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Background and Rationale
The DURVAST trial demonstrated a good safety profile and feasibility of durvalumab, an anti PD-L1 antibody, in the treatment of patients with solid tumors and HIV-1 infection. In the study most patients included had lung cancer (14 from 20 patients included). All patients had basal undetectable viral plasma load and all continued their antiretroviral  (ART) treatment without toxicity. The study demonstrated a cancer control rate of 50% despite the fact that 60% of patients were previously pretreated.1 Fourteen patients were on treatment with ART that included an INSTIs, and six patients were on treatment with ART combinations without INSTIs. An exploratory analysis demonstrated a significant longer duration of clinical benefit in patients that were under treatment with ART including an INSTI (median NR vs 2.3 months, p=0.036) (Table S1). 

Methods
Ethical approval for this study was obtained from the ethics committee “CEIm Grupo Hospitalario Quirónsalud” (acta nº17/2020; 2020/123-ONC-DEX). The study includes clinical data and samples retrospectively obtained from cancer patients treated with anti PD-1/ PD-L1 antibodies. The cohort of patients with HIV-1 infection had been treated into a multicenter prospective phase 2 trial (DURVAST trial, NCT03094286). The cohort of cancer patients non –HIV infected includes patients treated at Hospital Universitari Dexeus (Barcelona, Spain) from April 2016 to May 2020. Samples consisted of tumor tissue archival paraffin-embedded slides and blood samples obtained before treatment initiation. Written informed consent was obtained from each patient.
[bookmark: _gbi9e5jj0ew]Data about patient characteristics, tumor type, molecular sub-classification, and response to therapy according to RECIST 1.1 criteria was recorded from 45 patients (15 with HIV-1 infection and 30 non-HIV infected). All HIV-1 infected patients comprised HIV-1 infected persons under effective cART with advanced solid tumors in which anti PD-1/PD-L1 antibodies had an approved indication or data of antitumoral activity. They were treated with durvalumab at the fixed-dose of 1500 mg every four weeks until disease progression or unacceptable toxicity. Non-HIV-1 infected patients were treated with currently approved anti PD-1/PD-L1 antibodies according to standard of care.  An external validation cohort included patients with metastatic NSCLC treated with anti PD-1/PD-L1 antibodies from Barretos Cancer Hospital, Barretos, Brazil. The study was conducted in accordance with the declaration of Helsinki and international conference on harmonization guidelines for good clinical practice.
[bookmark: Tables][bookmark: MaterialsMethods][bookmark: Figures]Table S1. Molecular classification of tumors by NGS/qRT-PCR. NE: non evaluable (untested); 1Germline mutation; 2Variant of unknown significance; 3Variant unknown; amp: amplification; transl: translocation; CNV: copy number variation.
	Patient Nr
	Tumor 
	Mutations
	CNVs

	
	
	KRAS
	EGFR
	BRAF
	NRAS
	STK11
	TP53
	

	1
	Lung
	G12C
	WT
	WT
	WT
	splicing
	R248L
	-

	2
	Lung
	WT
	WT
	WT
	WT
	WT
	R273L
	HER2 amp

	3
	Lung
	WT
	WT
	WT
	WT
	E165*
	K132*
	-

	4
	Lung
	G12C
	WT
	G596R
	WT
	WT
	R248L
	-

	5
	Lung
	G12V
	WT
	WT
	WT
	WT
	C177F
	-

	6
	Lung
	NE
	NE
	NE
	NE
	NE
	NE
	-

	7
	Lung
	Q61H
	WT
	WT
	WT
	P281fs*6
	WT
	-

	8
	Lung
	G12F
	WT
	WT
	WT
	WT
	WT
	-

	9
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	-

	10
	Lung
	WT
	WT
	WT
	NE
	NE
	NE
	-

	11
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	-

	12
	Lung
	G12V
	WT
	WT
	WT
	WT
	G245C
/V157I1
	-

	13
	Bladder
	WT
	WT
	WT
	NE
	NE
	NE
	-

	14
	Melanoma
	WT
	WT
	WT
	WT
	WT
	WT
	-

	15
	Melanoma
	WT
	WT
	V600E
	WT
	WT
	WT
	-

	16
	Lung
	WT
	WT
	WT
	NE
	NE
	NE
	-

	17
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	-

	18
	Lung
	NE
	NE
	NE
	NE
	NE
	NE
	-

	19
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	FGFR1 amp

	20
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	EGFR amp, HER2 amp

	21
	Mesothelioma 
	WT
	WT
	V600E
	WT
	WT
	WT
	-

	22
	Lung
	G12D
	WT
	WT
	WT
	WT
	WT
	-

	23
	Lung
	WT
	WT
	NE
	NE
	NE
	NE
	-

	24
	Lung
	G12C
	WT
	NE
	NE
	NE
	WT
	-

	25
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	MET amp

	26
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	RET amp

	27
	Lung
	NE
	WT
	WT
	WT
	WT
	WT
	-

	28
	Lung
	NE
	NE
	NE
	NE
	NE
	NE
	-

	29
	Lung
	WT
	 NE
	WT
	WT
	WT
	WT
	-

	30
	Lung
	NE
	NE
	NE
	NE
	NE
	NE
	-

	31
	Lung
	NE
	NE
	NE
	NE
	NE
	NE
	-

	32
	Lung
	WT
	WT
	WT
	WT
	WT
	R273C
	-

	33
	Lung
	NE
	WT
	NE
	NE
	NE
	NE
	-

	34
	Lung
	G12A
	NE
	NE
	NE
	NE
	NE
	MET amp

	35
	Lung
	G12C
	WT
	WT
	WT
	WT
	WT
	-

	36
	Lung
	WT
	WT
	WT
	NE
	NE
	NE
	-

	37
	Lung
	G12V
	WT
	NE
	NE
	NE
	NE
	-

	38
	Lung
	NE
	WT
	WT
	NE
	NE
	NE
	-

	39
	Lung
	WT
	WT
	NE
	NE
	NE
	NE
	MET amp

	40
	Lung
	WT
	WT
	WT
	WT
	WT
	WT
	EGFR amp
ROS1 transl

	41
	Lung
	G12A/
G12D
	WT
	NE
	NE
	NE
	NE
	-

	42
	Lung
	G12C
	WT
	WT
	NE
	NE
	NE
	-

	43
	Lung
	WT
	WT
	NE
	NE
	NE
	NE
	-

	44
	Lung
	NE
	WT
	NE
	NE
	NE
	NE
	-

	45
	Lung
	WT
	WT
	K601N
/P632S2
	WT
	WT
	WT
	-



[image: ]

Figure S1. A) Normalized HMGB1 mRNA counts in patients with and without HIV-1 infection (n=45, Mann-Whitney U test, p = 0.609). B) Normalized HMGB1 mRNA counts in patients with and without clinical benefit (objective response or stable disease for more than 24 weeks by RECISTS 1.1 criteria) from ICI-treatment (n = 40, Mann-Whitney U test, p = 0.048).

[image: ]
Figure. S2. Differential expression of HMGB1 in pre-ICI-treatment FFPE tumor tissue samples in patients with and without clinical benefit. A) Normalized HMGB1 mRNA counts in nonHIV-1 infected patients with and without clinical benefit (objective response or stable disease for more than 24 weeks by RECISTS 1.1 criteria) from ICI-treatment (n = 26). B) Normalized HMGB1 mRNA counts in HIV-1 infected patients with and without clinical benefit from ICI-treatment (n = 14). CB:clinical benefit; ns: not significant.
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Figure. S3. Transcriptomic analysis of plasma extracellular vesicles (EV) from cancer patients indicates no exosomal expression of the HMGB1 gene. A) Total number of genes detected in EVs isolated from cancer patients (min = 16; max = 313).  B) Expression of control genes (UBB, SF3A1, OAZ1, G6PD and ERCC3) compared to HMGB1. No expression was found for HGMB1, while different expression rates were found for the control genes, validating the performance of the nCounter runs. 
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Figure. S4. HMGB1 concentration in plasma from cancer patients measured by enzyme-linked immunosorbent assay (ELISA). A) HMGB1 levels were measured in patients with and without clinical benefit from ICI treatment. No statistical significant difference on HMGB1 expression was found between cohorts (Mann Witney test). B) Table showing the different statistical parameters of the Mann Whitney test applied to our dataset.
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Figure. S5. A) Kaplan Meier analysis of the overall survival (OS) based on PD-L1 expression by IHC (left, n = 26, log-rank p = 0.045) and B)  PD-L1 mRNA expression higher or lower than the median (right, n = 42, log-rank p = 0.013). C) Correlation between PD-L1 and HMGB1 RNA expression levels (log2 normalized counts). Spearman´s correlation coefficient and p-value are indicated. 
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Mann Whitney test   

    P value  0.3549 

    Exact or approximate P value  Exact 

    P value summary  Ns 

    Significantly different (p < 0.05)?  No 

    One- or two-tailed P value?  Two-tailed 

    Sum of ranks in column “benefit” / “no-benefit”  271, 194 

    Mann-Whitney U  89 

   

Difference between medians   

    Median of “benefit” column  4.098 n=16 

    Median of “no-benefit” column  3.469, n=14 

    Difference: Actual  -0.6286 

    Difference: Hodges-Lehmann  -1.265 
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