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Introduction

WEE1 tyrosine kinase is a critical component of the G2/M cell cycle
checkpoint that phosphorylates CDK1 (p-CDK1), inducing cell cycle

Figure 4. Effects of ZN-c3 in mouse tumor tissue

Results (continued)

Figure 6. p-CDK1 expression in skin samples and scoring
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Figure 8. Changes in PD markers in biopsy specimens of tumor tissue
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A maximum tolerated dose of 350 mg once daily, and a recommended
phase 2 dose (RP2D) of 300 mg once daily, have been identified.3

Skin biopsy specimens were obtained at baseline and after 15 days of
treatment in 23 patients treated at RP2D or higher; biopsy specimens of
tumor tissue were obtained at baseline and after 21 days of treatment in
3 patients treated at RP2D or higher.

Figure 2. Study Design
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Figure 4 shows staining in tumor tissue, and averaged H-scores of 3
fields of interest determined by a board-certified pathologist for p-CDK1
(A and B), p-CHK1 (C and D), and yH2AX (E and F) The results show
inhibition of p-CDK1 and enhanced levels of p-CHK1 and yH2AX, in
agreement with Figure 3.

Figure 5. Validation of p-CDK1 by IHC in human tissue

>

Skin (hair follicle)

p-CDK1 (Y15)

HERZ93 Hola

(2]
o

23 patients.

Changes in p-CDK1 in hair bulbs correlated with changes in basal
epidermis: 6 of 9 patients showed 250% decreases in p-CDK1 reactivity
(H-score) from baseline, and 5 of these 6 also showed p-CDK1
decreases of 250% in the basal epidermis (Figure 6D).

Figure 7. Pharmacodynamic (PD) and Pharmacokinetic (PK)/PD
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A. Examples of p-CDK1, yH2AX, and Ki-67 staining in tumor tissue from a patient at baseline (C1D1) and on
treatment (Cycle 2, Day 1 [C2D1], 2 hours post-dose). B. Changes in PD markers in tumor tissue from 3 patients
(color coded). C. Schematic of predicted changes of biomarkers in tumor tissue.
= Tumor tissue was collected at baseline and during treatment from
3 patients treated at RP2D or higher. One of these patients showed
significantly decreased p-CDK1 levels on treatment (shown in red in
Figure 8B), whereas the other 2 showed evidence of downstream
pathway modulation (increased yH2AX and Ki-67).

+ These data confirm on-target effects of ZN-c3 in the target tissue
(tumor), including increased biomarkers of proliferation and DNA
damage consistent with the mechanism of WEE1 inhibition.

Conclusions
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» PK/PD analysis confirmed a correlation between ZN-c3 plasma levels
and WEE1 pathway modulation.

A. Semiquantitative scoring of p-CDK1 represented as change in H-score at Cyle 1, Day 15 (C1D15) 3-4 hours post-
dose, relative to baseline (Cycle 1, Day 1 [C1D1], pre-dose). The total planned daily doses are color coded; patients
with confirmed partial response (cPR) are indicated with an asterisk (+). B. PK/PD relationship showing plasma levels of

* A-427 NSCLC cells were treated with
150 nM ZN-c3 for 4 hours and analyzed
by Western blotting (Figure 3).
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» Of 3 antibodies tested for IHC, the clone of anti-p-CDK1 (Y15) (CS4539S)

. . . ZN-c3 (AUC, -CDK1 d % C1D15. Patients with cPR indicated with terisk. A
antibody was selected based on the expected nuclear staining pattern in bz TSP e o affonts wilh 6P are indloated wilh an asferisk. Average

drug exposure at RP2D is indicated by the red line. Refe rences

. :nhibittigrllj%d%r;stre%m pr?osphgrylation pecHK1 (8317 — o gﬁihsﬂsalrjztslr_]g cells, with higher selectivity and specificity in a wide variety 18 of 23 patients (78%) showed 250% inhibition of p-CDK1 in skin 1. Matheson CJ, et al. Trends Pharmacol Sci. 2016;37(10):872-881. 2. Li J. (April
;r:ggphorylatign o% 3gstr%r:arﬁnéﬁ|K1 (s317 e — | . Specific p-CDKA staining patterns are shown for normal human tonsil and biopsies after ZN-c3 treatment. Furthermore, all patients with cPR (n = 4) 5)02:)' POSt‘:ftPreseg“:t'oq,ggggfgci\kggg- AA‘rt CF: virtual. 3. Tolcher A. (April 2021).
. i i ral presentation, abstraci . virtual.
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ZN-c3 treatment also resulted in enhanced o . In addition, siRNA-mediated knockdown of CDK1 in HEK293 and Hela pathway modulation was detected in skin biopsy specimens (Figure 7B).

cells was performed (Figure 5C) and the FFPE cell pellets showed
significantly reduced immunoreactivity for p-CDK1 (Figure 5D).

levels of DNA damage marker yH2AX. Dr Chalasani: Advisory boards for Zentalis, Eli Lilly, OncoSec, and AstraZeneca;

» These data confirm on-target effects of ZN-c3 and support the RP2D. research funding from Pfizer.

- Of note, proliferation marker Ki-67 and DNA damage marker yH2AX did
not demonstrate consistent upregulation or downregulation in the skin.
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Study sponsored by K-Group Alpha, Inc, a subsidiary of Zentalis Pharmaceuticals, Inc.; NCT04500587. COPYRIGHT © 2021 ZENTALIS PHARMACEUTICALS. ALL RIGHTS RESERVED.
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