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Figure S1.  Comparison of the CDR3 amino acid sequences of MAIT TCRs using the 3 chains TRBV6-1, TRBV6-4, and TRBV20. Amino acid
sequences of the Va7.2 and VB (yellow), Ja and JB (orange), DB (purple), and N-region (blue) gene segments of the three MAIT TCR « and B chains are
shown.
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Figure S2. Comparison of the CDR1 and CDR2 regions of V3 chains of human and mouse MAIT TCRs. The amino acid sequences of the CDR1
and CDR2 loops of human TRBV6-1 (VB13.3), TRBV6-4 (VB13.5), and TRBV20 (VB2), as well as murine TRBV19 (VB6) and TRBV13-3 (VB8.1), are indicated.
The murine CDR 1@ consensus sequence Asn-His-Asp (NHD), and the human and murine CDR2 junctional consensus sequence Tyr/Thr-Ser (YS or TS) are
indicated by light blue boxes.
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Figure S3. Comparison of the CDR33 amino acid sequences of four TCR B chains. Amino acid sequences of the V3 (yellow), JB (orange), DB
(purple), and N-region (blue) gene segments of two MAIT TCR B chains: MAIT TRBV6-1 (VB 13.3) and TRBV20 (VB2); and two conventional, non-MAIT TCR
B chains: SB27 TRBV6-1 (VB 13.3) and ABC TRBV20 (VB2) are shown.
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bovine KGVKQPTELMAIEGASAQVNCTYQTSGEFNGLFWYQQHDGGAPVFLSYNVLDGLETRGHFSSFLRRSDAHSYLLLKELHMKDFASYLCVVMDGNYQWIWGSGTKLIIK
ovine KGVEQPTELTVMEGASAQVNCTYQTSGFNGLFWYQRHDGGAPVFLSYNVLDGLETRGHFSSFLRRSDAHSYLLLKELHMKDFASYLCAVMDGNYRLIWGSGTKLIIK
human QNIDQPTEMTATEGAIVQINCTYQTSGFNGLFWYQQHAGEAPTFLSYNVLDGLEEKGRFSSFLSRSKGYSYLLLKELOMKDSASYLCAFMDSNYQLIWGAGTKLIIK

murine QGVEQPAKLMSVEGTFARVNCTYSTSGFNGLSWYQQREGQAPVFLSYVVLDGLKDSGHFSTFLSRSNGYSYLLLTELQIKDSASYLCAVRDSNYQLIWGSGTKLIIK
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Figure S4. Alignment of MAIT Va7.2/Ja33 amino acid sequences from four species. Bovine, ovine, human, and murine MAIT Va7.2/Ja33 amino
acid sequences have been aligned. The CDR1e, CDR2q, and CDR3a regions have been highlighted with light blue boxes. Residues conserved across spe-
cies are indicated with an asterisk (*). Residues that are conserved across species and that have an impact on recognition of bacterial Ags are indicated by
a red asterisk. Adapted from Golfinch et al. (2010).
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Figure S5. Gating strategy for CD69 measurement. Flow histograms of SKW3 cells transduced with genes encoding (left) wild-type MAIT TRB20
(MAIT.TRBV20.WT), control LC13 (LC13aB), or untransduced (Parental SKW3); or (right) MAIT TRBV20 mutants within the CDR1«, CDR2«, CDR3«, CDR 1,
CDR2p, and CDR3R loops as indicated. Flow histograms show staining of CD3-PE on the y axis, and coexpressed GFP on the x axis. Shown are primary
transduced cell lines, with gates placed to indicate cells that are matched for CD3-PE and coexpressed GFP, for which CD69 up-regulation was measured
in activation experiments. Activation experiments were also performed using SKW3-transduced cell lines sorted by flow cytometry for high CD3- and
GFP-expression where similar gating strategies were used in activation experiments.
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Figure S6. CD69 measurement of gated SKW3 cells. Flow histogram indicating CD69 staining of SKW3 MAIT cells gated for high CD3 and GFP ex-
pression after co-incubation with C1R cells either uninfected (—S. typhimurium) or infected (+S. typhimurium).
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