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Supplementary Figure 1. Distribution of experimental cohorts. Males (panel A) and females (panel B) were

initially divided into two groups: sham-operated and castrated. Subsequently, four additional groups were

created from male and female mice, according to physical activity, in sedentary and climbing exercise groups.

Finally, these groups were further subdivided according to the treatment with: Vehicle, each one of the

lyophilized extracts — Ajuga turkestanica, Euricoma longifolia or Urtica dioica — or the combination of three

extracts, named TLU. Twenty experimental cohorts of each sex were evaluated, totaling forty groups.
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Supplementary Figure 2. Timeline for main experimental procedures. (Panel A) Male and female mice were
castrated or sham-operated. (Panel B) Eight weeks later, the animals initiated the resistance exercise protocols
for additional eight weeks; half of mice were allocated in the sedentary groups. (Panel C) At eight weeks after
surgeries, the treatments with the ergogenic extracts, isolated or combined, began, and continued until the week
16; the control mice received vehicle. (Panels D and E) At 12 and 16 weeks, the animals were evaluated in
behavioral tasks, namely locomotor activity in an open-field, motor coordination in Rota-rot, ladder climbing,
and grasping test. (Panel E) The animals were euthanized, and blood and tissues were collected for further

analysis.
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Supplementary Figure 3. Evaluation of resistance to fatigue in the rota-rod apparatus, assessed at 12 and 16

weeks after castration in females (A and B, respectively), or males (C and D, respectively). Results are the

mean + SEM of 10 to 12 animals per group. * P<0.05 significantly different in comparison with sham-operated

sedentary mice; °P<0.05 significantly different compared with sedentary castrated group (Two-way ANOVA

followed by Uncorrected Fisher's LSD).
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Supplementary Figure 4. Assessment of spontaneous locomotor activity measured as the acitivty time for 5 min, at 12 and 16 weeks after castration in female (A and B,
respectively) and male mice (D and E, respectively). Time-course for activity time from surgical procedures until 16 weeks in female (C) and male mice (F). Results are the

mean £ SEM of 10 to 12 animals per group. * P<0.05 significantly different in comparison with sham-operated sedentary mice (Two-way ANOVA followed by Uncorrected

Fisher's LSD).



SupplementaryTable 1. Effects of treatment with ergogenic extracts on the wet weight of kidney, liver, bone and brain of sham-operated or ovariectomized

mice.
SHAM ovX
Salina Salina Turk/ Turk Long Long/ Urt/ Urt/ TLU/ TLU/ | Salina Salina Turk/ Turk/ Long/ Long/ Urt/ Urt/ TLU/ TLU/
/Sed /Exer Sed /Exer /Sed Exer Sed Exer Sed Exer /Sed /Exer Sed Exer Sed Exer Sed Exer Sed Exer
Kid 1462 1266  133.1 138.1 148.1 1314 1274 1294 1372+ 1283 | 153.7 139.0+ 1309+ 1287+ 1330+ 1295+ 1382+ 1222+ 1352+ 1369+
idney (mg) . ;5 L41% +41 35 +84 441 £49 +41 39 266 | £82 67 53 35b 59 35D 62  29b 62 75
Li ) 9995 8955 9440 9451 9417 8816 9577 9044 9315+ 9366 | 9387 10060 1097.0  1094.0 1027.0 1039.0 1034.0 10440 10550 1005.0
iver (mg) | 457 £330 £259 £392 £548 +240 £200 £432 5172 446 | £460 409 1202P 322D 336 £219 £377 £332 =630 +304
Bone(mg S0A% 901+ 938+ 896+ §76+ 8§84+ 930+ 812+ §72+ 910+ | 846+ 860+ $95+ 882+ 897+ 938+ 998+ 934+ 980+ 940
one (mg 6.7 3.7 5.6 5.0 5.4 4.4 55 53 3.2 2.1 3.4 53 5.6 43 6.8 8.0 5.8 4.6 2.4 4.7
Brain(mg 00 4370 4557 4470 4573 4301 4539 4502 4447+ M5 | 4521 4481+ 4404 MO1s 4623+ 4550+ 4548+ 4419+ AM3: 4712
mmg) 153 158 +68 +83 +35 +£72 +51 +62 59  +56 | +59 64 6.6 43 5.1 5.1 4.8 7.4 6.3 5.1

SHAM, sham-operated; OVX, ovariectomized; Sed, sedentary; Exer, Exercise; Turk, Turkesterone; Long, Eurycoma longifolia; Urt, Urtica dioica; TLU, the
association of the three extracts.

Results are the mean £ SEM of 10 to 12 animals per group.

“ P<0,05 significantly different compared with the sham-operated group treated with saline.

b P<0,05 significantly different compared with castrated mice treated with saline.

One-way ANOVA followed by Sidak post hoc test.



Supplementary Table 2. Effects of treatment with ergogenic extracts on the wet weight of kidney, liver, bone and brain of sham-operated or orchictomized

mice.

SHAM ORX

Saline Saline Turk/ Turk/ Long/ Long/ Urt/ Urt/ TLU/ TLU/ | Saline/ Saline/ Turk/ Turk/ Long/ Long/ Urt/ Urt/ TLU/ TLU/

/Sed /Exer Sed Exer Sed Exer Sed Exer Sed Exer Sed Exer Sed Exer Sed Exer Sed Exer Sed Exer

Kid (mg) 1783 1703 168.4 1658 186.1 1779 1888 1642 183.6 180.1 120.8+ 1261+ 1246+ 1167+ 1192+ 1154 1221+ 1238 1171+ 120.1
ianeyimg) 147  £99  +61 +59 +77 £63 £92 +£58 4162 +87 542 5.8 4.7 3.9 3.8 £39 38  £68 6.0 +42
Li ) 1238.0 1153.0 11950 1143.0 1176.0 1185.0 1176.0 1154.0 1130.0 1117.0 | 1018.0+ 991.0+ 9129+ 9738 1017.0 989.8 998.8+ 936.5 1042.0 1000.0
iver (mg +412 +£30.1 +£493 +403 =£539 +£50.1 +513 =+£466 +£398 +394 2652 41.3 33.6 +46.2 +£337 +£29.5 38.7 +356 +342 £32.0
Bone (mg) 104.1 103.1 101.3 1043 99.69 108.8 1042 100.0 1052 105.2 984+ 101.5+ 1055+ 9629+ 976+ 101.5 945+ 943+ 99.1+ 1004
one{mg) 138 +£31 +£39 14 +40 +33 +£37 +£43 +34 +29 4.0 3.2 3.1 32 4.9 +32 47 3.9 2.1 +3.5
Brain (mg) 450.5 4512 4593 456.1 460.8 450.2 4557 4555 4569 4634 | 449.1+ 4459+ 4538+ 4445+ 441.8+ 4472 4542+ 456.5 4440+ 446.0
! g +6.7 +54 +53 +7.8 +3.7 +45 +6.8 +4.4 +6.2 +5.6 6.6 7.4 43 5.1 6.5 +5.1 2.4 +6.1 8.4 +3.7

SHAM, sham-operated, ORX, orchiectomized; Sed, sedentary; Exer, Exercise; Turk, Turkesterone; Long, Eurycoma longifolia; Urt, Urtica dioica; TLU, the

association of the three extracts.

Results are the mean £ SEM of 10 to 12 animals per group.
“ P<0,05 significantly different compared with the sham-operated group treated with saline.
One-way ANOVA followed by Sidak post hoc test.



