Detection of PIK3CA mutations in tumor tissue and ci-DNA plasma sampies of patients with metastatic hreast cancer using a novel highly
sensitive commercially available GE-IVD kit
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ABSTRACT INTRODUCTION RESULTS

Introduction:OnFoIipsy PIK3CA CE-IVD kit.is intended to be used e PI3K (Phosphoinositide 3-kinase) signaling i deregulated in 3 Tumor b|opsy Samp|es (Tab|e ]_)
for the detection of PIK3CA mutations based on the

comlsingiten o slidegmediic piming, asmmeie FOR, ane variety of cancers. The three main PIK3CA hotspot mutations, - - _ . : :

melting curve analysis. The aim of the present study is to: a) ES45K and E542K in exon 9 and H1047R in exon 20, are detected 228 OncolipsVIRIKSCATKIE E542K Oncolipsy PIK3CA kit H1047R Oncolipsy PIK3CA kit

eVZ'UTte the ferformanﬁe Off the novel CE-'VE kit both ianFPES approximately in 40% of hormone receptor positive (HR+) breast Cobas Z ; To;al Cobas + - Total + - Total

and plasma-ctDNA samples from patients with metastatic breast . . . - . +

cancer (MBC) and directly compared the derived results with sEmeer ([EG), melly [ @ne ezl and. kinase d.omayms of the PIK3CA _ 0 24 24 PIK3CA * 0 0 0 Cobas + 8 1 9

two commercially available assays, the cobas® PIK3CA Mutation PIK3CA gene. Beyond BC, PIK3CA mutation detection is also very kit kit - 9 20 29 PIK3CA kit - 5 16 21

Test and a ddPCR PIK3CA mutation test (Bio-Rad). important in other types of cancer like lung cancer, colorectal Total 4 26 30 Total 9 20 29

Patients and methods: 30 primary tumors (FFPEs) and 25 cancer, anal squamous cell carcinoma and pancreatic cancer. Concordance: 28/30, 93.3% (k= 0.762, p<0.001) substantial Concordance: 20/29, 69% (k=0.000)* Total = L 30

plasma-cfDNA samples from patients with HR positive and HER2 . | t | th tics t i e dri agreement . ’ : Concordance: 24/30, 80% (k=0.577, p < 0.001) moderate agreement

negative MBC were analyzed. Genomic DNA was isolated from . rec.en Years’ THIE erapeu.lcs- aligadingg - SRISCEINS - LIS

FFPEs using the QlAamp DNA FFPE Tissue Kit (Qiagen, Hilden, mutations in PIK3CA have revolutionized the treatment of BC. : : Oncolipsy PIK3CA kit

Germany), while cfDNA was extracted from 2.00 mL of plasma Alpelisib is the only PIK3 inhibitor that has been approved by Oncolipsy PIK3CA kit N - Total Oncolipsy PIK3CA kit

St v Ol DEL Ehbes L6 TR E=m, i, CRrme . both the U.S. Food and Drug Administration (FDA) and European + - Total + i Total

Results: Direct comparison between the Oncolipsy PIK3CA CE- Medicines Agency (EMA) for use in combination with fulvestrant + 4 12 16 ddPCR h 8 3 =

IVD kit and the cobas® PIK3CA Mutation Test using the same . . th HR " HER? ‘i PIK3CA N ddPCR 0 14 14 ) 1 17 18 ddPCR + 12 3 15

gDNA isolated from FFPEs revealed a concordance of 20/29 I pEiEms il -pOSI. VE, _n_ega IVE, -mutated, - - 1 14 15

(69%) for PIK3CA p.E542K, 24/30 (80%) for PIK3CA p.H1047R and advanced or MBC following progression on or after treatment Total 4 26 30 Total 9 20 29

820 5193-3%);0: . ’K3Ci‘hp-5345'('_”‘“ta;‘l‘;(g-;\hecgggsi‘?t”d‘”g with an endocrine-based regimen. Concordance: 18/30, 60.0% (k= 0.237, p=0.044<0.05) fair Concordance: 19/29, 86.2% (k= 0.696, p<0.001) substantial Total 13 17 30

concoraance etween e NCOIIPSY - IT an .

ddPCR was 19/29 (86.2%) for PIK3CA p.E542K, 26/30 (86.7%) for Oncolipsy PIK3CA kit (Pharmassist Ltd, Greece) is based on the agreement agreement Concordance: 26/30, 86.7% (k=0.733, p<0.001) substantial agreement

PIK3CA p.H1047R and 18/30 (60%) for PIK3CA p.E545K mutation combination of allele-specific priming, asymmetric PCR, and

(Table 1). Direct comparison between the Oncolipsy PIK3CA CE- melting curve analysis. The CE-IVD kit can detect the presence db | bl

IVD kit and ddPCR assays using the same gDNA isolated from : Liqui iopsy samples (Table 2

plasma samples revealed a concordance of 13/15 (86.7%) for of four PIK3CA hOtSpOt mutations (E542K' ES45K, E545Q, g PSy P ( )

PIK3CA p.E542K, 21/25 (84%) for PIK3CA p.H1047R and 26/26 H1047R).

(100%) for PIKSCA p.ES45K mutation (Table 2). * The aim of the present study is to: a) evaluate the performance E545K Oncolipsy PIK3CA kit E542K Oncolipsy PIK3CA kit H1047R Oncolipsy PIK3CA kit

Conclusions: The commercially available Oncolipsy PIK3CA CE- of the novel CE-IVD kit both in FFPEs and plasma-cfDNA samples + - Total + - Total + - Total

IVD kit is highly sensitive {:md §pecific for the detection of four from patients with metastatic breast cancer (MBC) and directly 1 0 1 + 2 0 y)

PIK3CA hotspot mutations in primary tumors and plasma-cfDNA. compared the derived results with two commercially available ddPCR + ddPCR + 1 1 2 ddPCR )
assays, the cobas® PIK3CA Mutation Test and a ddPCR PIK3CA - 0 25 25 - 1 12 13 - 4 19 3
mutation test (Bio-Rad). Total 1 25 26 Total ) 13 15 Total 6 19 25

Concordance: 26/26, 100% (k= 1.000, p< 0.001) perfect Concordance: 13/15, 86.7% (k= 0.423, p=0.101) moderate Concordance: 21/25, 84% (k= 0.432, p=0.009<0.05) moderate
agreement agreement agreement

METHODS AND MATERIALS

* In FFPEs samples, PIK3CA p.E545K mutation was detected in 4/30 (13.3%) samples, the p.E542K mutation in 9/29 (31%) samples, and the p.H1047R mutation in 13/30 (43.3%) samples. The p.E545Q mutation

30 primary tumors (FFPEs) and 25 plasma-cfDNA samples from was not detected in any of the FFPE samples tested.

patients with HR positive and HER2 negative MBC were analyzed. e Direct comparison between the Oncolipsy PIK3CA CE-IVD kit and the cobas® PIK3CA Mutation Test using the same gDNA isolated from FFPEs revealed a concordance of 20/29 (69%) for PIK3CA p.E542K, 24/30
Genomic DNA was isolated from FFPEs using the QlAamp DNA (80%) for PIK3CA p.H1047R and 28/30 (93.3%) for PIK3CA p.E545K mutation. The corresponding concordance between the Oncolipsy PIK3CA CE-IVD kit and ddPCR was 19/29 (86.2%) for PIK3CA p.E542K, 26/30
FFPE Tissue Kit (Qiagen, Hilden, Germany), while cfDNA was (86.7%) for PIK3CA p.H1047R and 18/30 (60%) for PIK3CA p.E545K mutation (Table 1).

extracted from 2.00 mL of plasma using the QlAamp DSP cNA Kit e Direct comparison between the Oncolipsy PIK3CA CE-IVD kit and ddPCR assays using the same gDNA isolated from plasma samples revealed a concordance of 13/15 (86.7%) for PIK3CA p.E542K, 21/25 (84%) for
(Qiagen, Hilden, Germany). PIK3CA p.H1047R and 26/26 (100%) for PIK3CA p.E545K mutation (Table 2).

CONTACT CONGLUSIONS REFERENCES ACKNOWLEDGEMENTS

Figure 1. Oncolipsy PIK3CA kit

. , | s i, Creess) and s s The commercially available Oncolipsy PIK3CA CE-IVD kit is highly 1. Glaviano A, et al. Mol Cancer. 2023 This study has been financially supported by the European Union
DUFILTE St.erglopou ou V' soco oo | graph of melting curve analysis sensitive and specific for the detection of four PIK3CA hotspot 2. Bachman KE, et al. Cancer Biol Ther. 2004 and Greek national funds through the Operational Program
Phar.ma55|st LFd , interpretation results. mutations in primary tumors and plasma-cfDNA clinical samples. 3. AndréF et al. Breast Cancer . N Engl J Med. 2019 Competitiveness, Entrepreneurship and Innovation, under the
Sl GRS e B TR S E T 4. Markou et al. Clin Cancer Res. 2014 call RESEARCH — CREATE — INNOVATE (project code: T1RCI-
Phone: 0030 210 65 60 700 02935).

Website: www.oncolipsy.com



	Slide 1

