Characterization of novel humanized FGFR2b antibody-based ADCs site-specifically conjugated with topoisomerase | inhibitor payload In
preclinical tumor models
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Abstract 38D4 internalization into FGFR2b expressing cell line TST105 exhibited more potent anti-tumor activity in gastric tumor model in vivo

Fibroblast growth factor receptor 2 lllb (FGFR2b), one of the four FGFR family members that encode Fig. 3 Fig. 4 Fig. 7A Fig. /B ch T S
transmembrane receptor tyrosine kinases, is overexpressed in a variety of cancers, such as gastric/GEJ 3OOO_ChGanle iIn Tumor Volume SNU16 (IHC+, 100%) cotype contro angeTlngosumor 'Z:ma_MMAE
(29%)?, esophageal (41%)?, squamous NSCLC (31%)3, TNBC (13%)3, ovarian (40%)3, endometrial (86%)?, T

24 h
e MIGCL  ymgkg  3mokg  imgkg  3mokg
ORR=70%
A 8 Isotype control higG1 I T T I Il 1
- Isotype control higG1-MMAE
T Isotype control higG1-TOPO li

Internalization SNU16 (IHC+, 100%)

15000

cervical (80%)%, colorectal (62%)>, and cholangiocarcinoma (22%)3. We have developed a FGFR2b- 38D4
10000 -~ 38D4
targeting ADC (TST105) with a novel topoisomerase | inhibitor payload by using glycotransferase

0h
killing effect were observed in vitro. TST105 also shows outstanding in vivo tumor Kkilling efficacy in -

¢t o

MFI of FITC-A

—— |sotype control E 2000+ %Q
. . .r . . . e . . . NSSEIT .. S > 50-
mediated site-specific conjugation. Significant internalization, specific killing activity and bystander 5000 o g2
§ <+ Bema-MMAE 1mglkg 2% o-
0+ T T T T T 1 _ U: m
gastric and colorectal tumor models, which may be contributed by the site-specific conjugation. These e e Isotype S 1000~ - Bema-MMAE 3mglkg I | || {1 ] |
promising preclinical data support further investigations of TST105 in FGFR2b positive solid tumors. control a o TeTies imgl .
38D4 or isotype control were labeled with Zenon 48.32% @ TST105 3mglkg _ _
pHrodo iFL IgG labeling reagents (Invitrogen, - 91.25% F|g 7C Change in Body Weight
- : Z25611) for 5 minutes before adding to SNU16 The internalization images of 38D4 or isotype control by SW480-FGFR2b-high cells. o 4 1 2 30 . 9
The co njug ation structure of ADCs cells. After incubation at 37°C for O h, 4 h and 24 Adherent tumor cells were incubated with 10 pg/ml antibody for 0, 4, 24 hours at Post dose (Day) £E 50
h, the fluorescence signal of internalized 37°C. Then antibodies were detected with goat anti-human IgG Alexa Fluor488 after S
) ] ) ] ] - - . e . . . Efficacy of FGFR2b ADCs in SNU16 tumor model on BALB/c nude mice. 25
: e . . HrodoiFL labelled antibody was detected b 5 9 104
Fi g .1 Glycotransferase site-specific conjugation Cysteine based stochastic conjugation P Y Y cells were f|x§d and permeabilized. (Fells were mour?ted .m ProLong .Glo.d Antifade with Mice were inoculated with piece of approximately 2-3 mm? in diameter of SNU16 283 ?
FACS. DAPI. The white arrows refer to the internalized antibodies (Magnification: 400X) . .. =
tumor blocks, when tumor size reached 150-200 mm3, ADCs were i.v injected once a > g 04
TST105 38D4-MMAE Bema-MMAE week. ORR: overall response rate (50% reduction of tumor volume from baseline). 2
\ / -10- Post dose (Day)
TST105 In vitr XIcIty In ric an lor | tumor cell lin | | | |
N / }:_ /* %,‘_ _*/* ST105 tro cytotoxicity gastric and colorectal tumor ce €S TST105 induced a better anti-tumor efficacy than 38D4-MMAE in colorectal tumor
model in vivo
) UL Fig. 5A Fig. 5B Fig. 5C _ _
. Fig. 8A Fig. 8B
T 38D4 mAb Topo i * MMAE Wr Bemarituzumab-analog SNU16 (IHC+, 100%) ?XV480-FGFR2b-h|gh (IHC+, 90~95%) s SW480 WT (IHC-) Change in Tumor Volume Change in Body Weight
7 o 60 oo SW4B0-FGFR2b-medium (IHC+, 80~90%) .27
TST105 is composed of a FGFR2b-targeting monoclonal antibody 38D4 conjugated to topoisomerase | inhibitor s 7 60 2 404 - TST105 — % e Isotype control higGL1 S
. . . g: . . . . 2 60 | = = 38D4-MMAE c 5o
by using glycol b?sed site-specific c?njugai\tlon.techrfology with DAR4, while 38D4-MMAE and Bema-MMAE S o 40 £ = B E oo "+ Isotype control higGL-MMAE % 5
were using cysteine based stochastic conjugation with DARA4. g 20- NI e e o {é o Isotype control ADC : sotype control higGLTOPO i &
o- o 2 | | | | | g » 38D4-MMAE =) E
_ _ - o . L S T A . T . . . 0 001 01 1 10 100 S 300 TST105 @
Binding affinity and specificity of FGFR2b antibody 38D4 to hFGFR2b ores Gon. I Conc.:nM E ToisTam 5- st 4056 (Do)
0+ R N ! Efficacy of FGFR2b ADCs in SW480-FGFR2b-medium tumor model at 5 mg/kg.
i (1 T 10 2 30 Mice were inoculated with 5X10”°6 SW480-FGFR2b-medium tumor cells with 50%
Tab. 1 Fi g. 2 k I I - _I:f t - t Post dose (Day Matrigel, when tumor size around 180 mm3, ADCs were i.v injected once a week.
[Hing etrect in vitro ' ' '
Abs KD (M) kon(1/Ms) kdis(1/s) o _ J :
38D4 223609 | 210E+05 | 46004 | 38D4 specifically binds to human FGFR2b Fia 6 Summary and Conclusions
- 1J.
Bema-analog | 7.90E-09 2.91E+05 | 2.30E-03 2:5 9 : : : : S
- NFGFR1-his ¢ TST105 is a novel and potent FGFR2b-targeted monoclonal antibody 38D4 conjugated to a novel topoisomerase | inhibitor
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ELISA assays utilized for analysis ELISA assays utilized for analysis SW480-FGFR2b-high cells were co-cultured with LS1034 cells (FGFR2b negative) for 120 hrs. Ratio of SW480-FGFR2b-high: LS1034=1:1. _ . . . o
38D4-MMAF was using the same stochastic conjugation and MMAF, which has poor membrane permeability and no bystander effect®. ¢ TST105 is one of several potent, next-generation therapeutic agents under development targeting FGFR2b expression in

solid tumors.
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