SUPPLEMENTARY MATERIAL
Modifications in cell-free tumour DNA following intra-tumoural bromelain and N-acetylcysteine in pseudomyxoma peritonei: a post-hoc analysis of the BromAc trial. 
Authors: Florina I. Bura1,2*, Lidia Rodríguez-Ortiz1,3*, Rafaela Pezzopane1,2, Francisca Valenzuela-Molina1,3, Blanca Rufián-Andújar1,3, Ana Martínez-López1,4, Antonio Romero-Ruiz1,2†, Mari C. Vázquez-Borrego1,2†, Álvaro Arjona-Sánchez1,3.
Affiliations: 
1GE09-Research in Peritoneal and Retroperitoneal Oncological Surgery, Maimónides Biomedical Research Institute of Córdoba (IMIBIC), Córdoba, Spain
2Department of Biochemistry and Molecular Biology, University of Córdoba, Córdoba, Spain
3Unit of Surgical Oncology, Department of Surgery, University Hospital Reina Sofía, Córdoba, Spain.
4Unit of Pathology, University Hospital Reina Sofia, Córdoba, Spain.

*Florina I. Bura (florina.bura@imibic.org) and Lidia Rodríguez-Ortiz (lidiaortiz1@gmail.com) contributed equally to this paper and should be considered first authors. 

†Corresponding authors: Mari C. Vázquez-Borrego (z32vabom@uco.es) and Antonio Romero-Ruiz (b72rorua@uco.es). GE09-Research in Peritoneal and Retroperitoneal Oncological Surgery, Maimónides Biomedical Research Institute of Córdoba (IMIBIC) and Department of Biochemistry and Molecular Biology, University of Córdoba, Córdoba, Spain.

Trial Registration: NCT04982146. Date of registration: 06-07-2021.

Supplementary Figure 1
[image: Gráfico, Gráfico de líneas

El contenido generado por IA puede ser incorrecto.]


Supplementary Figure 1. Individual evolution of analysed KRAS and GNAS mutations in mucin samples (aspirates). Samples were collected at different time points: before (T0), and after BromAc treatment (T1,2,3 or T1’,2’,3’) and analysed by ddPCR. Results are expressed as mutant allele fraction (MAF; mean % and standard deviation). T0: sample collected before BromAc treatment; T1: sample collected after 1st dose of BromAc treatment; T2: sample collected after 2nd dose of BromAc treatment; T3: sample collected after 3rd dose of BromAc treatment; T0 to T3’: samples collected before and after BromAc treatment in a second cycle; M1: tumour mass 1; M2: tumour mass 2.


Table 1. Demographics characteristics and pathologic features. Abbreviations: PSS, Prior Surgical Score; ECOG, Eastern Cooperative Oncology Group, N/A: not applicable.
	
	BROMAC Patients (n=9)
	PMP Patients from cohort
(n=34)
	Control Subjects
(n=17)

	Age (years)                                median (range)
	57 (44-76)
	64 (23-86)
	55 (15-86)

	Sex n (%)

	Male
	3 (33.33%)
	21 (62%)
	7 (41%)

	Female
	6 (66.67%)
	13 (38%)
	10 (59%)

	PSS ≥ 3
	9 (100%)
	34 (100%)
	17 (100%)

	ECOG

	0
	3 (33.33%)
	15 (44.12%)
	17 (100%)

	1
	5 (55.56%)
	16 (47.06%)
	N/A

	2
	1 (11.11%)
	3 (8.82%)
	N/A

	Tumour origin

	Appendicular
	7 (77.78%)
	28 (82.35%)
	N/A

	Ovarian
	1 (11.11%)
	2 (5.88%)
	N/A

	Intestinal
	1 (11.11%)
	4 (11.76%)
	N/A

	Completeness
of BromAc treatment
	9 (100%)
	N/A
	N/A

	Nº of masses treated
	11
	N/A
	N/A

	Patients completed the follow-up
	9 (100%)
	N/A
	N/A

	Grade of differentiation

	Low grade (LG)
	8 (88.89%)
	19 (56%)
	N/A

	High grade (HG)
	1 (11.11%)
	12 (35%)
	N/A

	Signet-ring cell (SRC)
	0 (0%)
	3 (9%)
	N/A
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Supplementary Table 2. Changes in KRAS/GNAS mutant allele frequency (% ΔMAF) and tumour reduction, expressed as percentages, as well as volumes of aspirated mucin (mL), cytological findings, and clinical outcomes following BromAc treatment. % ΔMAF was calculated as the percentage of change between the MAF percentage measured after completion of BromAc treatment cycles and the baseline MAF percentage.
	Patient
	% ΔMAF (%)
KRAS | GNAS R201C | GNAS R201H
	Tumour reduction (%)
1 month | 1 year
	Total volume aspirated (mL)
	Citology
	Clinical evolution

	P1
	1,519.40
	NM
	730.00
	-18,50
	-87.7
	678
	Very low cellularity
	AWD

	P2
	-90.32
	-89.16
	NM
	-56.3
	-5
	74
	Very low cellularity
	AWD. Needed intervention at 18 months due to tumour compression of the left hepatic duct.

	P4
	-96.39
	-97.03
	NM
	0
	DOD
	808
	Acellular mucin
	DOD

	P5
	NM
	-100.00
	NM
	+37.8
	+590
	30
	Isolated neoplastic cells
	AWD. Progression of the treated mass with an enterotumour fistula at 9 month and a vesical fistula at 15 months after BromAc

	P6
	-98.02
	-97.14
	NM
	-32.8
	Drop-out
	357
	-
	AWD

	P7 – M1
	-98.72
	66.67
	-98.72
	-50
	-56
	88.4
	Mucin with epithelial cell clusters (low cellularity)
	AWD. No symptoms attributable to disease.

	P7 – M2
	-96.78
	NM
	-92.96
	-81.4
	-62
	30
	
	

	P8 – M1
	38.46
	NM
	160.87
	-70
	DOD
	84
	Acellular mucin
	DOD

	P8 – M2
	-62.71
	NM
	-86.13
	-5
	
	10
	
	

	P9
	-100
	NM
	-100
	-5
	-36
	181.4
	Acellular mucin
	AWD. Asymptomatic.

	P10
	-40.38
	NM
	NM
	+130
	DOD
	70
	Very low cellularity
	DOD


DOD, dead of disease; AWD, alive with disease; NM, non-mutation detected. 
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