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IMMHO002 {2-amino-2- (2- (4'-(2-ethyloxazol-4-yl)-[1, 1’ -biphenyl] -4-yl)ethyl)propane-1, 3-dio}, a selective
sphingosine-1-phosphate receptor subtype 1 (S1P1) modulator, in a concanavalin A (ConA)-induced autoimmune
hepatitis (AIH) mouse model. The experimental protocol strictly adhered to the guidelines of the Ethics Committee
for Animal Research of the Institute of Materia Medica, Chinese Academy of Medical Sciences and Peking Union
Medical College (Approval No.: 00004046). Male ICR mice were pre-treated with the drug for four days, followed
by induction of AIH through tail vein injection of ConA protein. Liver function, hepatic tissue pathology,
peripheral blood parameters, as well as immunoglobulin G (IgG), inflammatory cytokines, T cell distribution, and
inflammatory pathways were evaluated in mice. Results demonstrated that IMMHO002 significantly reduced liver
function indicators such as alanine aminotransferase (ALT) and aspartate aminotransferase (AST), alleviated
hepatic tissue inflammation and necrotic damage, decreased serum IgG levels, and lowered the expression of
inflammatory mediators including interleukin 6 (IL-6), tumor necrosis factor a (TNF-a), interleukin 15 (IL-15),
and interferon y (IFN-y). Additionally, it facilitated T lymphocyte homing, downregulated the phosphorylation of
nuclear factor kappa-B (NF-«B), IxB kinase f (IKK/p) and nuclear factor inhibitor protein- o (IxBa) proteins in
hepatic tissue and cellular inflammation models. Collectively, IMMHO002 effectively ameliorated ConA-induced
autoimmune hepatitis in mice, exhibiting extensive anti-inflammatory and anti-necrotic effects, thereby laying a
theoretical foundation for AIH clinical treatment.
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& & N TL-6 ELISA i I 1% 771 & 45 W T o 0 A7 38 B A
A BBy A5 R 2 7 CellTiter-Glo 6 3 328 71 &
(Promega /A ); Transzol Up Plus RNA Kit =5 21 & RNA
$& B 77 £ « TransScript All-in-One First-Strand cDNA
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AT DBIL /KF- B BT+ 75 (P < 0.01), TP /KP4 T i #a 34
(P < 0.05), ALB 7K1 ¥ 2 F# IS (P < 0.001), % B ConA
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Table 1 Primer sequences. IL: Interleukin; TNF-a: Tumor necrosis factor a; MCP-1: Monocyte chemotactic protein 1; IFN-y: Interferon y

Gene Forward primer (5’ to 3')

Reverse primer (5’ to 3')

TNF-a

IL-15 GCAACTGTTCCTGAACTCAACT
IL-17A TTTAACTCCCTTGGCGCAAAA
MCP-1 TTAAAAACCTGGATCGGAACCAA
IFN-y ATGAACGCTACACACTGCATC

GAPDH GTGGACCTGACCTGCCGTCT

CCCTCACACTCAGATCATCTTCT
IL-6 TAGTCCTTCCTACCCCAATTTCC

GCTACGACGTGGGCTACAG
TTGGTCCTTAGCCACTCCTTC
ATCTTTTGGGGTCCGTCAACT
CTTTCCCTCCGCATTGACAC
GCATTAGCTTCAGATTTACGGGT
CCATCCTTTTGCCAGTTCCTC
GGAGGAGTGGGTGTCGCTGT
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Figure 1

Therapeutic effect of IMMHO002 in the mouse autoimmune hepatitis (AIH) model. A: Flow chart of animal experiment; B:

Changes of body weight of mice in each group during administration; C: HE staining microscopic images (200x) of representative liver

tissue slices of each group. Black arrows indicate infiltration of inflammatory cells; red arrows indicate cell necrosis; green arrows indicate

edema of the cells; D: The degree of liver injury was measured according to Knodell score; E: The content levels of IgG in serum. n =6, x £ s.
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Figure 2 Effects of IMMHO02 on serum biochemical indexes of AIH model mice. The content levels of alanine aminotransferase (ALT,
A), aspartate aminotransferase (AST, B), total protein (TP, C), albumin (ALB, D), alkaline phosphatase (ALP, E), gamma-
glutamyltransferase (GGT, F), total bilirubin (TBIL, G) and direct bilirubin (DBIL, H) in serum of mice were analyzed. n = 6, x + 5. "P <
0.05,"P < 0.01, P < 0.001 vs control group; "P < 0.05, "P < 0.01,

vs bicyclol group

IMMHO002

P <0.001 vs AIH model group; “P < 0.05, 2P < 0.01, *“2P < 0.001
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