of fatty acids composition in the gastrocnemius muscle used in the Supplemental
Table 1 of this study. MO-C: Mineral oil supplemented group; MO-HS: Mineral oil supplemented and hindlimb suspension group;
EPA-C: High eicosapentaenoic acid fish oil supplemented group; EPA-HS: High eicosapentaenoic acid fish oil supplemented and
hindlimb suspension group; DHA-C: High docosahexaenoic acid fish oil supplemented group; DHA-HS: High docosahexaenoic acid

fish oil supplemented and hindlimb suspension group.
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Supplemental Figure S4. Results of the quantitative analysis of western blot
assays used in the Figures 1-4 of this study. MO-C: Mineral oil supplemented
group; MO-HS: Mineral oil supplemented and hindlimb suspension group; EPA-C:
High eicosapentaenoic acid fish oil supplemented group; EPA-HS: High
eicosapentaenoic acid fish oil supplemented and hindlimb suspension group;
DHA-C: High docosahexaenoic acid fish oil supplemented group; DHA-HS: High
docosahexaenoic acid fish oil supplemented and hindlimb suspension group.

Grubb’s test was used to exclude outliers (blue numbers).
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Supplemental Figure S5. RT-PCR results after 2"22CT calculation for the relative
expression of genes used in the Figures 5 and 6 of this study. MO-C: Mineral oil
supplemented group; MO-HS: Mineral oil supplemented and hindlimb suspension
group; EPA-C: High eicosapentaenoic acid fish oil supplemented group; EPA-HS:
High eicosapentaenoic acid fish oil supplemented and hindlimb suspension group;
DHA-C: High docosahexaenoic acid fish oil supplemented group; DHA-HS: High
docosahexaenoic acid fish oil supplemented and hindlimb suspension group.

Grubb’s test was used to exclude outliers (blue numbers).



