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Key Features of INDUKINE Molecules

WTX-712 is an Inducible IL-21 Pro-Drug

Treatment with WTX-712 Results in Robust

Favorable WTX-712 Exposure and Tumor

IL-2 and IL-21 Cytokines Trigger Different Responses in

Development of WTX-712, an IL-21 Prodrug for Cancer Inmunotherapy In Vitro Cellular Data Anti-Tumor Activity Activation Tumor Models
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MC38 (A) or EMT-6 (C) tumor bearing mice were randomized into treatment groups, dosed twice a week
for two weeks with vehicle (black), IL-2-HLE (red) or IL-21-HLE (blue). Tumor volumes were measured
twice a week. Nanostring analysis of RNA from MC38 (B) or EMT-6 (D) tumors after dosing with IL-2-HLE
or IL-21-HLE. Differentially expressed genes between IL-2-HLE and IL-21-HLE samples graphed as volcano
plot comparing fold change and p value.

receptor

human solid tumors in vitro with
minimal cleavage by non-tumor
tissues

inactive in the periphery, and fully active IL-21 is selectively released within the tumor, resulting in anti-
tumor efficacy with an expanded therapeutic window compared to IL-21-HLE.

(A) In vitro activity of WTX-712 in the IL-21 Promega reporter assay or (B)
measurement of pSTAT3 in human PBMCs after incubation comparing
intact WTX-712 (blue squares) and in vitro cleaved/activated WTX-712
(red triangles) to recombinant IL-21 (black circles).

hIL-21RKI MC38 tumor bearing mice were randomized into treatment groups and
dosed once with WTX-712. Mice were sacrificed at indicated timepoints, and
serum and tumors were collected. (A) Total WTX-712 and free IL-21 exposure. (B)
IFNy generation in serum and tumor after single dose of WTX-712.

hIL-21RKI mice bearing MC38 tumors were randomized into treatment groups, dosed
twice a week with WTX-712 for two weeks, and tumors were measured twice weekly.
(A) Average tumor volume for n=8 animals per group and (B) individual spider plots of
tumor burden.
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disposition

IL-21 Activates Type | IFN Signaling in the TME
Type | IFN Pathway Upregulated after IL-21 Treatment, and IFNAR1 Blockade Reduces

Spatial Profiling Reveals Differential Intratumoral Immune Infiltration after IL-21-HLE Treatment Compared to IL-2 HLE
IL-21-HLE Treatment Results in Enhanced and Sustained Immune Infiltration Over Time

IL-21 Promotes Increased Polyfunctional CD8+ T cells in the Tumor
Quantification of Spatial Profiling Shows Increased Activated CD8+ T cells with IL-21

IL-21 Efficacy B) i Treatment
B) Oasl1 Oas2 Ifih1 it ' V icle |-21-L
* * ’ i ‘ / ¢ W
Ax— 600 1750 2000 * A) e "
A) o . I T . pr— A)  Total CD8* T cells B) GzmB+ CD8+ T cells C) PRF1+CD8+ T cells D) TcF1+ cD8+ T cells
5 600 g § - § 1500
Diense response to Virus | T Lg) § 4007 8 1(2)(5)2— 3 80— " " 129 Kk k 104 3
Defense response to symbiont | I 3 400 K 3 B 1000 - = 10
Response-to-virus- = = 20 £ 7501 % £ 60 * %k %
E 200 g £ 5001 '8 £ 500 % ~ ~ 87 ~ o~ 2
T 2 % 2 2 2504 2 © Vehicle S € € 57 €
1 0 T T T 0 0 T T T g g 67 g g 1
1 9 5, s 2
i3 g 3 ] g o8 (8 . g
4000 30001 s $ o---\%-eeeinn ...
) ) — k% 0 @®----n-t
‘© 30004 b= .
t 8 2000-] § 2007 E I\/Lezlil‘.:IELE 2" 5= 1= T T
+ =l =] - -
Regulation of type | 2 0ol 8 RS AR RS ARS4 DS SN RS ARSS
interferon-mediated g £ 1000+ ? = IL-2-HLE Aé\\ "l/\’:b /,‘/)2‘ Qé'{\\ {i\/}?‘ :L)?‘ AQ’\ q/,\}?‘ 5]/:3‘ A‘;’Q\ q/,\/)?‘ ﬂ/:?‘
signaling pathway 2 9 2 $ VY VY Y VY
v
+ 1000 T T T 0 T T T
IL-21-HLE E .
. ) Vehicle IL-2-HLE
Vehicle Comparison IL-21 Comparison IL-2-HLE
30001 — Vehicle + Isotype 3000 — IL-21-HLE +Isotype ~ 7/8 CRs CDSTf 'tl'a(I:eIIs
=~ - n — IL-21-HLE + alFNAR1
“Z 2500- Vehicle + alFNARL “ 2500- +a 4/8 CRs
1 S
Evane @ 2000+ Granzyme B+
2 1500 CD8+ T Cells
>
5 1000 IL-2-HLE
s . 8 £ TCF1+
Enrichment Score g2 5004 CD8+ T Cells
0
1 1
0 5 10 15 20 25 30 35 0 5 10 15 20 25 30 35

Day

Day

EMT-6 tumor bearing mice were randomized into treatment groups and dosed twice weekly for two weeks with either IL-21-HLE or IL-2-
HLE. Tumors were collected at day 12 and fixed in formalin. Tumors were embedded in paraffin, sectioned, dewaxed and antigen
retrieved. Tumors were stained and imaged using a Lunaphore COMET multiplex immunofluorescence platform. Three individual tumors
were imaged and analyzed per group. Images were analyzed using HALO Software from Indica Labs, and indicated cell populations
quantified and normalized to tissue area. Quantification of (A) Total CD8+ T cells, (B) Granzyme B+ CD8+ T cells, (C) Perforin+ CD8+ T
cells and (D) TCF1+ CD8+ T cells. p values represent the results of a one-way ANOVA: * = p<0.05, ***= p<0.001. (E) Spatial dot plot of
CD8+ T cell infiltration of tumor tissue.

(A) EMT-6 tumor bearing mice were randomized into treatment groups (Day 0), dosed twice a week with IL-21-HLE or IL-2-HLE for two weeks,
and tumors were harvested for Nanostring analysis of bulk RNA. Pathway analysis preformed on the differentially expressed genes and graph
shows pathways identified which were significantly enriched with a p value <0.05 and enrichment greater than 3-fold. (B) Plots of genes identified
in IFN related pathways. p values represent the results of a one-way ANOVA: * = p<0.05, ** = p<0.005 ***= p<0.001, ****= p<0.0001 (C) EMT-6
tumor bearing mice were randomized into treatment groups (Day 0), mice were dosed every third day with anti-IFNAR1 or isotype control for a
total of 8 doses. Mice were dosed twice a week with IL-21-HLE or vehicle for two weeks. Tumors and body weight were measured twice weekly.

EMT-6 tumor bearing mice were randomized into treatment groups and dosed twice weekly for two weeks with either IL-21-HLE or IL-2-HLE. Tumors were collected indicated timepoint and fixed in formalin. Tumors were embedded in paraffin, sectioned, dewaxed and antigen retrieved. Tumors were
stained and imaged using a Lunaphore COMET multiplex immunofluorescence platform. Representative images showing staining for (A) DAPI and CD45 at various timepoints. (B) DAPI, CD8, CD4, F4/80, CD11b and Granzyme B at day 12 (C) DAPI, CD8, CD4, TCF1, CD11c, CD103 and NCR1 at day 12

Treatment with IL-21 Results in Robust Anti-Tumor Efficacy in CPI
Resistant Tumor Model

Differential Activity of IL-21 and IL-2 in Renca Tumor Model

Spatial Profiling Shows Robust Infiltration of Immune Cells after IL-21 Treatment
IL-21 Treatment Leads to Increased CD8+ T cells and Immune Hubs in TME

SUMMARY and CONCLUSIONS

IL-21 Treatment Leads to Sustained Polyfunctional CD8+ T cell Population
IL-21 Promotes Cytotoxic CD8+ T cells Expressing High Levels of Granzymes and Perforin
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