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Table S1. Data collection and refinement statistics of the ternary complexes of PDHFR-TS

V1/S.
FB8 FB6
PDB ID code 8YQ8 8YQ9
Data collection
Wavelength (A) 1.5418 1.5418
Space group P212121 P212124
Molecules/ASU 2 2
Unit-Cell Parameters
abc(A) 57.763 156.41 165.065 58.064 156.496 164.865
a By (deg) 90 90 90 90 90 90
Resolution? (A) 26.1-2.1 (2.2-2.1) 24.55-2.4 (2.5-2.4)
Completeness (%) 99.7 (100) 99.5 (100.0)
Redundancy 5.9 (4.9) 5.9 (5.6)
<lla(l)> 13.5(2.4) 9.1 (2.0)
CC(1/2) 0.998 (0.915) 0.995 (0.873)
Wilson B-factor 26.8 30.84
Rmerge® 0.077 (0.479) 0.127 (0.483)
Refinement
Rwork/Rfree® 0.1945/ 0.2404 0.217/0.2909
Average B-factors (A2)
Chains A, B
Protein 32.2,38.9 37.8,47.8
Drg 36.5, 66.9 33.3,63.5
NDP 28.5,64.0 38.0, 83.5
UMP 35.0, 40.1 73.4,83.6
GOL - 43.5, 40.5
Water 35.5 33.5
R.m.s. deviation
Bond lengths (A) 0.0092 0.0087
Bond angles (°) 1.8340 1.8186
Ramachadran Plot
favored (%) 97.6 96.4
allowed (%) 2.4 3.6

outlier (%) - -

aValues in parentheses are for the highest-resolution shell.

b Rmerge = ZnkiZilli(hkl) = (I(hk))|/ZnZili(hkl), where li(hkl) is the intensity of an individual reflection and (/(hkl)) is the
mean intensity of symmetry-equivalent reflections.

®Rwork = Znkl||Fobs| = |Fealc||/Znki|Fobs|, where Fobs and Fcaic are the observed and calculated structure-factor amplitudes,
respectively. Riree Was calculated in the same manner as Rwork but using only a 5% unrefined subset of the reflection
data.



Table S2. Docking scores obtained for the lead compounds against QM and WT PMDHFR and
HsDHFR.

Docking score (kcal/mol)
Compound QM PMDHFR WT PMHFR HsDHFR
FB1 -11.24 -10.33 -9.12
FB2 -10.51 -11.0 -7.34
FB3 -9.37 -8.88 -8.69
FB4 -10.27 -10.37 -7.71
FB5 -9.83 -9.00 -5.79
FB6 -9.913 -9.88 -6.53
FB7 -9.97 -7.52 -5.69
FB8 -9.69 -11.33 -7.47




Figure S1. Individual molecular docking poses obtained for lead compounds in QM PDHFR.
(A) FB1, (B) FB2, (C) FB3, (D) FB4, (E) FBS5, (F) FBY.



Figure S2. Individual molecular docking poses obtained for lead compounds in HsDHFR. (A)
FB1, (B) FB2, (C) FB3, (D) FB4, (E) FB5, (F) FB6, (G) FB7, (H) FBS.
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Figure S3. 'H NMR spectrum of compound 14.
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Figure S4. HRMS spectrum of compound 14.
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Figure S5. "H NMR spectrum of compound 15.
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Figure S6. HRMS spectrum of compound 15.
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Figure S8. *C NMR spectrum of compound 16.
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Figure S9. HRMS spectrum of compound 16.
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Figure S10. "H NMR spectrum of compound 17.
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Figure S11. *C NMR spectrum of compound 17.
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Figure S12. HRMS spectrum of compound 17.
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Figure S13. "H NMR spectrum of compound 18.
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Figure S14. HRMS spectrum of compound 18.
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Figure S15. '"H NMR spectrum of compound 19.
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Figure S16. HRMS spectrum of compound 19.
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Figure S17. "H NMR spectrum of compound 20.
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Figure S18. HRMS spectrum of compound 20.
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Figure S19. '"H NMR spectrum of compound 21.

Intens. +MS, 0.4min #24
x1047 423.2023

1.0+

0.8+

0.6+

0.4+

0.2 362.9267 498.9005 566.8873 634.8710
M | I 525.2868 L 591.1754
A

\ N | 1 b L

250 300 350 400 45  s00 550 600 650 miz

| 261.1282 294'|9377
L Ll

0.0

Figure S20. HRMS spectrum of compound 21.
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Figure S21. '"H NMR spectrum of compound FB1.
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Figure S23. HRMS spectrum of compound FB1.
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Figure S24. '"H NMR spectrum of compound FB2.
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Figure S25. *C NMR spectrum of compound FB2.

Intens. | +MS, 0.0min #2
x108 |

s 379.2113

2_

1,

4943047
793.3928
0 ) 603]3318 l
200 "soo 400 500 800 700 800 900 1000 = miz

Figure S26. HRMS spectrum of compound FB2.
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Figure S27. '"H NMR spectrum of compound FB3.
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Figure S28. *C NMR spectrum of compound FB3.
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Figure S29. HRMS spectrum of compound FB3.
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Figure S30. '"H NMR spectrum of compound FB4.
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Figure S32. HRMS spectrum of compound FB4.
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Figure S33. '"H NMR spectrum of compound FB5.
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Figure S34. *C NMR spectrum of compound FB5.
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Figure S35. HRMS spectrum of compound FB5.
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Figure S36. '"H NMR spectrum of compound FB6.
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Figure S37. *C NMR spectrum of compound FB6.
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Figure S38. HRMS spectrum of compound FB6.
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Figure S39. '"H NMR spectrum of compound FB7.
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Figure S40. *C NMR spectrum of compound FB7.
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Figure S41. HRMS spectrum of compound FB7.
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Figure S42. '"H NMR spectrum of compound FB8.
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Figure S43. *C NMR spectrum of compound FB8.
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Figure S44. HRMS spectrum of compound FB8.
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