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ANSO3, a novel, orally bioavailable small-molecule type Il ROS1/NTRK inhibitor, effectively overcomes clinically relevant
ROS1/NTRK resistance mutations and exhibits potent antitumor activity in preclinical tumor models

Gong Lit, Alexander Drilon?, Shengxiang Ren3, Peilong Zhang?!, Xianggiu Li!, Linna Lit, Ruiya Zhang!, Wenli Lan?, Di Han', Weizhe Xue!, Peipei Yang!, Shutan Liao!, Kevin Schaab#, Brendan Putz* Hepeng Shi?

lAvistone Biotechnology Ltd., Beijing, China; 2Memorial Sloan Kettering Cancer Center and Weill Cornell Medical College, NY, NY USA; 3Shanghai Pulmonary Hospital, Shanghai, China; “Avistone Biotechnology

Inc., USA
Table 4 In Vitro Anti-Tumor Activity of ANSO3 in a Ba/F3-CD74-ROS1-L1982W- Figure 2: ANSO3 demonstrates superior potential to overcome on-target Figure 4: ANSO3 effectively overcomes on-target acquired resistance caused
L2086F (CB6 mutation) mutant cell line acquired resistance in ROS1. by Type I TRK inhibitors
ROS1 and NTRK fusions are validated oncogenic drivers across multiple tumor Compound TKI types IC. (M) IC;, ratio Ba/F3-CD-ROS1-G2032R (SF Mutation) subcutaneous xenograft tumor model Ba/F3-LMNA-NTRK1-G595R-G667C (NTRK1 compound mutation)
types, yet the clinical utility of current Type | tyrosine kinase inhibitors (TKIs) is YT . 5 n (comparedto ANSO03) ANSO3 achieved complete tumor regression during treatment. subcutaneous xenograft tumor model
limited by acquired resistance mutations, including:  oretinib Type T 1.6 T Its post-withdrawal tumor recurrence was delayed relative to Repotrectinib (TPX-0005) ANSO3 could effectively inhibit the growth of TRK on-target resistant tumors and
+ ROS1 solvent front (SF) mutations -> steric hindrance blocking drug binding Caboc:zealnr’]clinib ngg T 4'1 a1 and Zidesamtinib (NVL-520) which relapse occurred earlier. significantly improve the survival rate of tumor bearing mice in a dose-dependent manner.
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v’ Targeting the "DFG-out" kinase conformation to evade steric hindrance Ceritinib Type | 1302.0 13020 £ 1000- : (10 mg/kg) = E 1200- T a0
v' Engaging both ATP-binding and allosteric pockets for broad mutation coverage g 500\ : ANSO3 0+0 106 ;: 1000 § - Ic.iog-ra:k (wclianteu-c_o:)_tgsgo:zs
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Binding Conformation | active "DFG-in" conformation | inactive "DFG-out" conformation ANSO3 ICs5o (nM) Reference 1Cso (nM) 102_ i : (llgsr?\rgnlll(gl) 1015 105 0 1 2 3 4 ;ay:of:rea::ne:t 10 11 12 13 14 U 5Dayi o:treztmf’en:" LSS e AL AL L
Binding Si ATP-bind y | ATP pocket + 1 AXL 1.436 Cabozantinib 4.556 0 2 4 6 8 10 12 14,16 18 20 22 24 TGI(%) = (1-AT/AC) x 100, AT/AC (%) = 100 x (TV treated
Inding Site -binding pocket only adjacent allosteric pocket y) TYRO3 1.907 BMS777607 1.749 Days of treatment  : Days of withdrawal final-TV treated initial)/ (TV Vehicle final- TV Vehicle initial) Tumor Size TGl Number of | Number of surviving
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, o _ , Type Il ROS1/NTRK -TKls are multitargeted inhibitors that bind the inactive state of Trmax (hr) 1.0 1.0 4.0 0.5 0.5 ANSO3 (5 mg/kg) 730t44 57 9 8
To develop an effective type Il ROS1/NTRK inhibitor to treat patients with locally the ROS1/TRK (DFG-out) in the ATP pocket. C...(ng/mL) 1277 5103 7817 5623 7050 ANSO3 (10 mg/kg) 597+37 66 9 9
advanced or metastatic solid tumors harboring ROS1 /NTRK alterations, hibi e e R . S AUC,, (ng*hr/mL) 5460 22288 74670 23449 25639 ANSO03 (20 mg/kg) 290+23 88 9 9
especially those with ROS1/NTRK-resistant mutations against currently approved nhl |tqry activity (ICgy) for t .e tc?p inhibite mgses were ete.rmlr.me and are MRT (hr) 2.99 3.63 5.35 3.14 3.11 Repotrectinib 1042+73 36 9 3
shown in Table 5. The results indicate that ANSO3 is comparable in wild-type c- (TPX-0005, 20 mg/kg) -

type | ROS1/NTRK TKis, thereby addressing a clear unmet medical need.

Met potency to Cabozantinib. Importa ntly, ANSO3 did not substa ntially inhibit TGI(%) = (1-AT/AC) x 100, AT/AC (%) = 100 x (TV treated final-TV treated initial)/ (TV Vehicle final- TV Vehicle initial)

VEGFR2 (IC;, >100 nM) unlike Cabozantinib (VEGFR2 IC5,= ~1nM).

Figure 3: ANSO3's inhibitory effect on NTRK fusion—positive tumors is
comparable to Repotrectinib.

In vitro Eharmacologx Human colon tumor cell line KM12-Luc (NTRK1 fusion)
] - 0 subcutaneous xenograft tumor model
ANSO3 broadly and potently inhibits a spectrum of ROS1/TRK WT/Mt proteins In vivo PD-PK Studies E — o , o
o . . ANSO03 showed a dose-dependent inhibitory effect and Non-clinical studies of ANSO3 have demonstrated that it is a potent, orally
Table 2 In Vitro Kinases Inhibitory Activity of ANSO3 The in vivo antitumor effects of ANSO3 were evaluated using subcutaneously and 3 mg/kg of ANSO3 was sufficient to induce tumor regression. bioavailable Type Il ROS1/TRK inhibitor with a groundbreaking preclinical profile:
ICs, (nM, MeanzSD) intracranially transplanted tumor models in Balb/c nude mice. _ _
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o s efficacy of ANSO3 in a ROS1 fusion-positive model. ] & ANS03 1 mg/kg, P.O, BID, n=9 : Vehicle 1838.45+305.64 -- NTRK1: G595R, F589L, G667C), and compound mutations.
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ROS1 L2086F CB6 3.35+0.64 23874748 NSCLC PDX LU-01-0414 (ROS1 fusion) subcutaneous tumor model o | TPX00053mg/kg, PO, BID, n=9 (03 mg/kg) | 995-24%131.96 50 so fange: 0.324-4.88 nM (kinase |evel), 0.1-26.045 nM (cellular level).
TRKA WT 1.10+0.045 0.158+0.001 ANSO3 showed a dose-dependent inhibitory effect and % 1600+ 503 X 2. Substantial P.otency Against Select Resistance Mutations
TRKB WT 0.733+0.049 0.261+0.002 3 mg/kg of ANSO3 was sufficient to induce tumor regression. 5 1200 (1 mg/ke) 352.16164.73 88 e >10,000x improvement vs. Type | TKlIs for ROS1 CB6 (L2086F)
TRKC WT 1.60£0.390 0.91640.288 : ANSO3 e 52.5x% stronger inhibition of TRK1 xDFG (G667C) and >104.4 x activity against NTRK1
TRKA G595R SF 4.88+1.46 0.594+0.069 —&~ Vehicle, PO, BID E, 800- (3 mg/kg) >8.4518.84 105 compound mutations.
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) , .. , , | - ANSO3: 3 mglkg: P0: BID Vehicle 970 + 89 - 0' (TPX-0005) 55.1916.11 105 * Achieved complete tumor regression in ROS1-G2032R models at 10 mg/kg BID.
Table 3 In Vitro Anti-Tumor Activity of ANSO3 in Ba/F3 Cell Lines 10001 _g- TPX-0005, 3 mglkg, PO, BID 5 3 4 & 8 10 12 12 16 18 (3 mg/kg) o . N
. & | ’ y T ANSO3 H * |Induced tumor regression in ROS1/NTRK fusion-positive models at 3 mg/kg BID.
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types (Type II) (Type 1) / ANS03) E oo (1 mg/kg) 289 * 36 85.87 4. Optimized Pharmacokinetic Profile
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SF Mutation D —— — ' £ -  Demonstrated brain penetration, critical for treating CNS metastases.
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