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, ositive RO ) Positive ROw v
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Negative ROVILwh DEEHAE
(10 pM sulforhodamine B)

ZRET BEBET IREBE Ratio Ratio
(Day /) (Day 7) (Day 7) (Day 0) (Day 7)

») 1.01

Coumarins

MiLogP

18.83 PP 6.57 0.80

22.77 PP 2635  0.42

64.86 » 73.36 -1.95
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Dipeptidyl peptidase (DPP) 7 from

Met-Leu-ACA Met-Leu-ACMS Pseudoxanthomonas mexicana
0.6 i, Kcat/Km Kcat/Km ratio
ML-AMC (Control) ol Substrate Km (HM) ket (sec™) ' cdty g aMC
€)
0.4 - ML-ACA ML-AMC 5.30 0.811 0.153 1.00

0.2 ML-ACA 1.11 0.614 0.552 3.61

V (umol / min-mg)

ML-ACMS | ML-ACMS - - - -

0 60— ®
0 12.5 25 -Kinetics parameter is determined using Michaelis—-Menten equation
-Buffer : 50 mM NaPBS (pH7.0) + 5 mM EDTA+0.005% Tween20
Substrate conc. (NM) -Reaction : at 25 °C for 20 min

50 nM enzyme used ¥ﬁ ?iﬁﬁ%ﬁﬂﬂﬁ
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K Keat/ K Ratio of k.;/K,
Fnzvm r K. M cat cat/ " \m cat/ ' xm
ymes slipgiies m (UM) (secl) (uM-1lsect) to AMC
Met-Leu-AMC 5.30 0.811 0.153 1.00
PmDPP7/
Met-Leu-ACA 1.11 0.614 0.552 3.61
Met-Leu-AMC 21.1 0.849 0.0402 1.00
SmDPP7/
Met-Leu-ACA 4.09 0.647 0.158 3.94
Leu-Asp-AMC 10.6 5.22 0.492 1.00
PgDPP11
Leu-Asp-ACA 10.1 3.90 0.386 0.785
Leu-Asp-AMC 45.0 18.0 0.401 1.00
SmDPP11
Leu-Asp-ACA 12.2 22.8 1.88 4.68
-Synthesized by Dr. Hidaka, Kobe University -PmDAPBII : DPP7 from Pseudoxanthomonas mexicana W024
-Kinetics parameter is determined using Michaelis—-Menten equation ~ *SmDPP7 : DPP7 from Stenotrophomonas maltophilia K279a
-Reaction : at 25 °C for 20 min -PgDPP11 : DPP11 from Porphyromonas gingivalis W83

-Buffer : 50 mM NaPBS (pH7.0) + 5 mM EDTA+0.005% Tween20 -SmDPP11 : DPP11 from S. maltophilia K279a
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Met-Leu-ACA + PmDPP7

100
g 80 | 3 Q Q ¢
60

Intensity (a
NN
o

0.327 + 0.025 IU/mg

20 1 (0 — 20 min)

N.C. (60 min)
0 L

-Buffer : 50 mM NaPBS (pH7.0) + 5 mM EDTA 0 20 40 60 80 100120140
-50 nM enzyme used Reaction time (min)
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Y-742970vb
10° A1; 14.5%

Sorted

1A2; 68.8% |A3;16.7% Pm Pm + Ec
A2 area A3 area
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Green fluor. intensity

E. coli R
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Met-Leu-ACA

104 A3
] 1.71%

-
o

Blue fluorescence intensity

Blue fluorescence intensity

e
102 103

10

Green fluorescence intensity

Total analysis droplets; 100,328
Sorting droplets; 1,719 (1.71%)

Leu-Asp-ACA A

A3
1.90%

- '54.'9'%

Green fluorescence intensity

102

103

104

Total analysis droplets; 63,135
Sorting droplets; 1,197 (1.90%)
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Sample Species Identification BLAST analysis, gene possession=0
specificity Strains Identify (%) DPP3 DPP5 DPP7 DPP11
Sphingomonas yabuuchiae 99.7 - - - -
Pseudoduganella danionis 98.2
Stenotrophomonas rhizophila 99.0
Common Chryseobacterium camelliae 95.2
Flavobacterium chilense 99.6
Aeromonas hydrophila 99.7
Enterobacter soli 99.4
Falsarthrobacter nasiphocae 98.1
Janthinobacterium agaricidamnosum 99.4
Stenotrophomonas terrae 99.0
Lactococcus lactis 99.8
M-L-ACA  Pantoea agglomerans 99.2
Specific Klebsiella grimontii 99.0
Cronobacter dublinensis 99.6
Moraxella osloensis 99.1
Pseudomonas otitidis 99.8
Brevundimonas faecalis 99.1
Massilia violacea 99.8
Aeromonas allosaccharophila 99.7
Pseudomonas protegens 99.8
Chryseobacterium gallinarum 99.5
Paenarthrobacter nitroguajacolicus 99.8
Chryseobacterium taihuense 97.6
L-D-ACA  Flavobacterium ginsengiterrae 96.4
Specific Pararheinheimera arenilitoris 98.1
Chryseobacterium arachidis 98.5
Sphingomonas trueperi strain 99.9
Pseudomonas japonica 98.9
Cloacibacterium haliotis 98.6
Brevundimonas terrae strain 99.4
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