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Supplemental Figure 1

aHuHu/BHuUHu aHuHu/BHUM3
N ]
o d 441% 95,6% wwo 523% 94,8%
200 = 2009
EE— EE—
100 = 100 =
0 o
-103 1] 103 104 105 -1l:l"i 0 103 104 105
>
anti VB4-FITC
250 "]
12,29% 97,7% 197,2% 2,81%
300 = 200 =
150 -
200 = ]
100 —-
100 *
"E 50 f !
>
Q
O 0. 0.

-1CI3 o 103 ﬂl4 105

10

anti-human afTCR-PE

Supplemental Figure 1. chuhu/phuM3 murinized TCR is expressed at the cell surface. Jurma cells
were transduced with the ahuhu/Bhuhu and ahuhu/BhuM3 murinized TCR after which TCR expression
was confirmed with an anti-Vp4 antibody (upper panel) and binding of the anti-human o TCR antibody
was assessed (lower panel), by flow cytometry. The data correspond to 2 independent experiments and

a representative figure is shown.
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Supplemental Figure 2
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Supplemental Figure 2. Extensive homology between human and murine TCR chains. Sequence
alignment of the Human (Hu) and Murine (Mu) TCR o (upper panel) or  (lower panel) constant
chains. The three (TCRa) or four (TCRB) TCR constant regions with clustered Hu-Mu sequence
differences are indicated above the alingment.
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Supplemental Figure 3. Comparable efficacy of different strategies to induce preferential pairing of
introduced o and BTCR chains. Primary offT cells were transduced with the 3 differentially modified of3
TCRs and expression of the introduced BTCR was determined by an anti-VB4 antibody. Pairing of the
introduced o and BTCR chains was assessed by staining with NY-ESO-1 pentamers. The data correspond
to 2 independent experiments and a representative figure is shown.
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Supplemental Figure 4. Attempting to raise an antibody specific for the T110P+D112G murinized
variant of the apTCR by immunizing 3 Wistar rats with a human-mouse chimeric peptide. (A) Deter-
mining the presence of peptide-specific antibodies in the serum of the immunized rats. (B) Assessing the
ability of the generated antibodies to bind surface-expressed TCRs. aHumm/BHumm TPDG transduced or
non-transduced Jurkat-76 cells were incubated with the indicated percentage of rat serum, after which flow
cytometry using anti-RatIgG-FITC was performed. In the controls panel, the functionality of this secondary
antibody was confirmed by staining the Jurkat-76 cells with rat anti-HuCDS8 followed by anti-RatIgG-FITC.
Expression of the TCR was confirmed using anti-VB4-FITC. (C) Sequence alignment of the human and
murine 3rd domain of the TCR chain and the constructed 2/11 and 9/11 murinized variants.



Supplemental Figure 5
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Supplemental Figure S. Chimeric anti-MuTCRp antibody binds to primary T cells expressing the
murinized TCR containing 9 out of 11 murine residues in the 3rd domain of the p chain. Jurkat-76
cells were transduced with 2 different afTCRs, containing 0/11 or 9/11 murine residues in the 3rd domain
of the B chain, to assess binding of the newly generated chimeric and CDR grafted anti-MuTCRf
antibodies. As negative controls, unstained and secondary antibody only conditions were used. As a

positive control, wild-type PE-conjugated anti-MuTCRp was used The data correspond to 2 independent
experiments and a representative figure is shown.



Supplemental Table 1. Differences between the eleven human-mouse non-homologous amino acids
in the third domain of the B chain (BM3).

Change in
Mutation | Size Charge Hydrophobicity
QssH - Uncharged to positive charge Hydrophilic to hydrophobic
YiotH - Uncharged to positive charge -
NiosE - Uncharged to negative charge -
E1sK - Negative to positive charge Slightly more hydrophilic
Ti10P Less bulky Uncharged -
QiuE - Uncharged to positive charge -
Di112G Less bulky Negative charge to uncharged Less hydrophilic
Ri13S Less bulky Positive charge to uncharged -
A114P - Uncharged Less hydrophobic
L120N - Uncharged Hydrophobic to hydrophilic
Vil - Uncharged -




