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Pro-inflammatory cytokines (TNFa, IL-6) were measured in whole blood from 4 healthy donors 4h after LPS stimulation. *: p<0.05; **: p<0.01; ***: p<0.001, MPO release and activity were calculated relatively to the Vehicle (Veh, SRT 0 uM)
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group of mice receiving i.p. injections of vehicle (olive oil) (n=10) was also included. Once mice receiving CCl4 _ % Xk | _ —» SRT-015 reduces LPS-induced pro-inflammatory cytokines secretion from human blood immune cells ex —> SRT'01.5 had no significant effect on neutrophil
developed ascites, they were randomly divided in three groups: one group was sham operated (CCl4+Sham, n=6) '—lg E 1500- E T vivo in a concentration-dependent manner degranulation
and the other two underwent cecal ligation and puncture (CLP) surgery and subsequent divided into the CCI4+CLP g 100- 35 S 4007
placebo group (n=9) and the CCI4+CLP SRT-015 treated group (n=10). SRT-015 (20 mg/kg) was administered by oral 2 £ 1000- o EVALUATION OF SRT-015 EFFECT ON NEUTROPHIL
gavage at -19h, -0.5h, and +20h relative to CLP. Mice were terminated 24h post-CLP and blood was collected to S 50— ‘; S 200- EVALUATION OF SRT-015 EFFECT ON ISOLATED HUMAN PBMC AFTER LPS STIMULATION PHAGOCYTOSIS
measure cytokines using MAGPIX system (Luminex Corp., Austin, TX) using a custom-made Milliplex Mice Expanded = § 500- 3 T L Blood £
Cytokine Magnetic MCYTOMAG-70K (Merck Millipore, Burlington, MA) — oodfrom PBMC TO  T+30 min T+3h Blood from PMN  TO T+2h
Y & P 5 0- = ol == - 0 Jl- — healthy donors i i i healthy donors R |
Evaluation of SRT-015 in human blood cells after LPS stimulation ex vivo CTL SHAM PLB SRT CTL SHAM PLB SRT CTL SHAM PLB SRT o:@® : » o —
Blood from 4 healthy volunteers was collected in lithium heparin tubes at the Etablissement Francais du Sang & » g& : : %\ | | .
(EFS, France) and stored at room temperature until use (<20 hours). Whole blood was incubated 4 hours with 11-17 11-6 Mip-1[3 x ““*“ L:PS SR:T e x SR'Ir-015
lipopolysaccharide (LPS Klebsiella pneumoniae, 50 ng/ml, Sigma-Aldrich). A dose range of SRT-015(0.47 -0.94 - 1.88 vV - | Fluorescent- |
-3.75-7.5-15-30 yM) was added 15 min after LPS. Secretion of TNFq, IL-6 and IL-13 was determined by measuring " % %k ns 0.0903 TNFa, IL-6, IL-1PB, labelled E. Coli ;I“trace"mar
their concentration in the whole blood using ProcartaPlex immunoassay for Luminex (Thermo Fisher Scientific) 40+ — 20000~ X | 1000 " 1 CXCL10 expression U(a)(r::iilcizi;ce
B
Evaluation of SRT-015 effect on isolated human PBMC after LPS stimulation  an | = 800 TNFa IL-6 IL-1B CXCL10 . .
= 30 —~ 15000 = Phagocytic Capacity
Human peripheral blood mononuclear cells (PBMC) were isolated from 6 healthy volunteers by Ficoll-Paque density £ = D e00d 100- 150- 110- 100
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Polymorphonuclear leukocytes (PMNs) were isolated from 5 healthy donor blood samples by Ficoll-gradient. After placebo-treated (PLB), and CCl /CLP-operated SRT-015-treated mice (SRT). *: p<0.05; **: p<0.01; ***: p<0.001 for comparison between groups +LPS (10 ng/mL) #EPS (10 ng/mb) 1o ne/mt) F LS (10 ng/mt) SRT(WM) 0 2 10
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Evaluation of SRT-015 effect on neutrophil phagocytosis
Polymorphonuclear leukocytes (PMNs) were isolated from 7 healthy donor blood samples by Ficoll-gradient. After
30 min of resting, cells were incubated with opsonized fluorescent-labeled Escherichia coli (Thermo Fisher Scientific)
in the presence of vehicle or SRT-015 (2 and 10 uM) for 2 hours. Phagocytic activity was quantified by measuring the CONCLUSION REFERENCES
fluorescence intensity of internalized E. coli using the FLUOstar Optima plate reader (Ortenberg). Raw data were
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Normal distribution of the data was evaluated, and parametric or non-parametric tests were applied accordingl 4.Legry et al. ) Hepatol 2025; 82(S1): S179
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(GraphPad Prism). Statistical tests are indicated for each figure e These results support the development of the mvestlgatlonal drug SRT-015 for the treatment of patlents with ACLF 5.Flores-Costa et al. Hepatol Commun 2025; 9(7):e0744
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