Supplementary Figure 10

A Alt. 5" Splice Site C D X
80AA deletion = Upstream Region ==Deleted ==Dowstream Region
PB.34982.4 Isoform X - : PN
3 1 1 s TMHMM posterior probabilities - SLC45A2 (ENST00000296589) P ) (
Reference SLC45A2 Isoform " b ), )
> 2 ¥4 ROV
B ] L It €463,
8 % 0%
GTEx Mean Raw read count: 0.06 g prs X.y‘)% { }",,/‘Q‘ ‘
Y &
800 - Eyed b sk ]
7 ¢
700 rod s xs
100 200 300 400 500 4 Sy G
2 600 : — transmembrane —inside ~ —outside % L e
g 500 : _
T 400 QTMHMM posterior probabilities for SLC45A2 (PB.34982.4)
3 H B I
%300 ‘; . !
o 200 H Zos
8
100 ¢
0 =04 b '\Q
02 —_
Non-Disease Tumors .
. N % 0 10 20 20 w0 a0 40 460 Reference Isoform :
SLC45A2: E3.2_33963931-E4.2 L e o SNAF-Predicted
E Reference Isoform SNAF-Predicted
phalloidin mNeon-Green phalloidin mNeon-Green
DAPI Merged DAPI Merged
Reference Isoform SNAF-Predicted

Intensity
Intensity

o
00 25 50 75 100 125 150 17.5 20.0
[um]

Supplementary Figure 10. SLC45A2 encodes for a neo-transmembrane isoform localized
to the plasma membrane. A) Melanoma long-read confirmed (Iso-Seq) SNAF-B predicted
full-length isoform in the transmembrane protein SLC45A2, corresponding to the same observed
shared splicing neoantigen predicted by SNAF T (Supplementary Figure 5B). B) This exon-exon
junction is only observed in tumors and not in controls. C) The resultant protein translation, with
an excluded 80AA polypeptide sequence, is predicted to disrupt a transmembrane domain and
result in the extracellular exposure of residues that are normally cytoplasmic. D)

Alphafold2 3D modeling of the reference isoform and the long-read verified ExNeoEpitope, with
extracellular exposed cytoplasmic sequence (blue/green colored residues). E) Co-localization of
the SLC45A2 reference or melanoma specific splice isoform with a cell surface stain (phalloidin)
by confocal microscopy. Fluorescent intensity along the indicated red line crossing the cell
membrane is quantified in the bottom line plots for each of the three indicated channels (color
corresponding to the above image) for all reference and SNAF-B isoforms.



