Humanized diet and thermoneutral housing enable sex-aware dissection of the
MASLD-T2D-CVD triad
Supplementary information
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Figure S1. (A) Macronutrient distribution of experimental rodent diets. (B) Weight
development of WT mice. (C) Fat mass development over time as assessed by magnetic
resonance imaging (MRI). Black stars indicate significance from respective LFD group,
coloured stars indicate significance from experimental group of that color. (D) Cumulative
energy intake/mouse over the entire study. Relative organ weights of WT mice (E) and db/db
mice (F). db/db plasma levels of cholesterol (G) and TAG (H), with liver TAG depicted inI. N =
8-12 per group, with individual data points representing each mouse. All data is presented as
mean + SEM. When comparing more than two groups, data were analysed with a one-way
ANOVA with Tukey’s multiple comparison test, and when comparing two groups a two-tailed
unpaired t-test was performed. Statistical significance was considered at p < 0.05, where * =
p <0.05, ** =p<0.01, *** = p<0.001, **** = p < 0.0001.
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Figure S2. (A) Schematic of study design. (B) Plasma insulin levels after an oGTT following 4-
24 weeks of FFMD-feeding. (C) Liver wet weights over time. (D) Plasma ALT levels over time.
(E) Hepatic inflammatory foci per HPF over time. (F) MASH scoring over time. The grey
shaded area of 8-10 indicates frank MASH. (G) Representative histology pictures. N = 6-12
per group, with individual data points representing each mouse. All data is presented as
mean + SEM. Data were analysed with a one-way ANOVA with Tukey’s multiple comparison
test. Statistical significance was considered at p < 0.05, where * = p < 0.05, ** = p <0.01, ***
=p <0.001, **** = p <0.0001.
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Figure S3. Body weight development (A) of male IGFII mice with total weight gain (B) after
16 weeks of feeding, with corresponding measurements after 24 weeks of feeding in C and
D. Blood glucose levels during an oGTT at 16 weeks (E) and 24 weeks (F). Plasma cholesterol
levels at 16 weeks (G) and 24 weeks (H). Histological grading of steatosis and hypertrophy
shown as the median after 16 week (1) and 24 weeks (J) of feeding. MASH activity grading



after 16 weeks (K) and 24 weeks (L) - the grey shaded area of 8-10 indicates frank MASH.
Fraction of mice with frank cirrhosis after 16 weeks (M) and 24 weeks (N). (O)
Representative histology pictures. Scale bars = 100 um. (P) Aortic mineralization volumes in
um?3. N = 8-9 per group, with individual data points representing each mouse. All data is
presented as mean = SEM unless otherwise indicated. Data were analysed with a one-way
ANOVA with Tukey’s multiple comparison test. Statistical significance was considered at p <
0.05, where * =p <0.05, ** =p <0.01, *** = p<0.001, **** = p <0.0001.
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Figure S4. Body weight development (A) of female IGFIl mice with total weight gain (B) after
24 weeks of feeding. Blood glucose levels during an oGTT at 24 weeks (C). Liver cholesterol
(D) and TAG (E) levels at 24 weeks. (F) Histological grading of steatosis and hypertrophy
shown as the median. (G) MASH activity grading 24 weeks - the grey shaded area of 8-10
indicates frank MASH. (H) Fraction of mice with frank cirrhosis. (I) Representative histology
pictures. Scale bars = 100 um. Aortic mineralization volumes in um?3for the 24 week females
(J) and the crossover cohort (K). N = 8-9 per group and 17-18 in temperature-swapping
groups, with individual data points representing each mouse. All data is presented as mean +
SEM unless otherwise indicated. Data were analysed with a one-way ANOVA with Tukey’s



multiple comparison test. Statistical significance was considered at p < 0.05, where * = p <
0.05, ** =p<0.01, *** =p<0.001, **** = p <0.0001.



Table S1. Diet compositions



Table S1. Composition of diets.

Protein Fat Low Fat Diet Control Fast-Food Mimicking Die! Western Diet
Product No. $9552-E026 $9552-E024 $9552-E060
Poultryprotein 71 10 % 8500 . 8S0
Wheat gluten, Vital 765 17 % 230 230
L-Cystine 72,2 % 0,300 0,300 0,300
Maltodextrin % 8,000 8,000 11,000
Fructose) %50
Vitaminpremixture2) % 1000 1000 1000
Cholinea(s0%) % 02 02 0,200
Cholesterol %0150 0,150
Butter fat, dehydrated % 2,1 18,8
Linseed oil % 0,270 0,100
Soybeanol %2800
Crudeprotein %172 172 22,100
Crudefe % 50 51 5,700 \
Starch % 43,5 5,0 6,700 |
Sugar (total) % 10,2 34,0 21,100
CkeabProtein 1815 20000
_ kealCarbohydrates 8 435000
Methionine % 04 04 0,78
097
Arginine % 0,91 0,91 0,86
vale . % 08 08 15
lewne % 123123219
Phe+Tyr % 12 129 231
Gutamicadd % 300 300 497
Proline % 1,20 1,20 2,53
Alanine % 0,84 0,84 0,66
c40 008 072
e&O 00 026
cl20 00706 0,05
534
c 20:0 0,02 0,04 0,07
el 168 516 94
ew3 0y 07 03
Calegm % 08 08 092
020
Potassium % 0,8 0,8 0,97
Manganese mg/kg 22 22 95
Copper . mghkg 138 13 13
Selenum . mgkg 020 020 018
VitaminD3 . Uk 1850 1550 1500
30
Vitamin Bl mg/kg 26 26 25
VitaminBs . mghkg 17 1716
Nacn . mghg 35347
foicecid . mghe 16 16 16

Choline | | me/kg | 1.380 1.380 920 |




Table 52 — Echocardiography measurements for the cross over cohort



Table S2 - Echocardiography measurements

Measurement Group Timepoint Mean SEM
I Week 16 3.51611 0.07618

Week 24 3.49806 0.08546

Week24 S7500 Gorees

e Seass oséat
FEMD 30599 Week 16 3.55553 0.06048

Week 24 3.76517 0.09172

o srvore Sios72

LFD22 Week 16 216.52600 3.10956

Week 24 208.88769 2.57885

NS 17,0253 3170

Wesk2e 2421967 403605
eske 22500504 550649

Wesk2e 21615383 43660

T D39t6s 001703

Weskzt D300 01287
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Week24 2277363 21101
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Waskzs 270438 To7163

LFD22 Week 16 19.79422 1.49440

Week 24 22.30544 1.07186

Wesk2e Zosdes T02668

Weskos 2552061 74158
Weskas 2208017 Doesat

— 2106600 61014

LFD22 Week 16 533.22378 28.02430

Week 24 520.05969 23.13816

Wooke 516 63008 2036015

VT peak veosiy Weokad 51662800 2135008
= 5395335 2518757

Waskzs 7346776 468040

Weskas 5163168 48961

Wesk2e Szars68 71700

T ss470m T2s616
Waskzs 5101667 Tos638

e 5431576 156299
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