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Figure S1. Shelf-life of BsGGT-GLX-AG under storage (4 °C).
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Figure S2. Preparative synthesis of y-E-methionine (1) at the 3 hours endpoint. 1= y-E3-Gln; 2= y-E»-GIn; 3= y-E-GIn; 5=
GlIn; 7= serine (internal standard); 11= excess of Sanger’s reagent; 12 = glutamic acid; 13= ammonia; 14= derivatization
artifact; 17= y-E-methionine (1); 18 & 19= derivatization artifacts; 20= methionine.
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Figure S3. Preparative synthesis of y-E-(S)-allyl-cysteine (2) at the 3 hours endpoint. 2= y-E3-GIn; 3= y-E»-GIn; 4= y-E-GIn;
6= GlIn; 8=serine (internal standard); 12= excess of Sanger’s reagent; 13= glutamic acid; 14= ammonia; 15= derivatization
artifact; 17= y-E>-(S)-allyl-cysteine; 19= y-E-(S)-allyl-cysteine (2) (overlaps with the peak of a derivatization artifact; the
conversion of 2 was corrected taking into account the peak area of the derivatization artifact); 22= (S)-allyl-cysteine.
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Figure S4. Preparative synthesis of y-E-taurine (3) at the 24 hours endpoint. 3= taurine; 4= y-E-GIn; 5=y-E-taurine (4); 7=
GIn; 9= serine (internal standard); 11= excess of Sanger’s reagent; 12= glutamic acid; 13= ammonia; 14 and 15=
derivatization artifacts.
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Figure S5. Preparative synthesis of ophthalmic acid (4) at the 3 hours endpoint. 2= y-E3-GIn; 3= y-E2-GIn; 4= y-E-GlIn; 6=
putative y-Es-AbuGly; 7= GIn; 8= putative y-E2-AbuGly; 9= serine (internal standard); 11= ophthalmic acid (y-E-AbuGly,
3); 12= excess of Sanger’s reagent; 13= glutamic acid; 14= ammonia; 15= derivatization artifact; 16= AbuGly; 18=
derivatization artifact.



Table S1. In-flow synthesis of y-E-(S)-allyl-Cys (2): study of reaction parameters.
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Entry [L-GIn]® [SAC]® Res. time T P GIn | yE-SAC(2) | Glu Y-EE-SAC | Y-EEE-SAC | y-E-GIn | Y-EE-GIn | Y-EEE-GIn Y-E-Glu
(mM) (mM) (min) (°C) | (bar) | (%) (%) (%) (%) (%) (%) (%) (%) (%)
Batch 1 100 100 180 25 atm 6.4 30.2 9.1 12.6 0.7 5.3 2.5 1.0 2.4
Batch 2 100 300 180 25 atm 4.2 48.4 12.7 8.9 2.2 2.8 0.6 0 1.6
1 100 100 15 25 atm 1.4 18.5 58.0 4.6 0 14 0 0 5.0
2 100 100 30 25 atm 11.0 82.2 0 0 0 0 34
3 100 100 60 25 atm 4.6 87.4 0 2.2 0 0 1.8
4 100 100 30 30 atm 9.5 78.9 0 2.4 0 0 3.4
5 100 100 15 30 atm 2.4 28.1 32.8 6.9 2.3 1.8 1.0 0 4.8
6 100 100 30 atm 10.5 29.2 18.4 8.3 1.5 5.4 1.8 0 24
7 100 100 25 atm 15.1 30.5 11.1 6.9 1.7 7.5 1.8 0 2.1
8 100 100 25 atm 38.1 19.8 4.5 3.6 0.9 11.2 1.8 0 0
9 100 100 37 atm 11.2 26.8 21.4 7.6 14 53 1.7 0 2.7
10 100 100 15 37 atm 1.7 21.3 47.4 4.6 1.7 0.8 1.5 0 4.7
11 100 100 25 8 8.7 325 24.1 8.8 0 5.6 0 0 3.0
12 200 200 5 25 atm 221 22.5 10.3 5.4 1.6 9.9 2.4 0 1.4
13 200 200 15 25 atm 3.6 304 313 8.4 3.4 1.2 0.5 1.5
14 100 50 5 25 atm 13.2 15.2 18.8 5.5 0 9.4 3.9 1.2 3.2
15 150 50 5 25 atm 22 9.9 8.3 3.3 0.7 14.1 5.1 1.2 1.4
16 200 200 5 25 8 1 24.2 15.2 7.2 0 9.1 3.0 2.5
17 200 200 5 25 16 17.6 26.2 12.4 7.7 0 8.3 2.7 1.9
18 400 200 5 25 8 27 15.3 6.5 4.1 0 133 3.8 0.8 0.8
19 400 200 5 25 atm 23.7 17.3 8.4 4.2 0 12.2 3.8 0.9 1.4
20 100 200 5 25 atm 8.3 35.0 17.2 9.1 1.0 4.5 14 0.3 2.0
21 100 200 15 25 atm 1.9 35.0 33.6 8.0 0.9 14 0.4 0 3.4
22 100 200 5 25 8 6.2 32.9 20.5 8.2 11 6.1 11 0 24
23 100 300 25 atm 12.9 45.2 11.6 6.5 11 4.7 0.8 0 1.1
24 100 300 15 25 atm 1.7 40.6 31.6 7.4 14 1.2 0 0 23
25 100 300 5 25 8 9.6 38.0 15.3 8.5 1.2 4.6 13 0 1.6

2[L-GIn] and [SAC] resulting after mixing in the T-piece.




