Metabolic, biochemical, histopathological, and transcriptomic effects of resmetirom (MGL-3196) in
the GAN diet-induced obese and biopsy-confirmed mouse model of NASH
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Figure 1. Resmetirom (MGL-3196) improves hepatomegaly and biochemical parameters in GAN DIO-NASH mice. (A) Body weight change relative to baseline (day 0). (B) Terminal
body weight (g). (C) Terminal liver weight. (D) Terminal plasma alanine aminotransferase (ALT). (E) Terminal liver triglycerides. (F) Terminal liver total cholesterol. **p<0.01,
***p<0.001 compared to corresponding DIO-NASH vehicle control (Dunnett’s test one-factor linear model).

Improvement in NAFLD Activity Score Improvement in quantitative histology of steatosis and stellate cell activation Hepatic transcriptomic profile for fibrosis and inflammation CONCLUSION
NAFLD Activity Score Fibrosis stage .
Aloo B o A B C + Resmetirom (MGL-3196) reduces
50- o 80- 5 80- . g 257 3 & A B hepatomegaly, plasma ALT and liver
3 2 9 60 5 > 20+ < o
£ 60 E 60- 53 00 - 5 S 4- 10 IoNAH o3 total cholesterol.
S 40- s 407 g £ a0- g @ +®
c>\c> += > - . 5 ®
S e 10 £ 5 o . .
20~ 20+ 22 .- g, 5 2 o e ° + Resmetirom promotes 22-point
0= O- co o K%k £ 1 *%k%x '© o C}ol 0 O Y \c/:ei(i)c\:\é © . .« o . .
CHOW  DIO-NASH DIO-NASH CHOW  DIO-NASH DIO-NASH S 0 . 0 ©0 . o |G S|gn|f|cant Improvement in NAFLD
Vehicle Vehicle MGL-3196 Vehicle Vehicle MGL-3196 CHOW DIO-NASH DIO-NASH CHOW  DIO-NASH DIO-NASH CHOW  DIO-NASH DIO-NASH § A t t S
- : ) : . - : ) 5|
Bl =2 point improvement Il 1 point improvement B Nochange M Worsening Vehicle Vehicle MGL-3196 Vehicle Vehicle MGL-3196 Vehicle Vehicle MGL-3196 .O' Clivi y core.
DIO-NASH
C -10° MGL_glgg ‘.. CHOW Vehicl 1 1
CHOWvehicle ~ DIO-NASH DIO-NASH cHOw DIO-NASH DIO-NASH D E F + Fibrosis stage was unaffected by
Vehicle MGL-3196 Vehicle Vehicle MGL-3196 3= 8- 4 - 0® DIO-NASH Resmetirom (MGL-3196) vs
—~ —~ -15 : : : : : DIO-NASH Vehicle R t 1
o 7 o 87 o 8" 4 " " 6 S 4 S 5 30 20 -10 0 10 20 esmetirom.
g & 5 7 s 7 ) ) ) 2 2- S S PC1 (65%)
£ 59 > e > e g% g °7 g °7 L S 4- S 2 . . .
g 4 E > 4 . o o o o ~ — < C + Resmetirom reduces quantltatlve
- g 5 3 S 37 S S S & 1- o 2 Kk = 1 ot - . .
2 ], . &2 2 2 2 1 g v s v o sk 3 = 2 ok ~ ECM organization histological markers of steatosis and
2 o] g 2 1- < 1 .| =4 .. . 0l == 0 . 0dl——— cHow vehicle 4 [T N N HE B EE R R N [ [ : :
Pre  Post S RS S RS m—— CHOW  DIO-NASH DIO-NASH CHOW  DIO-NASH DIO-NASH CHOW  DIO-NASH DIO-NASH DIONASHMGL3196 o | w@ | &8 || | | | | . stellate cell activation.
. . ) ; . ) . . ) N N e
Vehicle Vehicle MGL-3196 Vehicle Vehicle MGL-3196 Vehicle Vehicle MGL-3196 @’%\%\"%{@gﬁ%@gf‘%{o{%’%’%ﬁ%&ﬁo’@} Q(( &)\ga@g’.@ OJ% Q‘LO,(}@@Q‘(E& ®Q§§6§3§ &2\@%@%@3&0 _
) FEFPPPPPPRETR & P VVVINEY TR m:g ; ;
FIBROSIS Al 71/ e 2 %+ Resmetirom demonstrated minor
ST e = - 8 1
s e 19 effects on fibrosis-associated gene
b
. - (@) °
| Inflammation ) exp ression.
CHOW Vehicle i- HEENEEENE 4 I N
DIO-NASH MGL-3196 B . _ _ »
| | | | | | | | | | | | | | | | | | | | | | | | | |‘\ | | | +
SESFRAIEIEBAILE S N IRRYY These findings agree with clinical
% @ [] ° ° [] [] ° °
v © MY <8 findings, further highlighting clinical
| . N | | | | translatability of the GAN DIO-NASH
Figure 2. Resmetirom (MGL-3196) improves liver histopathological scores in GAN DIO-NASH mice. Figure 3. Resmetirom (MGL-3196) improves quantitative liver histological markers in GAN DIO-NASH mice. Flgure.4.'Resmet|rom (MGL'3196) unaffected fibrosis- and mfIammatlon-assocu.:\ted genes in GAN _DIO'NASH mices Y
Histopathological scores were determined by Gubra Histopathological Objective Scoring Technique (GHOST) Histomorphometric assessments were performed by GHOST deep learning-based image analysis on scoring-associated variables (panels A-B) (A) Pr|nC|paI.co-mponent analysis (PCA) Of sampl'es based on top 500 most variable gene expression Ieyels. (B) Ven.n mouse model.
deep learning-based image analysis. (A) NAFLD Activity Score (NAS). (B) Fibrosis stage. (C) Comparison of and conventional IHC image analysis (panels C-F). (A) % hepatocytes with lipid droplets. (B) Number of inflammatory foci. (C) % area of galectin- diagram deplctmg. shared and §eparate d.|fferent|a'1lly expressed genes in treatment groups. (C) Regulation _Of hepatlc
individual pre-post NAS and individual pre-post Fibrosis stage. **p<0.01 to corresponding DIO-NASH vehicle 3. (D) % area of PSR. (E) % area of collagen-1al. (F) % area of alpha-smooth muscle actin (a-SMA) as marker for stellate cell activation. Mean * extracellular matrix (ECM) z?nd |m-‘larT1mat|o-n c?r\dldate genes (log2-fold change compared to DIO-NASH vehicle m'Fe)'
group (One-sided Fisher's exact test with Bonferroni correction). Bottom panels: Representative HE and PSR SEM. *p<0.05, ***p<0.001 to corresponding DIO-NASH vehicle group (Dunnett’s test one-factor linear model). Bottom panels: Representative Blue and red colour gradients indicate significantly (p<0.05) down-regulated and up-regulated gene expression,

ohotomicrographs used for GHOST evaluation. galectin-3, collagen 1al and a-SMA photomicrographs (scale bar, 100 um). respectively. White boxes indicate genes not significantly regulated (p>0.05) compared to DIO-NASH vehicle mice.



