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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, IC50 = 8.33 M in the 

MTHFD2 enzymatic assay) were prepared by hanging-drop vapor diffusion method. 21 

can be prepared according to previously described methods.1 2 mM 21, 5 mM NAD+ and 

6 mM MgCl2 were added to purified human MTHFD2 protein and incubated on ice for 

40 min. Na2HPO4 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 ºC. 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. 

 

 

 

 

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

 

D-2000: Samples Series: 0297 Report Name: modified System: Sys 1

Page Indicator:  1 / 3

Hitachi D-2000 Elite HPLC System Manager Report
Analyzed Date and Time:  2020/09/21 08:37 

Reported Date and Time:  2020/09/22 01:22 

Data Path: C:\Win32app\D2000HSM\samples\DATA\0297\

Processing Method: Purity_37min

Sample Name: 09BP-030-046-1-50

Injection from this vial: 1 of 1

Vial Number: 124

Volume: 20.0 ul

Sample Description:  

Chrom Type: Fixed WL Chromatogram, 254 nm
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Processing Method: Purity_37min

Column Type: Column Method Developer: Bob

Method Description:  

Peak Quantitation: AREA

Calculation Method: AREA%

No. RT Area Height Conc 1

1 17.55 9560 943      0.941

2 19.12 1005861 115465     99.059

1015421 116408    100.000

Peak rejection level: 0
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