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A change in size or shape A lump or area that feels A change in skin texture Redness or a rash on the
thicker than the rest of such as puckering or skin and/or around the nipple
the breast dimpling (like the skin of

an orange)
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Your nipple has become Liquid that comes from the Pain in your breast or your A swelling in your armpit or

pulled in or looks different, nipple without squeezing armpit that’s there all or around your collarbone

for example a change in its almost all of the time

position or shape
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MEDIUM/BUFFER

COMPOSITION

RO (serum-free)

1X RPMI 1640

100 U/ml penicillin

100 pg/ml streptomycin
2 mM L-Glutamine

R5 RO

5% heat-inactivated foetal bovine serum (HI- FBS)
R10 RO

10% HI-FBS
D10 1X DMEM

100 U/ml penicillin

100 pg/ml streptomycin
2 mM L-Glutamine
10% HI-FBS

Breast cancer cell line medium

1X DMEM/F-12

100 U/ml penicillin

100 pg/ml streptomycin

2 mM L-Glutamine

10% HI-FBS

1 mM sodium pyruvate

2.5 pg/ml insulin solution from bovine pancreas (Sigma-
Aldrich, Poole, UK)

T-cell priming medium

R10

10 mM HEPES buffer

1 mM sodium pyruvate

1X MEM non-essential amino acids (NEAA)

20 IU/ml IL-2 (aldesleukin, brand name Proleukin®;
Prometheus, San Diego, CA)

T-cell library medium

R10

10 mM HEPES buffer

1 mM sodium pyruvate

1X MEM non-essential amino acids (NEAA)
200 IU/ml IL-2

T-cell expansion medium

R10

10 mM HEPES buffer

1 mM sodium pyruvate

1X MEM non-essential amino acids (NEAA)

20 IU/ml IL-2

25 ng/ml IL-15 (PeproTech, Rocky Hill, NJ)*

1pg/ml phytohemagglutinin (PHA; Alere, Cheshire, UK)

T-cell culture medium

R10

10 mM HEPES buffer

1 mM sodium pyruvate

1X MEM non-essential amino acids (NEAA)
200 IU/ml IL-2

25 ng/ml IL-15*

Cell freezing buffer

90% HI-FBS
10% dimethyl sulfoxide (DMSO; Sigma-Aldrich)

Red blood cell (RBC) lysis buffer

155 mM NH4CI, 10 mM KHCOs3;, 0.1 mM
ethylenediaminetetraacetic acid (EDTA), pH 7.2t0 7.4

PBS-EDTA

phosphate buffered saline (PBS), 2mM EDTA

FACS buffer

PBS, 2% HI-FBS

MACS buffer

PBS, 2 mM EDTA, 0.5% bovine serum albumin (BSA)

Dextramer Buffer

50 mM Tris-HCL, 15 mM NaNs;, 1% BSA, pH 7.2
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per 96 round . 5
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CELL HLA-A2 CELL SEEDING

LINE TYPE EXPRESSION MEDIUM FLASK DENSITY
MDA-MB- Breast, Breast )
231 adherent Endogenous cancer 75 1:40
MCF-7 Breast, Endogenous  oreast T75 1:10
adherent cancer
SK-BR-3 Breast, Breast )
(WT) adherent i cancer 7 15
SK-BR-3 Breast, Breast )
(A2) adherent Transfected cancer T75 1.5
MM909.24  Skin, adherent Endogenous R10 T75 1:10
coLoz0s <ooM Endogenous  R10 T75 1:10
adherent
Liver, .
HepG2 adherent Endogenous D10 T25 1:3
NCI-H69 Lung, . Endogenous R10 T25 1:2
suspension
LNCaP Prostate, Endogenous  R10 T75 1:10
adherent
Cervical,
MS751 Endogenous D10 T75 1:5
adherent
Renal,
RCC17 Endogenous D10 T175 1:5
adherent
Saos-2 Bone, Endogenous D10 T75 1:10
adherent
T-cell/B-cell
T2 hybrid, Endogenous R10 T75 15
suspension
T-cell/B-cell
T2 (DR1) hybrid, - R10 T75 1.5
suspension
B-cell,
C1R (A2) . Transfected R10 T75 1.5
suspension
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I 00 81) B, 20 B8 -, /2'261125, /2 B BLL S PRI GHI5 L R ESIXYIAY
* (G 28NS (3. 21<LBI[O!, MSTrI5. #(/%L. 24) , +41;+9(#+ ¢, | [XIABE>)'218 J=!

AMINO ACID PEPTIDE HLA
ORIGIN PROTEIN RESIDUES SEQUENCE RESTRICTION REFERENCE

Bone marrow stromal cell antigen-2 Szomolay et al.
(BST-2) LLLGIGILVL (2016)

Tumour Cadherin-3/P-Cadherin (CDH3) FILPVLGAV Imai et al. {2008)

Tumour

Tumour NY-BR-1 SLSKILDTV Wang et al. (2006)
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SPECIFICITY FLUOROCHROME M/TEST  CLONE SUPPLIER
CD3 Pacific Blue 2 UCHT1 Biolegend*
PerCP 2 BW264/56  Miltenyi Biotec
CD4 FITC 1 VIT4 Miltenyi Biotec
CD8 APC 2 BW135/80  Miltenyi Biotec
APC-Vio770 2 REA734 Miltenyi Biotec
PE-Vio770 2 REA734 Miltenyi Biotec
CD19 Pacific Blue 2 HIB19 Biolegend
CD107a FITC 2 H4A3 BD Biosciences
PE 2 H4A3 BD Biosciences
IFN" APC 1 45-15 Miltenyi Biotec
MIP-1# PE 0.5 D21-1351 BD Biosciences
TNF$ PerCP Cy5.5 1 MAb11 Biolegend
PE-Vio770 1 CcA2 Miltenyi Biotec
V#1 (TRBV9) FITC 3 BL37.2 Beckman Coulter
V#13.1 (TRBV6.5) FITC 3 IMMU 222 Beckman Coulter
V#13.2 (TRBV6.2) PE 3 H132 Beckman Coulter
HLA-A2 FITC 2 BB7.2 Biolegend
HLA-DR PE 2 L243 Biolegend
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Molar strep-PE:pMHC ratio  Incubation steps

Tetramer 1:4 5 x 20 min, on ice

Dextramer 1:3 1 x 30 min, RT
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