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Table S1 : List of the compounds screened against R67 DHFR
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Characterization of compounds 8, 8a and 9:

2,2'-[1,5-pentanediylbis(4-oxyphenylene)|-1H-benzimidazole-5-carboxylic acid; (8)
IR(KBr, cm-1): 3691-2362, 1680, 1609, 1505,1256.

1H NMR (DMSO-d6, ppm): 1,6 (m, 2H, J = 6Hz, CH,-CH,-CH,-0), 1.8 (m, 4H, J = 6Hz, CH,-CH,-0), 4.1 (t,
4H,J= 6Hz, CH,-CH,-CH,-0), 7.2 (d, 4H, J= 8Hz, C¢H4:H5’ and H3’), 7.6 (d, 2H, J= 8Hz, benz: H7), 7.8 (d,
2H, J= 8Hz, benz: H6), 8.2 (m, 6H, C¢H4:H6’, H2” and benz: H4), 13 (s, 2H, COOH).

Yield: 97%

4,4'-[1,5-pentanediyl-(oxy)]-bisbenzoic acid(8a)
IR(KBr, cm-1): 1683,1605, 1254,1170,771.

1H NMR (DMSO-d6, ppm): 1.5 (m, 2H, J = 6Hz, O-CH,-CH,-CH,), 1.8 (m, 4H, J = 6Hz,0-CH,-CH,-CH,),4
(t, 4H, J = 6Hz, O-CH,-CH,-CH,),7 (d, 4H, J = 8 Hz, CsH,: H3, H5), 7.9 (d, 4H,J = 8Hz, CsH,: H2,H6), 12.6
(s, 2H, COOH).

Yield: 72%

2'-(4,4'-(2-hydroxypropane-1,3-diyl)bis(oxy)bis(4,1-phenylene))bis(1H-benzimidazole-5-carboxylic)acid
)

IR(KBr, cm-1): 3400, 2950, 1685, 1603.

1H NMR (DMSO-d6, ppm): 4.24 (m, J = 6Hz, 5H, -CH,-CH(OH)-CH,), 5.51 (sl, 1H, -OH), 7.22 (d, 4H, J =
8.7 Hz, CeHy: H3’, H5”), 7.66 (d, 2H, benz: H6), 7.86 (d, 2H, benz: H7), 8.18 (m, 6H, CsHy: H2’, H6’ and benz:
H4), 13.02 (s, 2H, COOH).

Yield: 94%
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Figure S1: ICs plot for compounds 8 and 9. The activity of R67 DHFR was measured in presence of (A)
compound 8 or (B) compound 9, and was corrected according to the control without inhibitor. The data were fit

to the ‘one-site binding’ equation. Values are given as the mean + standard deviation for triplicate results.
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Figure S2. Dixon plot for determination of type of inhibition of R67 DHFR by 8, relative to the DHF
substrate. The reciprocal rates of DHFR activity were plotted as a function of inhibitor concentration. NADPH
co-factor was held constant at 50 pM. DHF substrate was held at either 25 uM (~ Ky, B) or 164 pM (~ 7 x

Ku™™, A). Values are given as the mean + standard deviation for triplicate results. The intercept of the two

slopes gave K; (8) =9.7 uM.
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Figure S3: Docking of compound 9 on R67 DHFR using AutodockVina. (A) R67 DHFR is shown as an
electrostatics surface with the basic, acidic and hydrophobic regions shown in blue, red and white, respectively,
and monomers labelled a-d. (B) Two monomers are shown, where the tetramer was split as indicated in panel
A. (C) Conformation of 9 shown in ball and sticks representation in the active site of the DHFR R67.

Hydrogen, carbon, nitrogen and oxygen are in white, grey, blue and red, respectively.
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