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Fig. S1. Graphical representation of probe 10 docked into bovine beta-trypsin. Beta-trypsin is
displayed with a transparent surface and a cartoon representation of the backbone. Probe 10
(left: colored by element; right: colored in magenta) and the indicated inhibitor (overlayed
with probe 10 in the right panel) are shown as stick models. Asp189, at the bottom of the S1
pocket, also in stick model, forms a salt bridge with the guanidine and amidine, respectively.
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Note that some diastereoisomers of the peptide diphenyl phosphonates do and some do not

resolve on reverse phase C18-LC.

Diphenyl a-N-(benzyloxycarbonyl)amino-methylphosphonate (2a)

DAD1 - A:Sig=215,4 120523R01.d

VN

i 2 3 a4 5 6 7 & © 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41 42 43 44

Response Units vs. Acquisition Time (min)

Diphenyl a-N-(benzyloxycarbonyl)amino-2-methylpropylphosphonate (2b)
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Diphenyl a-N-(benzyloxycarbonyl)amino-3-methylbutylphosphonate (2¢)
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Diphenyl a-N-(benzyloxycarbonyl)amino-2-phenylethylphosphonate (2d)
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Diphenyl a-N-(benzyloxycarbonyl)amino-(4-nitro-phenyl)methanephosphonate (2¢)

x10 3 |DAD1 - A:Sig=215,4 110415R03.d
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Diphenyl a-N-(benzyloxycarbonyl)amino-(4-amino-phenyl)methanephosphonate (2f)
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Diphenyl a-N-(benzyloxycarbonyl)amino-(4-dibocguanidinium-

phenyl)methanephosphonate (2g)
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Diphenyl a-N-(propiolamido)-methylphosphonate (3a)
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Diphenyl a-N-(propiolamido)-2-methylpropylphosphonate (3b)

x10 3 |DAD1 - A:Sig=215,4 120821M04.d
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Diphenyl a-N-(propiolamido)-3-methylbutylphosphonate (3c)
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Diphenyl a-N-(propiolamido)-2-phenylethylphosphonate (3d)
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Diphenyl a-N-(propiolamido)-(4-nitro-phenyl)methanephosphonate (3e)
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Diphenyl a-N-(propiolamido)-(4-amino-phenyl)methanephosphonate (3f)

x10 3 |DAD1 - A:Sig=215,4 120920M02.d
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Diphenyl a-N-(propiolamido)-(4-guanidinium-phenyl)methanephosphonate (3g)
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PraAlaGlu(triazole)Val* (OPh), (5)

x103
15

14

DADT1 - A:Sig=215,4 120904M04.d

‘U

T2 8 4 5 6

7

8

9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41 42 43 44 45 46 47 48 49

Response Units vs. Acquisition Time (min)

PraAlaAla(triazole)Leu®(OPh); (6)
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PraAlaAla(triazole)PheP(OPh)z 7
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PraAlaAla(triazole)Gua’(OPh), (9)
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PraAlaSer(triazole)GuaP(OPh)z (10)
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PraNleThr(triazole)Gua’(OPh), (11)
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PraLeuPhe(triazole)Gua'(OPh), (12)
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