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The differential biology of in-transit metastases (ITMs) compared to Here, we aim to identify features in ITM and LNM that are (i) predictive
lymph node metastases (LNMs) is not well understood, impacting of ICl response, (ii) prognostic of disease aggressiveness, and (iii)
the ability to predict recurrence and response to immune indicative of differential biology between ITM and lymph node
checkpoint inhibitors (ICls). metastases (LNMs).
A) Stain ITM TMAs with B) Extract marker intensl?y&spaﬂal C) Perform detailed spatial
* Acohortof 271 samples were collected from ITM and LNM patients ;ﬁggfcvc'eﬁus'onsv-mex oiaioas Yatmetar oo G e o ol

subsequently treated with ICls (ITM n=41, LNM N=20), as well as surgery-
alone ITM (N=90) and LNM (N=120) patients.

 Snap-frozen ITMs (n=124) and LNMs (n=112) underwent whole-genome
sequencing for genomic profiling.

 Forimmune profiling, FFPE tissue from representative intratumour sections
of ITMs (n=69) and LNMs (n=65) were used to create tumour micro-arrays for
high-plex image analysis with PhenoCycler Fusion (Akoya Biosciences) using a
37-plex panel targeting melanoma, immune and stromal cell populations.
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3. In LNMs, distinct T-cell and macrophage populations are
prognostic for distant metastasis and survival

1. ITMs have higher intratumour myeloid cell proportions, including

M2 macrophages, while LNMs have higher B cell infiltration

A) GZMB+ CD8+ T cells Ki67+ CD8+ T cells
Normalised marker expression r - - - - - —- — — - ° o
— — zeeore F re 1A. Ph Cvcl B roc “ o0z
— | - Igure 1A. PhenoCycler Fusion
o » o 18] o =1 0 1
7.5+ ®

l M1 TAM

coreos o Lol W m | IMaging was used for single- .

VISTA+CD16a+CD14+

e m____| cell characterisation of the

oooooooo

______ 728" melanoma & immune

et ~landscape across ITM and
cote oo - LNM tumour micro-arrays

"~"7"""" Figure 1B. LNMs (n=65) were 6- '
B) __ __ enriched for Vimentin+ |
: I melanoma (p<0.00001) and B-

(L

30~

Melanoma
(HLA-A- B2M-Ki67- Vimentin-)

Myeloid cells

H
I
68

| \H

201

Ki67+ Melanoma

n
o
1

il H
|| {
|

|

B2M+HLA-A+ Melanoma

!

I {
]
I I‘

IDO1+ TAMs T-reg

Ih
[0
N |
I I
e | |
|

| \| |
H |

\‘(

Vimentin+ Melanoma

|
|H
Ll

ey

M

p=0.014 p=0.045

©
1

|
H | |
fETAEE | \‘

| I}II | |

|l

B-cells
CD141 DC

|

_|
H |
|
i | Il
W ||
| I||||| {
L A 0
Intratumour proportion (%)
o |
la :

L 1 RN A

104
104

100 100

I - cells (p=0.003) 2’ L .
2555 1TMs (n=69) had greater . |
: _ Q oroportions of overall myeloid Fl.gure 3.1In LN M, pz?hents that did not p.rogress to stage IV
£ : cells (0.012) and M2 d!sgase had higher mtratumoyr proportions of T-cells and
S — . — macrophages (p=0.001) distinct macrophage populations
0S | MSS
2. In ITM, ICl responders have closer proximities between melanoma o ""_ — ] I
cells and distinct T-cell and macrophage populations o IS L[
" : S — :=
gure 2. In pre-IC]| - TomerioOt acstage - TmurtoGDt O | erowiTom ] ik
treatment ITMs (n=28 E :'J.: B C T i :
treated in the metastatic ,": E: ‘ Mye.oid: ::;::: —: ;
setting), melanoma cells ~° : . cells  CDIGasHLADRDO1: TAMS pzome g emtte =t
were closer to distinctT- -~ . T  escomsmters s i B
cell & macrophage et KT T TomotoGedico o T o poo
populations, incl. A o e
IDO1+CD16a+HLA-DR+ | [ | 5 & S SR AP R s o g
TAMs in ICl responders 1 v B — Specimen Type © M & L
(n=14) compared to non- : Figure 4. In LNM, CD8+ T-cells and IDO1+CD16a+HLA-DR+
responders (n=14) T e TAMs were associated with improved survival, while Vimentin+
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