SUPPLEMENTARY MATERIAL

Fourier transform infrared microspectroscopy (FTIR-MS) combined
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Figure S1. Scatter of collagen content (CC) values according to the cartilage zone and examined group. HMB -
supplemented group, SL — superficial layer, MZ — middle zone, DZ — deep zone, CC — collagen content, CI -
collagen integrity, PG — proteoglycans content
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Figure S2. Scatter of collagen integrity (CI) values according to the cartilage zone and examined group. HMB -
supplemented group, SL - superficial layer, MZ — middle zone, DZ — deep zone, CC - collagen content, CI —
collagen integrity, PG — proteoglycans content
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Figure S3. Scatter of proteoglycans content (PG) values according to the cartilage zone and examined group.
HMB - supplemented group, SL — superficial layer, MZ — middle zone, DZ — deep zone, CC - collagen content, CI
— collagen integrity, PG — proteoglycans content

middle zone

deep zone

Figure S4. Representative images of safranin O staining of articular cartilage from the femur of 35-day old male
piglets from control and HMB groups. More uniform and lower proteoglycan content (displaying weaker
staining) can be observed in the articular cartilage from the Control group, while the HMB group demonstrated
moderate and layer-dependent staining linked with higher content of proteoglycans. All the scale bars represent
100 pm.



Table S1. The effect of maternal HMB treatment on body weight in weaned piglets.

Treatment Body weight Bone weight
[g] [g]
Main effect supplementation
Control 6635 30.2
HMB 8163 425
Main effect sex
Control male 6775 314
HMB male 8507 435
Control female 6495 29.1
HMB female 7820 414
Pooled SEM 212 1.6
Main effects and interactions
Supplementation <0.001 <0.001
Sex 0.192 0.243
Supplementation x sex 0.268 0.880
Weight at birth? 0.439 0.886

Data given are mean (n = 6); SEM: standard error of the means; *Weight at birth was used as covariate. With the

permission from [1] (cited as 19 in the main article).

Table S2. Confusion matrix for the MLP classifying network.

Actual
DZ CONTROL| DZHMB |MZ CONTROL| MZHMB |SL CONTROL SL HMB
Predicted
TEACHING
DZ CONTROL 58 0 0 0 0
DZ HMB 0 43 0 0 0
MZ CONTROL 0 0 49 0 0
MZ HMB 0 0 0 54 0 0
SL CONTROL 0 0 0 53 0
SL HMB 0 0 0 0 59
VALIDATION
DZ CONTROL 9 1 0 0 0
DZ HMB 0 17 0 0 0
MZ CONTROL 0 0 13 0 0
MZ HMB 0 0 0 15 0 0
SL CONTROL 0 0 0 0 6 0
SL HMB 0 0 0 0 0 6
TEST

DZ CONTROL 8 0 0 0 0 0
DZ HMB 0 14 0 0 0 0
MZ CONTROL 0 0 13 0 0 0
MZ HMB 0 0 0 6 0 0
SL CONTROL 0 0 0 16 0
SL HMB 0 0 0 0 10

HMB - supplemented group, SL — superficial layer, MZ — middle zone, DZ — deep zone, CC — collagen

content, CI — collagen integrity, PG — proteoglycans content
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Figure S5. Activation levels of MLP network for teaching, validation and testing set.
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Figure S6. Sample distribution according to the analysis.
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