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Figure S1. A) ®Junma couplings of parvulustat: 51 couplings could be determined. B) Com-

bined chemical shift deviations from random coil values (PSSI'®): Ha, Ca, Cb, C’, HN, N.

C) Order parameter S?, as derived from model-free./** ?°!



Figure S2. NOE contact map of the two b-sheets of parvulustat;, upper part: b-strands 1,2
and 5 (including active site), lower part b-strands 3,4 and 6; yellow circles indicate the 4

cysteines.



A)
Day 1 2 3 4 5 6 PLTM Day 1 2 3 4 5 6 PL

Parvulustat expression at 24°C Parvulustat expression at 28°C

- 1

Mol G Lincay l.|:||:4 E\:rents Bpl.':l!-a ']-1|: Uu'.'qa Lagar !nmgy J.I}CI'I. £0% Eampie Pagil MNEI?‘!WW _.upu Mags: LODEDE
Flle Taxt:Harn  Pracein Sk

V0 #176.61 _2.0E3
953 bi.wer
LLE EL-BgE
B85 Ei.7e:
wed ,: -+
2s] E1.me2
18] E1_see
[ E1_3El
o F1.zez
- Ea1.iga
i i?.wtl
1] 5_:'..11‘.
an] TRl
151 br ookl

C)
File:HANGI_PARIITS Ident:1 BLINTIIT Acqt-T-JAN-2004 UU:10:29 Cal:CRTALS_INSZSPL: 4N Gate:OIT Shots mvgd:2J Rake:sU0NA:
TofSpec Linear LDI+ Parents Bpl:2560 TIC:5372278 Laser Energy:50%,47% Sample Pos:1 Source:25000V Supp Mass:500Da
File Text:S. Han  Parvulustat C13+NM 15 / G
1008 8755.95 _1.3E3
40 E1.263
803 F1.1E3
703 19.3E2
603 t&.0E2
503 L6.6E2
40 F5.3E2
30 ba.082
201 4382.14 o
10 i 17567.52 -1.3E2
6288.32 12712.53 14077 .42
7 i ikl Je s L A A0 AL ) 8 Rk 0 ot e 1l I hARAL L 3 LI i 4 s F0.OED
1000 2000 3000 4000 5000 6000 ?i}ﬂn 8000 %000 10000 11000 12000 13000 HOI: 15000 16000 17000 18000 19000 2noa n/z

Figure S3. A) SDS-PAGE Gel of parvulustat expression at 24°C and 28°C. B) MALDI MS
spectrum of °N labelled parvulustat. C) MALDI MS spectrum **N **C labelled parvulustat.
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Figure S4. Presentation of the individual segments of the best fit of the superimposed best fit
of the 20 parvulustat structures; plotted are all heavy atoms. A) Individual strands of the anti-
parallel b-sheets compared to tendamistat (3-7, 10-15, 18-23, 23-28, 28-35, 39-47, 50-55,
64-70). B) Remaining segments like turns or non-regular secondary structures (7-10, 15-18,
35-39, 47-50, 57-64).

Figure S5. Presentation of sidechain-sidechain-NOE’s of the amino acids that point their

side chains into the interior of the protein.



