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Supplementary Figure 1.

Patients with cutaneous metastases of any histology, without response to other oncological treatment

All patients treated once with calcium electroporation

Tumours no. 5-8 retreated /

according to protocol, n = 1

Screened
Naestved site, n = 27

Included
Naestved site, n = 17

Total n = 17

Did not meet eligibity criteria, n = 10
- Anatomical location, n = 1
= Performance status >2, n = 1

- No expected therapeutic effect, n= 2

= Referred to surgery, n = 1

- Referred to RT, n = 1

= Declined treatment, n = 3
= New primary cancer, n = 1

1 month follow up, n = 14

[
2 month follow up, n = 14

—

3 month follow up, n = 12

Off study, n = 5

Decreased performance status, n = 1
Progressive primary disease , n = 2
Referred to systemic treatment, n = 1

Deceased, n = 1
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Supplementary Figure 2.

Size and number of target tumour lesions
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Supplementary Figure 3.

Examples of histological staining !

A.CD4 (60%, baseline)

E. PDLI (40%, day 2)

1. HE- Carcinoma (0%, day 28)
10X

"Marker (measure, days from calcium electroporation)

B. CD8 (5%, day 60)

F. ER (30% day 90)

1. HE-Necrosis (day 35)

4 5
Target number

C. CD3 (20%, day 60)

10X
G. HER2 (Score 3/High expression, day 2)
10X
A4
K. HE-Carcinoma (70%, day 60)
10X &D

Median and IQR

D.  CD20 (1%, day 90)

10X
A
H. FOXP3 (5%, day 60)
; ‘10X
.,
L. HE-TILs (20%, day 90)
10X

‘Sample specifics: A.CDA4 (60%, day 0, Pt 16, sample n. 101).B.CD8 (5 %(hotspot), Pt 1, day 60, sample no. 102).C.CD3 (20%, Pt 15, day 60, sample no. 108).
D.CD20 (1%, Pt 15, day 90, sample no. 107).E. PDL1 (409, Pt 13, day 2, sampleno. 73).F. ER (30%, Pt 15, day 90, sample no. 107

G HER? (Score 3/High expression, Pt 15, day 2, sample no. 93, H. FOXP3 (5%, Pt 15, day 60, samplena. 102).1. HE - Carcinoma (0% Pt 15, day 28, sample no. 96)
1. HE-Necrosis (P15, dav 35. samole o 1001, K. HE - Carcinoma (70%.PL15. dav 60. samole no. 102).L. HE TiLs (20%. Pt 15. dav 90. samole n. 108)
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Supplementary Figure 4.

Baseline
before calcium Day 2 Day 7 Day 28 Day 60 Day 90
electroporation

Patient 1

Breast cancer ER+/HER2-
Chest

n=3

Patient 2

Breast cancer ER+/HER2+
Chest

n=4

Patient 3

Breast cancer ER+/HER2-
Chest

n=2

Patient 4

Breast cancer ER-/HER2-
Chest

n=1

Patient 5

Breast cancer ER+/HER2-
Chest

n=2

Patient 6

Breast cancer ER+/HER2-
Chest

n=2

Patient 7

Breast cancer ER+/HER2-
Chest

n=3

Patient 8

Breast cancer ER-/HER2-
Chest

n=1

Patient 9

Breast cancer ER-/HER2-
Chest

n=1

Patient 10

Breast cancer ER-/HER2+
Chest

n=1

Patient 11
Urothelial cancer
Inguinal region
n=1

Patient 12
Lung cancer
Back

n=1

Patient 13

Breast cancer ER-/HER2+
Chest

n=4

Patient 14
Melanoma
Head and neck
n=6

Patient 15

Breast cancer ER-/HER2+
Chest

n=8

Patient 16

Breast cancer ER+/HER2-
Chest

n=4

Patient 17

Breast cancer ER+/HER2-
Chest

n=2
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Supplementary Figure 5.
PDL1 expression in samples day 0-240 after
calcium electroporation
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Day 0 Day 2 Day7 Day28 Day60 Day90 Day240

n=18 n=23 n==6 n=>5 n=22 n=14 n=1
Breast cancer metastasis Melanoma metastasis
Lung cancer metastasis Urothelial cancer metastasis

Supplementary Figure 6.

A. Response day 60 (% change in diameter from baseline, n = 29) B. Response day 90 (% change in diameter from baseline, n = 19)
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Supplementary Figure 7.

Number of samples from tumours
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Supplementary Figure 8.
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Histologically verified @&’ Calci oot i ’
cutaneous metastasis " acumelectroporation '
Baseline day 2

H " E Snap frozen

<"’ 2 ‘ Paraffin embedded

Biopsy of treated area ’

day 7 day 28

Blood sample @

s At
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Supplementary Figure 9.

Patient and Tumour Number

Pt 17 nodule 2
Pt 17 nodule 1
Pt 16 nodule 1
Pt 15 nodule 8
Pt 15 nodule 7
Pt 15 nodule 6
Pt 15 nodule 5
Pt 15 nodule 4
Pt 15 nodule 3
Pt 15 nodule 2
Pt 15 nodule 1
Pt 14 nodule 2
Pt 14 nodule 1
Pt 13 nodule 4
Pt 13 nodule 3
Pt 13 nodule 2
Pt 13 nodule 1
Pt 12 nodule 1
Pt 11 nodule 1
Pt 10 nodule 4
Pt 10 nodule 3
Pt 10 nodule 2
Pt 10 nodule 1
Pt 09 nodule 1
Pt 08 nodule 1
Pt 07 nodule 3
Pt 07 nodule 2
Pt 07 nodule 1
Pt 06 nodule 2
Pt 06 nodule 1
Pt 05 nodule 2
Pt 05 nodule 1
Pt 04 nodule 1
Pt 03 nodule 2
Pt 03 nodule 1
Pt 02 nodule 4
Pt 02 nodule 3
Pt 02 nodule 2
Pt 02 nodule 1
Pt 01 nodule 3
Pt 01 nodule 2
Pt 01 nodule 1

20 mm

20 mm j
20 mm
20 mm

27 mm
1

0 2.7

2835 90

60
Days Since First Treatment

Grey boxes denote a tumour biopsy where data on change in size relative to baseline was not recorded.

Other fill colors of boxes denotes Percent change in tumour size from baseline.
The blank area represent potential test days on which the nodule was not biopsied.
The text on the plot above day 0 gives the size of that specific tumour at baseline
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