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Crystallization of MTHFD2/NAD"/Pi/21

Co-crystals of human MTHFD2, NAD", phosphate and a weak inhibitor, (4-(3-(4-amino-
6-hydroxypyrimidin-5-yl)ureido)benzoyl)-L-glutamic acid (21, ICso = 8.33 uM in the
MTHFD2 enzymatic assay) were prepared by hanging-drop vapor diffusion method. 21
can be prepared according to previously described methods.:2 mM 21, 5 mM NAD" and
6 mM MgCl, were added to purified human MTHFD?2 protein and incubated on ice for
40 min. NaHPO4 was added to a final concentration of 10 mM and equilibrated for 10
min. The mixture of protein and 21 was 1:1 (v/v) mixed with reservoir solution (12%
isopropanol, 0.1 M bis-Tris, pH 6.5, 3% PEG200) and incubated at 18 °C. After 1 week,
the crystals were flash-frozen in liquid nitrogen with DMSO added to the drop as a freeze

protectant and subjected for data collection.

0|—|H -
~N
Ji)llfl/ ¢ 1
H” N” “NH; " “OH
0
HO” o

21
Figure S-1. Chemical structure of 21.
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Figure S-2. HPLC trace and *H NMR spectrum of 15.
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