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BioltaLee- Study Design \\.%.loltaL EE

BIOLOGICAL ITALIAN STUDY WITH RIBOCICLIB
IN 1L POSTMENOPAUSAL WOMEN WITH ABC

N=287
*  Postmenopausal women with HR+, Enrollement from 02 February to 28 November 2018
Across 47 Italian centers

.,/f-

HER2- aBC (locoregionally
recurrent not amenable to surgery or
metastatic)

« No prior systemic hormonal therapy First-line ribociclib
or chemotherapy for aBC (600 mg PO; 3 weeks on/1 week off)

* TFI>12 months*

- Patients willing to undergo blood + letrozole (2.5 mg/d PO)
and tumor sample collection at _ _
baseline and at a scheduled Baseline Day 15 Day 1 First Imaging Disease progression
timeframe Cycle 1 Cycle 2 (~ 3 months) Or end of treatment

(D0) (D15) (C2D1) (FI) (EOT)

Liquid biopsy for:
» ctDNA analysis I I I I I
* Serum thymidine
kinase activity ﬁ Baseline tumor Tissue sample (fresh or archival) (preferred from a metastatic site)

t Buccal swab (pharmacogenomics)
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ESMO BREAST CANCER
VIRTUAL MEETING

BioltaLEE — Comparative Biomarker Analysis of Liquid Biopsies and Paired Tissue Samples of Patients Treated
With Ribociclib and Letrozole as First-line Therapy for Advanced Breast Cancer (ABC)
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Comparison Analysis

Table 3. Concordance Analysis in Single Gene Alteration by pts Between LBs

Figure 5. Mirror Analysis of BioltaLEE Results in LB and TS With TCGA
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ctDNA/tissue concordance in the BIOITALee trial

NGS Analysis: Baseline ctDNA and tDNA were assessed
by SNV analysis using the same 533-amplicon custom
AmpliSeq HD panel

Liquid biopsies Tumor Samples
(N=285) (N=276)
1 1
Matched LB/TS (valid for NGS)
(N=144)

Tumor Samples main characteristics:
Primary tumor (66.7%)

52% was recent (taken <60d from enroliment)

NGS Testing BioltaLEE AmpliSeq HD Custom Panel
Sample tested Baseline LB (CtDNA) Baseline TS
Mean coverage 23000 X 12000 X
and LOD 0.1% 0.1%

(for 10 ng of cfDNA input) (for 5 ng of tDNA)
No. of genes

tested for SNV

39

Genes analyzed

AKT1, APC, ATM, CDH1, CCND1, CCNET1,
CDK4, CDK6, CDH1, CDKN2A, EGFR,
ERBB2, ERBB3, ERBB4, ESR1, FGFR1,
GATA3, HRAS, KIT, KMT2C, KRAS,
MAP2K1, MAP2K4 , MAP3K1, MET, MLH1,
NF1, NOTCH1, NRAS, PDGFRA, PIK3CA,
PIK3R1, RB1, RUNX1, PTEN, RET, SRC,
TBX3, TP53

Bianchini G. et al ESMO BC 2020
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ctDNA/tissue concordance in the BIOITALee trial
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At least 1 SNV was found in: oo
* 72.9% (n = 105) of tissue samples |
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Luminal A disease was defined as pis with KT < 20%, ER+, PgR 2 20%, HER2- siatus or Kig7 < 20%, ER—, PgR 2 20%, HER 2 - stafus. Luminal

B was defined as Kif7 = 20% or PgR < 20%.

LB, liguid bicpsies; Lum &, luminal A; Lum B, luminal B; M, number; MA, not applicable; TS, tissus samples; WT, wild type.
Bianchini G. et al ESMO BC 2020
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BIOITALee ctDNA vs tissue: Key findings

Concordance Between LBs and TS (n = 144) was moderate
* PIK3CA SNV: 20.1% in LB vs 40.3% in TS

Cohen's kappa Values <020 0.21-0.40 0.41-0.60 0.61-0.80 0.81-1.0 e LB-/TS+ discrepancy was more common
Quali Poor Fair Moderate .
v 9008 « PIK3CA Allele frequency was lower in cases LB-/TS+
Gene TS, LB,  KCohen's  McNemar LB+/TS+ LB+/TS- LB-/TS+ LB-/TS- suggesting subclonal event
%)  %(n)  (95%CI) PValue %) %) %)  %(n)
PIK3CA  40.3(58) 20.1(29) 0.48(0.34,062) <00001 188(27) 14(2) 215(31) 583 (34) 08 -
TP53 24.3 (35) 16[]{23} 044(027-062) 00186 11.1(16) 49(7) 132( 9) 70.8 (102) P-value (wilcox) = 3.4e-05
PTEN 76(11) 42(6) 056(0.28,0.85) 0.1250 5() 07(1) 42(6) 917(132) 1.
KMT2C  42(6) 42(6) IESTCECRR]  1.0000 5() 07(1) 07(1) 95.1(137) ®
@ :
MAP2K4  42(6) 35(5) IRAALLORNNY 10000 8(4) 07(1) 14(2) 95.1(137) = "B
204 r ——
Overall 0.51(0.44,0.58) < 0.0001 " “" k
Overall 0.48 (0.39,0.56) < 0.0001 < g pobot
“adjusted” 0.2 - t‘ .
-y
i s
00 I —
| 1
Shared Tissue_only

Bianchini G. et al ESMO BC 2020
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TAKE HOME messages

* A negative liquid biopsy may be due to the presence of a subclonal
mutation
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Circulating tumor DNA (ctDNA) dynamics in
patients with hormone receptor positive
(HR+)/HER2 negative (HER2-) advanced

breast cancer (aBC) treated in first line with

ribociclib and letrozole in the BioltaLEE trial
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ctDNA dynamics in the BIOITALee trial- key findings
BASELINE

Target mutation at baseline mPFS HR (95% Cl) P value A b I. .
= \Nild type (n=150) NE 0.41 (0.27,0.61) 0.0001 t as.e me’ target mutatlons were
—— Mutated (n=113) 16.59 e detected in 113 patients (43%), whereas

Kaplan-Meier Curve of Progression-Free Survival (months)

150 patients (57%) were wild type

=

o

o
1

90
80 -
70
60
50
40~
30
20

101 Log Rank P <.001 Absence of a target mutation at baseline
was associated with good prognosis

Mean (SD) pre-treatment VAF at baseline

was 11.3% (14.4)

% of alive and non-progressed patients

o
1

1 1 1 1 1 1 1 1 1 1 1 1
0 3 6 9 12 15 18 21 24 27 30 33
Progression-Free Survival (months)

Patients at risk
Wild type 150 119 114 107 96 92 82 72 44 20 5 0
Mutated 113 87 73 65 56 45 38 30 13 5 2 0

Bianchini G. et al SABCS 2021
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TAKE HOME messages

* A negative liquid biopsy may be due to the presence of a subclonal
mutation

* A negative liquid biopsy (using a large panel) is associated with better
outcome at baseline




ctDNA dynamics in the BIOITALee trial- key findings
Early changes during C1

Timepoint mean (SD) VAF Change
0.7 4
D15 (n=104) - 64.3% (55.9)
. C2D1 (n=105) - 68.6% (52.2)
0.5
04 | Early VAF clearance was ohserved in 47.1%

VAF

0.3

—= (n=49) of patients at D15 and 52.4% (n= 35) of
patients at C2D1

0.2 +

01 - . A significant VAF reduction was observed
| —1 upon ribociclib + letrozole treatment at D15
and C2D1 (but no rebound at C2D1)

Bianchini G. et al SABCS 2021
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ctDNA dynamics in the BIOITALee trial- key findings
Early changes during C1

0,
VAF clearance mPFS HR (95% CI) P value VAF clearance mPFS HR (95% CI) P value
——  VAF cleared at D15 (n=49) 21.85 0.51 (0.28,0.91) 0028 - VAF deared at C2D1 22.11 0.44 (0.25,0.78) 0.0052
. = \/AF not cleared at C2D1 12.32
—— VAF not cleared at D15 (n=55) 12.09
. . . 2 Kaplan-Meier Curve of Progression-Free Survival (months

2 Kaplan-Meier Curve of Progression-Free Survival (months) S 100 - P 9 ( )

2 100 A =

2 90 1 zg

? 80 $ o

] @ 70

g 701 4 T

60 - g 60

2 507 & 501

S 40 - 2 407

T 30 2 304

S 204 o 20

2 10 Log Rank P= 0.014 % 10 Log Rank P=0.014

B 0 3 6 9 12 15 18 21 24 27 30 33 = 0 3 6 9 12 15 18 21 24 27 30 33

Progression-Free Survival (months) Progression-Free Survival (months)

Patients at risk Patients at risk
VAF cleared at D15 49 41 33 32 29 24 19 17 8 1 0 VAF cleared at C2D1 55 45 38 33 31 26 21 19 10 4 1 0
VAF not cleared at D15 55 41 35 30 24 18 17 11 4 3 2 0 VAF not cleared at C2D1 50 38 31 28 22 17 15 9 3 1 1 0

Early VAF clearance was associated with

improved PFS

Bianchini G. et al SABCS 2021
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TAKE HOME messages

* A negative liquid biopsy may be due to the presence of a subclonal
mutation

* A negative liquid biopsy (using a large panel) is associated with better
outcome at baseline

 On-treatment change (from positive to negative) is associated with better
outcome




WHAT ELSE CAN WE DO?




THYMIDINE KINASE ACTIVITY

* TK1 is a cell cycle dependent enzyme playing a critical role in cell proliferation
* TK1 activity rapidly increases after the G1-S transition and then declines
* Cancer cells can secrete pathological levels of TK1 detectable in blood

“Liquid Ki67”

The ELISA based DiviTum™ assay (Biovica International, Uppsala, Sweden) determines the enzymatic activity of TK1
in blood serum/plasma or cell cultures.

Y
v
BrdU BrdU-menophosphate :
~
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Serum Thymidine Kinase 1 (TKa) in the BIOITALee trial- key findings
BASELINE

Baseline (median cut-off)

A sTKa at baseline mPFS HR p value

£ T From_263 available samples at baseline,
3w S, T median sTKa was 74.8 Du/L (19-9412)

% 60 ”“LLLI‘

t SO 11,8% of patients had sTKa levels below
P LOD (20Dul/L)

— Time (month) Low sTka at baseline was associated
T with good prognosis

Malorni L. et al, EJC 2023
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TKa DATA IN PATIENTS TREATED WITH ET+CDK4/6i: BASELINE

» First/second line tx with PALBO+FUL * First line tx with RIBO+LET » First/second line tx with PALBO+HT
« endocrine resistant MBC » endocrine sensitive MBC « endocrine sensitive/resistant MBC
PYTHIA BioltalLee WashU palbo dosing trial
Baseline; median cut-off; 87 Dul/L (<20- 14510) Baseline; median cut-off, 74.8 Du/L (19-9412) Baseline; median cut-off, 97.9 Du/L (42.4-490.3)
y sTKa at baseline mPFS HR p value
g Strata == High =+ Low A - — a BL
S 1.00- Median PFS (95% CI) Ti0{ o R 7 T lowleventini7/35,med-24.26,9.15NA)
o] < > i S - — P=991e-04
a High: 7.4 (5.5, 8.7) £ 904 T e | HR=3.43 (1.58-7.43)
0 0751 Low: 17 (14, 28) § & IO S
S £ 70 - e 'y
3050- --------------------- gso- | %‘“’“‘“‘W’“}' - 2 e
% ) : : ; 5. booow oo 'a: <
2 0.25] | ' 3 0 = T e
2 1 : p s ° L=
C ! ! 0 Log Rank p <.001 5~
8 0.00{_ _ ' L 8 2 ¥ &
E 0 6 12 18 5 10 » o
Time (months) since treatment initiation . , 100
Number at risk 0 3 6 9 2 15 18 2 u 7 N B 24
: Time (months) 6 1[0 2'0 3‘o 4'0
High 61 34 18 10 Patients at risk PFS (months)
Low 61 52 37 - S
, HR 1.38; 95% Cl: 1.22-1.57 Krishnamurthy, J. npjBC 2022
Malorni L. et al, EJC 2022 p<0.001 Malorni L. et al, EJC 2023
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Serum Thymidine Kinase 1 in the BIOITALee trial- key findings

Early changes during C1
Matched samples.
n=263 245 241 208 _ _
93.2% of patients had baseline and D15;
4.0 1 88.2% had baseline, D15 and C2D1
I R ; 74.9% had all time points (baseline, D15, C2D1 and Fl)
T 50 ;~ | T - Early sTKa clearance (levels below LOD) was
E‘ ;, ‘ y $ observed in 84.9% of patients at D15 and
2% 8 . e 7 28.6% of patients at C2D1
2.0 - ‘* : I:i =
.  Asignificant reduction in sTKa was observed
e S e . s. upon ribociclib + letrozole treatment at D15
| ! ! _ | and C2D1
soreening - C1DTS - C2D1 - Hrst maging »  Arebound at C2D1 was seen in 68.5% of
e patients Malomi L. et al, EJC 2023
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TKa DATA IN PATIENTS TREATED WITH ET+CDK4/6i: changes during treatment

« <LLOD D1583% o« <LLOD D15 85% « <LLOD D1578%
* rebound at D28 54% * rebound at D28 68% * rebound D28 36%
Q) (=) H - .
PYTHIA e & & < Bioltalee L S o & WashU palbo dosing trial
& & ¢ & & N & <
. . n=51 n=46 n=45 n=33 N=24
b - c d o e - : = s * ok %
1 » n=263 245 241 208 8 s *“*" — ——
4.0 - 7
V. 361 T o =
3 = e z
D x v Ve
% g "’w \.‘.‘ ':o;) 5
3 2 T-;; ’ "
| -
_;_" 3
1L & | ¥ .
s : o o e BL C1D1S C2D1 C4D1 Progression
Screening C1D15 C2D1  Firstimaging
Pro-tr D15 D28 EOT D28 EOT evaluation Time Point
Malorni L. et al, EJC 2022 Malorni L. et al, EJC 2023 Krishnamurthy, J. npjBC 2022
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TKa DATA IN PATIENTS TREATED WITH ET+CDK4/6i: CYCLE 1 DAY 15

PYTHIA BioltalLee WashU palbo dosing trial

C1D15; LoD cut-off, median <20 Du/L (<20- 7060) C1D15; LoD cut-off, median 19 Dul/L (19-1953) C1D15; LoD cut-off, median <20 Du/L (<20-<20)
Strata = Above LOD =+ Below LOD B sTKa level at C1D15 mPFS HR p value b ClDlS

(0)] Low 28.1(22.11, NE)
@ High 10.1(342, 17.28) 262 (1.64,4.20) <0001 3 g — high(event/n:8/10,med=4.25,3.14~NA)
= 1.001 - - low(event/n:19/36,med=20.93,18~NA)
s Median PFS (95% CI) B I e i
5 Above LOD: 5.0 (2.8, 6.0) £ g - IEANATen
@ 0751 z 3 \
o - Below LOD: 15 (11, 19) 3 o I~
sy 2 ] = .
o [ ()]
& 050 ------h----aoooTT . s s ~
o | 3 - "
c | S 50 - i
© I @ == |
) 0.25 1 I $ a0 s (g -
£ ! r S <] 1
= | 5 20 -

1 L @ - - -
E 0.00 1 ! ! & 20 &

T T T T o ~
o 0 6 12 18 E 10 Log Rank p <.001 " e
e Time (months) since treatment initiation 0 1010 6 4 211 100000000000
T T T T T T T T T T T T 3/BHIII3322823212019171412108 8 7 6 4 4 3 2 0
. 0 3 6 9 2 15 18 2 2 27 30 3 &
Number at rISk Time to Progression (months) 5 . r r . T
Patients at risk 0 10 20 30 40
Above LOD 18 4 2 1 Low 08 A4 15 48 131 M8 13 o 50 2 6 0 PFS (months)
High 37 2% 20 17 14 12 1 6 3 2 1 0
Below LOD 90 75 49 32
Multivariable
H HR 1.46; 95% Cl: 1.21-1.76 . ; H

Malorni L. et al, EJC 2022 p<0.001 Malorni L. et al, EJC 2023 KrlShnamurthy, J. anBC 2022
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TKa DATA IN PATIENTS TREATED WITH ET+CDK4/6i: CYCLE 2 DAY 1

PYTHIA BioltaLee WashU palbo dosing trial

[ H » H " i - ~
C2D1; median cut-off, 52 Dul/L (<20, 3533) C2D1; median cut-off, 48.1 Du/L (19-3689) C2D1; median cut-off, <20 (<20~54.1)
o Strata =s== High == Low
.,Gh_) C sTKa level at C2D1 mPFS HR p value c C2D1
4 Low NE (27.9, NE) P
S 1.00 ﬁ Median PFS (95% C) High 161(121,208)  3.05 (1.98;4.69) <0001 = = I’:ev';(eev":n'::‘"‘l"‘?;;‘:"':‘eed‘i‘:g?1‘9"’7551':":))'
% High: 7.7 (5.6, 10) _ oy e L P=0.007
0 0751 Low: 17 (16, 28) g ™ A% =1 HR=2.78 (1.28~6.04)
E, ’ g w0 =5
g_ § 80 ;: _
B T T o =
-8 0.50 : : ;_ 70 E @ | \‘
© 1 1 2 o5 z - - o=
(] | | g '» 1
= 0.251 . a B -
£ : : i g ] b
< ! | £ % z
8 0.00{ _ ' L T a @ o
) 0 6 12 18 : °
o . . e o 1 Log Rank p <.001 z
Time (months) since treatment initiation e T | saBsn 1716161615 11109 7 7 6 §
T T T T T T T T T T T T e ]
: 0 3 6 9 12 15 18 21 2% 27 30 3 s
Number at rISk Time to Progression (months) 0 10 20 30 40
. Patients at risk PFS (mo“ths)
ngh 54 30 15 10 Low 121 105 99 96 88 80 72 63 37 19 S 0
LOW 54 49 37 24 High 120 91 78 67 57 51 42 33 18 6 2 0
Malorni L. et al, EJC 2023

Malorni L. et al, EJC 2022 Krishnamurthy, J. npjBC 2022
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Serum Thymidine Kinase 1 (TKa) in the BIOITALee trial- key findings
Dynamic patterns

Pattern 1 Pattern 2:
TKa <LOD at D15 TKa <LOD at D15 and TKa >LOD at D15
and C2D1 >LOD at C2D1
PATTERN 1 (n=62) PATTERN 2 (n=135) PATTERN 3 (n=37)
E’ 25 — E’ 25 fg’ 2.5

1 1 | I I |

2 o 5 2 e 5 2 o 5

s 8 S = a S g s 3
(&) @O (& (&)

8 5 8

w w w

Malorni L. et al, EJC 2023

20- 21 APRILE

breast 1
U Journal "WEASDD B z ) 2023 ROMA
Club > 4 . 4 - . THE HIVE HOTEL
EDITION Via Torino, 6

LIMPORTANZA DELLA RICERCA IN ONCOLOGIA




Serum Thymidine Kinase 1 (TKa) in the BIOITALee trial- key findings
Dynamic patterns

sTKa pattern mPFS HR p value
) B Pattern 1 NE (28.1, NE)
Pattern 1 Pattern 2: Pattern 2 22.1 (16.8, NE) 2.89 (1.57, 5.31) 0.0006
TKa <LOD at D15 TKa <LOD at D15 and TKa >|_OD at D15 Pattern 3 10.1(3.1,17.3) 5.65 (2.84, 11.23) <0.0001
and C2D1 >LOD at C2D1 104 o Tpe—
= S
PATTERN 1 (n=62) PATTERN 2 (n=135) PATTERN 3 (n=37) E 90 -j&w—a%j
o JEp PR
S 804 B
4.0 o 4.0 4.0 o 2]
a 70+
®
2 60 oo
3.5 3.5 3.5 c —
= - 58,
a 50 B,
® beco0@B-0—0a
o 40
30 307 307 & o
E 3 Z £ 30
S S 2 2 20+
g 25+ 8 25 2 25+ 3
1
8-, 10 4 Log Rank p <.001
a
2.0 2.0 H 2.0 - 0+
T T T T T T I I T T T T
0 3 6 9 12 15 18 21 24 27 30 33
15 — \ 15 — 15 — Time (months)
I - A= e e Patients at risk
T 1 e e
o © = 2 © = o © = Pattern 1 62 54 53 52 49 44 40 36 22 12 5 0
§ =] I3 H =] o § =] o Pattern 2 135 1M 97 88 76 69 58 50 27 1 1 0
(&) @O (& (&)
] s 3 Pattern 3 37 24 20 17 14 12 11 6 3 2 1 0

Malorni L. et al, EJC 2023
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TAKE HOME messages

* A negative liquid biopsy may be due to the presence of a subclonal
mutation

* A negative liquid biopsy (using a large panel) is associated with better
outcome at baseline

 On-treatment change (from positive to negative) is associated with better
outcome

 TKa patterns are prognostic and strongly predictive
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TKa and ctDNA in the BIOITALee trial- key findings

BASELINE _ _
84% of the patients had ctDNA and TKa available data

Patient status (n) mPFS (95% ClI) P value
= WT and TKa- (90) NE (27.89, NE)
—— WT and TKa+ (60) 28.09 (15.9, NE) <0.001
. MUT and TKa- (42) 22.74 (16.59, NE)
MUT and TKa+ (71) 12.16 (8.8, 19.09)
1004
®  90-
7]
$ 804
g 704 g Patient status HR (95% CI) P value
2w 60 _
S $ 50- Target mutation at baseline
: E P~ = - > 0
T 3 40- L e—e0
) = WTvs. MUT 0.46 (0.30, 0.69) 0.0002
o i
% 20~ TKa at baseline
ks 10-
< Mg Sl sl TKa- vs. TKa+ 0.53 (0.34, 0.81) 0.0036
0 3 6 9 12 15 18 21 24 27 30 33 Cox model evaluating PFS by presence or absence of ctDNA and TKa
. . PFS (months) status at baseline adjusted for main clinical variables
Subjects at risk
WT and TKa- 90 72 70 66 63 59 53 48 25 14 3 0
WT and TKa+ 60 47 44 41 33 33 29 24 19 6 2 0
MUT and TKa- 42 33 30 29 28 22 16 14 5 2 1 0
MUT and TKa+ 71 54 43 36 28 23 22 16 8 3 1 0

Baseline ctDNA and TKa are independently informative
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TKa and ctDNA in the BIOITALee trial- key findings

BASELINE _ _
84% of the patients had ctDNA and TKa available data

Patient status (n) mPFS (95% ClI) P value
—— WTand TKa- (90) NE (27.89, NE) « among ctDNA WT, TKa- had the best outcome
— WTand TKa+ (60) 28.09 (15.9, NE) <0.001
. MUT and TKa- (42) 22.74 (16.59, NE)
MUT and TKa+ (71) 12.16 (8.8, 19.09)
1004

S 90-

7]

g 80

g 704 Patient status HR (95% CI) P value

2w 60 _

§_§ 50 LA Target mutation at baseline

n G = - -

23 :g « WTvs. MUT 0.46 (0.30, 0.69) 0.0002

v 1

% 204 TKa at baseline

ks 10-

< Mg Sl sl TKa- vs. TKa+ 0.53 (0.34, 0.81) 0.0036

0 3 6 9 12 15 18 21 24 27 30 33 Cox model evaluating PFS by presence or absence of ctDNA and TKa
. . PFS (months) status at baseline adjusted for main clinical variables

Subjects at risk
WT and TKa- 90 72 70 66 63 59 53 48 25 14 3 0
WT and TKa+ 60 47 44 41 33 33 29 24 19 6 2 0
MUT and TKa- 42 33 30 29 28 22 16 14 5 2 1 0
MUT and TKa+ 71 54 43 36 28 23 22 16 8 3 1 0

Baseline ctDNA and TKa are independently informative
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TKa and ctDNA in the BIOITALee trial- key findings

BASELINE _ _
84% of the patients had ctDNA and TKa available data

Patient status (n) mPFS (95% ClI) P value
—— WTand TKa- (90) NE (27.89, NE) « among ctDNA WT, TKa- had the best outcome
= WT and TKa+ (60 28.09 (15.9,NE <0.001
h . « among ctDNA MUT, TKa+ had the worst outcome
. MUT and TKa- (42) 22.74 (16.59, NE)
MUT and TKa+ (71) 12.16 (8.8, 19.09)
1004

®  90-

7]

g 80

g 70- Patient status HR (95% CI) P value

2w 60

§ 2 50- Target mutation at baseline

Ke]

23 :g WTvs. MUT 0.46 (0.30, 0.69) 0.0002

v 1

% 204 TKa at baseline

ks 10-

< Mg Sl sl TKa- vs. TKa+ 0.53 (0.34, 0.81) 0.0036

0 3 6 9 12 15 18 21 24 27 30 33 Cox model evaluating PFS by presence or absence of ctDNA and TKa
. . PFS (months) status at baseline adjusted for main clinical variables

Subjects at risk
WT and TKa- 90 72 70 66 63 59 53 48 25 14 3 0
WT and TKa+ 60 47 44 41 33 33 29 24 19 6 2 0
MUT and TKa- 42 33 30 29 28 22 16 14 5 2 1 0
MUT and TKa+ 71 54 43 36 28 23 22 16 8 3 1 0

Baseline ctDNA and TKa are independently informative
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TKa and ctDNA in the BIOITALee trial- key findings
Change at Day 15

Patient groups (n) mPFS (95% CI) P value
Group 1 (126) NE (27.89, NE)
e GrOUP 2 (96) 19.58 (13.83, 23.39) <0.0001
=  Group 3 (19) 6.65 (2.83, 12.16)
100 -
® 90
S 80 TKa neg D15 ctDNAWT DO
g 704 o _oq
R o 60 4 Q&”mo@anoc)ocn
§ o 50 y Patient status HR (95% CI) P value
© ) l
S 7 40-
© Study groups
® 30
© 20 4 | Group 1 vs. Group 3 0.17 (0.09, 0.32) <0.0001
5 44 TKaand ctDNApos D15
ES 0 Log Rank P <0.001 Group 2 vs. Group 3 0.37 (0.20, 0.67) 0.0010
0 3 6 °e 12 1 18 21 24 27 30 33 Cox model evaluating PFS by three study groups adjusted
Subjects at risk PFS (months) for main clinical variables

Group1 126 106 101 94 85 81 2 64 38 18
Group2 96 77 66 62 52 43 36 30 14 6 3 0
Group3 19 12 9 T 6 < 4 1 0

S
o
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TKa and ctDNA in the BIOITALee trial- key findings
Change at Day 15

TKa patterns across first cycle

Patient groups (n) mPFS (95% CI) P value
Group 1 (126) NE (27'89’ NE) sTKa pattern mPFS HR p value
e Group 2 (96) 19.58 (13.83, 23.39) <0.0001 B batem i NE(Z5.1NE)
Pattern 2 22.1(16.8, NE) 2.89 (157, 5.31) 0.0006
= Group 3 (19) 6.65 (2.83,12.16) Pallernd 101 (3.1,17.3) 5.65 (2.84, 11.23) <0.0001
100 - 2104 e .
® 90 i’" % -
S 80 TKa neg D15 ctDNAWT DO g 8-
4 e
8 70 - ®-e_oe E. 70 4
o 60- QE"’Wz::coa:x:coocnooa S 60
5% 1 :
c.2 504 a 501
- 'g []
g o 404 S_j 40
® 30 - £ 304
® 20 - | @ 20
5 4] TKaand ctDNA pos D15 . Log Rark p <001
ES X Log Rank P <0.001 2 .
(') :'3 é é 1'2 1'5 1'8 2' 1 2'4 2'7 3b 3'3 6 é é é 1I2 1|5 fe 51 2|4 2|7 3|o 3|3
Subjects at risk PFS (months) Time (months)
Group 1 126 106 101 94 85 81 72 64 38 18 4 0 Patients at risk

Group2 96 77 66 62 92 43 36 30 14 6 3 0 Pattem1 62 54 53 52 49 44 40 3 2 12 5 0
Group 3 19 12 9 7 6 4 4 1 0 Pattem? 13 11 a7 88 76 69 58 50 27 11 1 0

Pattern 3 37 24 20 17 14 12 1 6 3 2 1 0
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TAKE HOME messages

* A negative liquid biopsy may be due to the presence of a subclonal
mutation

* A negative liquid biopsy (using a large panel) is associated with better
outcome at baseline

 On-treatment change (from positive to negative) is associated with better
outcome

 TKa patterns are prognostic and strongly predictive
 TKa and ctDNA give independent information (is TKa sufficient?)
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ctDNA dynamics in the BIOITALee trial- key findings
C1D15

VAF status mPFS HR (95% Cl) P value
Not mutated NE 0.32 (0.20,0.51) <0.0001
Mutated - Low VAF 16.53 0.56 (0.30,1.04) 0.065
Mutated - High VAF 11.07

Kaplan-Meier Curve of Progression-Free Survival (months)

=Y

o

o
1

90 -
80 -
70 A
60 -
50 o
40 A
30 A
20 H
10 A

Log Rank p <.001

0_

% of alive and non-progressed patients

0 3 6 9 12 15 18 21 24 27 30 33
Progression-Free Survival (months)

Subjects at risk

Not Mutated 159 131 120 114 103 97 84 73 41 17 4

Mutated - Low VAF 39 30 25 22 20 16 14 12 9 5 2 0
Mutated - High VAF 40 30 27 24 17 12 11 7 1 1 1 0

Patients without target mutation at D15
(n=159, 66.8%) had an extremely

favorable outcome

In patients with detectable target mutation
at D15, VAF below median (n=39, 16.4%)
showed a trend for a better prognosis
vs VAF above median (n=40, 16.8%)

Bianchini G. et al SABCS 2021
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TKa and ctDNA in the BIOITALee trial- key findings
Change at Day 15

Patient arouns (n) mPFS (95% CI) P value
nég U1 NE (27.89, NE)
m— || other groups 19.58 (13.83, 23.39) <0.0001
sl  TKa and ctDNA pos D15 6.65 (2.83, 12.16)
100 -
©
§ 90 -
o 80 -
S 70-
To 60
S K 50 4 Patient status HR (95% CI) P value
2% 404
s ¥ Study groups
®  30-
E 20 4 Group 1 vs. Group 3 0.17 (0.09, 0.32) <0.0001
(]
10 4
ES 0 Log Rank P <0.001 Group 2 vs. Group 3 0.37 (0.20, 0.67) 0.0010
0 3 6 ¢ 12 15 18 21 24 27 30 33 Cox model evaluating PFS by three study groups adjusted
Subjects at risk PFS (months) for main clinical variables

Group1 126 106 101 94 85 81 2 64 38 18
Group2 96 77 66 62 52 43 36 30 14 6 3 0
Group3 19 12 9 T 6 < 4 1 0
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