Supplementary Figure 1:

Amino acid sequences of E.coli-expressed Phl p 5 used for EDC-coupling and lipidation. N-
terminal methionin, 8x histidine tag, a glycine linker followed by a TEV cleavage site are
highlighted, as well as the C-terminal modification in Phl p 5 expressed for lipidation. An arrow
indicates the TEV cleavage site. Molecular weights were estimated using the Swiss
Bioinformatics Resource Portal Expasy.

(A) AA sequence of Phl p 5 used for EDC coupling

%

MHHHHHHHHGGENLYFQSADLGYGPATPAAPAAGYTPATPAAPAEAAPAGKATTEEQKLIEKINAGFKAALAAAAGVQPAD
KYRTFVATFGAASNKAFAEGLSGEPKGAAESSSKAALTSKLDAAYKLAYKTAEGATPEAKYDAYVATLSEALRIIAGTLEVHAVKP
AAEEVKVIPAGELQVIEKVDAAFKVAATAANAAPANDKFTVFEAAFNDAIKASTGGAYESYKFIPALEAAVKQAYAATVATAPE

VKYTVFETALKKAITAMSEAQKAAKPAAAATATATAAVGAATGAATAATGGYKV
Number of amino acids: 288

Molecular weight (after TEV cleavage): 28672.41 Da

(B) AA sequence of mPhl p 5 used for lipidation

MHHHHHHHHGGENLYFQSADLGYGPATPAAPAAGYTPATPAAPAEAAPAGKATTEEQKLIEKINAGFKAALAAAAGVQPAD
KYRTFVATFGAASNKAFAEGLSGEPKGAAESSSKAALTSKLDAAYKLAYKTAEGATPEAKYDAYVATLSEALRIIAGTLEVHAVKP
AAEEVKVIPAGELQVIEKVDAAFKVAATAANAAPANDKFTVFEAAFNDAIKASTGGAYESYKFIPALEAAVKQAYAATVATAPE

VKYTVFETALKKAITAMSEAQKAAKPAAAATATATAAVGAATGAATAATGGYKVSCA

Number of amino acids: 291

Molecular weight (after TEV cleavage): 28933.71 Da



Supplementary Figure 2

FACS gating strategy

O
(]
Vs
—
SSC
250k
Lymphocytes
200k 712
150k
100k
sk
0]
T T T T T
0 K MK 1K 20K 250K
I_I
250k &
200k Single Cells
95.6
150k
100k
sk
0

T
50K

FSC-A

T T T
100K 180K 200K

FSC-W

T
250K

250K =

200K =

150K =

100K |

awx-

0

57.2

FSC

CD3

0
[
(&)
— *J o1 o2 250 ]
CD4 w4028 0.061 0] Phips+
E 99.1
. 150k
“3cDs
284: 100k
10t
] 3 0K
100 995 0.20
T T ” T ® ey ; T
10 o 10 0 10 i w0 0 1w 10
e
10 {o1 Q2 2506
3 0.60 0.21 200k 4 Phip5+
99.8
150k
100k
0k
0
250k ] 260k
200k 200k
150k 150k
100k e
sok a0k

FSC

B220

7AAD

Annexin V

FSC

Phlp5




Supplementary Figure 3:
AMNIS gating strategy and internalisation masks
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Supplementary Figure 4:
Schematic representation of experimental setup with EDC/Phl p 5-treated splenocytes,

immunosuppression and early sensitisations (a week post cell transfer). (A) Schematic
representation of experimental setup and (B) Phl p 5-specific IgG (top left) and IgE (bottom left)
as well as anti-Bet v 1 IgG (top right) and IgE (bottom right) serum levels of mice (n=3)
treated with 10’ EDC/Phl p 5-treated splenocytes and rapamycin plus anti-CD40L (MR-1) at

different time points.
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Supplementary Figure 5:

Tracking adoptively transferred Phl p 5+ cells in the peripheral blood of BALB/c mice
before cell transfer (left panel) and 24h post cell transfer of EDC-coupled cells (right panel)

by FACS
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