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Table S1. Temperature dependence of retention factor of first eluting enantiomer (ki), separation
factor (@) and resolution (Rs) of N-Fmoc-protected protein amino acids on ZWIX(+)™ and QN-AX™

under liquid chromatographic conditions.

Temperature (°C)

Compound Column Eluent ki, a, Rs 5 10 20 30 0
ki 046 045 044 041 037
ZWIX(H™ K o 150 140 132 122 1.14
Rs 130 104 104 108 091
Fmoc-Asp(OfBu)-OH ki 327 267 257 236 216
ON-AX™  w P 215 203 189 176 1.63
Rs 1150 1133 10.88 1039 925
ki 030 030 030 029 026
ZWIX(H™ Kk o 137 133 127 121 115
Rs 103 093 094 065 076
Fmoc-Lys(Boc)}-OH ki 185 169 148 135 125
ON-AX™  w P 199 195 186 176 1.6
Rs 1011 1095 1053 729 791
ki 030 030 030 029 026
ZWIX(H™ K o 147 143 138 133 127
Rs 057 053 027 044 020
Fmoc-Leu-OH ki 204 18 163 155 141
QN-AX™  w o 206 198 188 177 1.8
Rs 933 925 1000 7.62 757
ki 061 059 055 053 049
ZWIX(H™ K P 202 190 173 155 143
Rs 315 306 262 175 205
Fmoc-Phe-OH ki 503 354 344 320 288
ON-AX™  w P 175 172 160 153 145
Rs 876 929 885 816 7.33
ki 077 074 066 059 057
ZWIX(H™ Kk P 147 138 126 112 1.02
Fmoc-Tyr(tBu)-OH Rs 149 121 106 020 020
ki 533 421 406 3.68 323
ON-AX™  w P 127 125 120 116 112
Rs 387 358 331 275 218

Chromatographic conditions: column, ZWIX(+)™ and QN-AX™; mobile phase, k, H2O/MeOH (1/99
v/v) containing 3,75 mM TEA and 7,5 mM FA, w, MeOH/MeCN (75/25 v/v) containing 30 mM TEA
and 60 mM FA; flow rate, 0.6 mL min™; detection, 262 nm.
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Table S2. Effect of temperature on chromatographic parameter ki, ¢, and Rs of N-Fmoc-protected

XTM

amino acids on QN-A column under SFC conditions.

Temperature (°C)

Compound ki, @, Rs 20 30 40 50
ki 5.83 5.41 5.06 4.68
Fmoc-Asp-(OtBu)-OH o 172 167 159 150
Rs 8.61 8.59 8.03 7.36
ki 5.65 5.35 5.06 4.78
Fmoc-Lys(Boc)-OH o 1.59 1.57 1.51 1.49
Rs 717 7.19 6.83 6.31
ki1 - 494 457 414
Fmoc-Leu-OH o - 1.73 1.62 1.53
Rs - 921 876 8.02
k1 12.07 11.12 10.16 9.03
Fmoc-Phe-OH o 1.39 1.37 1.33 1.29

Rs 5.99 5.76 5.58 5.19
k1 1221 12.00 1099 9.17
Fmoc-Tyr(tBu)-OH o 2.00 1.96 1.89 1.83
Rs 1098 11.25 11.88 12.32
Chromatographic conditions: Column, Chiralpak QN-AX™; mobile phase, CO/MeOH (60/40 v/v)
containing 30 mM TEA and 60 mM FA; flow rate, 2 mL min; detection, 264 nm; Teo, 20-40 °C; back
pressure, 150 bar




