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Experiment 1

AF-T vs MR1 WT S50PRU

AF-T vs MR1 WT &F|

P

AF-T vs MR1 WT 5FSA
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TCR__|MR1 K, (#M) |Standard Error | RZ | Mean K (uM) (M)
MR1 WT S50PRU 0.98 0.069 0.99
MR1 WT S50PRU R1 1.01 0.078 0.99
MR1 WT S50PRU R2 1.03 0.053 0.99 1.0 0.02
MR1 WT 6FP 25968 40780 0.033
MR1 WT 6FP R1 3190 843.9 056 | 2.2E+34
IMR1 WT 6FP R2 6.68E+34| 7.63E+65  |-0.33| (>150uM) 3.15E+34
[MR1 WT 5FSA 815.6 64.87 091
MR1 WT 5FSA R1 565.1 11.79 0.99 718.1
Af7 [MRLWT 5FSA R2 773.5 27.03 0.98 | (>150um) 109.52
MR1 E76Q E149Q SOPRU 0.44 0.043 0.99
MR1 E76Q E149Q SOPRURL | 0.46 0.047 0.99
MR1 E76Q E149Q SOPRUR2 | 0.39 0.042 0.99 04 0.03
MR1 E76Q E149Q 6FP 421.7 12.95 0.99
MR1 E76Q E149Q 6FP R1 543.9 46.03 0.93 4220
MR1 E76Q E149Q 6FP R2 300.5 5.84 0.99 | (>150uM) 99.37
MR1 E76Q E149Q SFSA 168.6 4.78 0.99
MR1 E76Q E149Q 5FSA R1 203.7 8.78 0.98 178.6
MR1 E76Q E1490 5FSA R2 163.6 3.49 099 | (>150uM) 17.84
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[TCR MR1 Ky Standard Error | R? | Mean K, | Standard Deviation Mean K Standard
] o
JMR1WT SOPRU 1.39 o - - TCR | MR1 K, pM)|Standard error (uM)| R2 (uM) i (uM)
MR1WT SOPRU R1 1.40 nM MR1 WT 50PRU 0.081 0.0035 1.00
[MR1 WT 50PRU R2 1.18 nM - - | 130m 0.1nM MRLWT SOPRU AL 0.070 0.0040 100
MRL WT 6FP 063 UM 0.025 1.00 MR1 WT 5OPRU R2 0.090 0.0047 100|  0.080 0.0083
MR1 WT 6FP R1 0.45 uM 0.021 1.00 MRLWT GEP 1.2 0.42 100
MR1 WT 6FP R2 0.55 uM 0.029 1.00| 0.55uM 0.074uM IMRL WT 6FP RL 5.86 0.38 100
MR WT SFSA 0.26 uM 0.013 1.00 MR1 WT 6FP R2 11.44 0.61 1.00 10.81 0.68
MR1 WT 5FSAR1 0.18 uM 0.009 1.00 MRLWT SFSA <81 025 100
E8 TCR mii :\;Tﬁg?fqzzu OPRU lol'zgu“n’\:n 0.013 0.994 0.22uM 0.033uM IMR1 WT 5FSA R1 7.20 0.43 1.00
MRL 760 E1490 SOPRUTL 1172 nM ] MR1 WT 5FSA R2 7.97 0.34 1.00 6.99 0.89
-2 1 [TRBV6-1 |MR1 E76Q £149Q SOPRU 0.64 0.06 0.99
MR1 E76Q E149Q SOPRU R2 9.22 nM - - | 11.20m 1.49nM MRLE760 £1290 SOPRU RL| 0.62 0.06 0.99
MR1 E76Q E149Q 6FP 3.26 uM 0.22 1.00 MR1 E76Q E149Q 50PRU R2| 0.51 0.05 0.99 059 0.05
IMR1 E760 1450 6P R1 3.72 uM 0.22 1.00 MR1 E76Q E149Q 6FP 38.42 1.33 1.00
MR1 E76Q E149Q 6FP R2 3.46 UM 0.26 1.00| 3.48uM 0.19uM | MRLE760 E14906FF R | 43.76 1oz 100
mii E;Zg Ei:zg 222 o i'ég “m g'i: (1"(;; MR1E76Q E1490 6FPR2 | 44.04 1.88 1.00 42.07 259
.53 . .
MR1 E76Q E149Q5FSA 38.32 1.77 1.00
MR1 E76Q E149Q 5FSA R2 1.89 uM 0.14 1.00] 1.76uM 0.16uM | Q E1490,
MR1 E76Q E149Q 5FSARL | 35.73 1.78 1.00
MR1 E76Q E149Q 5FSAR2 | 28.39 1.18 1.00 32.06 3.67

Triplicate Biacore data across 3 experiments for E8 TCR binding to MR1 loaded with 5-OP-RU, 6-FP

and 5FSA and the salt bridge knockout mutant MR1 E76Q and E149Q also loaded with 5-OP-RU,

6-FP and 5FSA. A. Representative binding curve for each of the E8 TCR and MR1 interaction. B.
Affinities. Calculations and plots were completed in GraphPad software. R squared is shown to

demonstrate quality the fitting of the binding curve used to calculate the KD (1= perfect score). R

next to the MR1-ligand indicates this is a repeat. Mean KD and Standard deviation calculated from

the triplicate KDs.



