Sngle-cell, high-throughput spa Yal pro ling of In-transit and lymph node
metastases reveals dis Yact immune popula Yons and spa Yl regions linked

to reaurrence and Immunotherapy response
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The di +eren ¥l biology of in-transit metastases (ITMs) compared to Here, we aim to iden Yy featuresin ITM and LNM that are (i) predic Ye

lymph node metastases (LNMs) is not well understood, impac Yhg of 1A response, (ii) prognos ¢ of disease aggressiveness, and (iii)
the ability to predict recurrence and reponse to immune indica e of di 4eren Yal biology between ITM and lymph node
chedkpoint inhibitors (1d5s). metastases (LNMS).

« Acohort of 271 sampleswere colleced from ITM and LNM pa énts
subseqguently treated with IAs(I'TM n=41, LNM N=20), aswell as surgery-
alone ITM (N=90) and LNM (N=120) pa ents.

e Smap-frozen ITMs (n=124) and LNMs (n=112) underwent whole-genome
sequencing for genomic pro .ling.

« Fa immunepro .ling, FFRE sue from representa Ye intratumour sec Yons
of I'TMs (n=69) and LNMs (n=65) were used to create tumour micro-arraysfor
high-plex image analysis with PhenoCycler Fusion (Akoya Biosciences) using a
37-plex panel targe Yig melanoma, immune and stromal cell popula Yons.

1. ITMs have higher intratumour myeloid cell propor Yons, including | 3. In LNMs, dis \'_'(1ct T-cell and macrophage popula Yonsare
M2 macrophages, while LNMs have higher Beell in .Itra Yon prognos ¥ for distant metastasis and survival
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