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Figure S1. Collective abundance of MicrobeRX species in the human gut microbiome. 6,286 strains could
be classified into 1,396 species, of which 330 species are common in the human gut microbiome. Collectively, they
account for 77% of total microbial composition on average in 8,482 metagenomic samples from the Dutch
Microbiome project. X-axis refers to subject. Y-axis refers to the total proportion. Blue area indicates the collective
proportion of the 330 matched species. Gray area indicates the abundance of other species. Subjects are ordered
by the collective proportion of the matched species.
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Figure S2. Example of the use of the RuleGenerator workflow to produce CSRR from genome-derived
GEMs. To generate CSRR, chemical transformation information is required from GEMs based on annotated
genomes (MetanetX, BiGG models, etc.) or reaction databases (MetaCyc, KEGG). The RuleGenator module of
MicrobeRX begins generating CSRR by enumerating and describing all the atoms in the reaction, e.g., whether
they belong to a ring and how they are connected to other atoms (top scheme). The atoms involved in the chemical
change are then identified (reacting atoms), and the CSRR is generated by trimming the atoms surrounding the
reacting atoms to produce shorter versions of the chemical transformation (lower panel). Finally, the CSRR are
saved as SMARTS reaction strings (lower text) for interoperability with other cheminformatics tools. Hydrogen
atoms have been removed from the schemes to improve clarity.
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Figure S3. Development and example of the confidence score. The primary goal of the confidence score is to
determine whether a query and its predictions match the actual substrate and product of an enzymatic reaction. As
a result, after predicting a query compound, the molecular similarity between the substrate and query (pink box)
and that between product and prediction (green box) is calculated (both are between 0 and 1). The final component
of the confidence score (atom efficiency, also between 0 and 1) evaluates the reliability of the CSRR used in the
prediction by computing the ratio of the query's atoms that match the substructures in the CSRR (yellow
highlighting). The confidence score is calculated by adding the substrate-query, product-prediction, and atom
efficiency values. The two examples show the components of the confidence score for two structurally related
queries that produce different confidence scores due to greater difference in atom efficiency between the
molecules.



CSRRs

[1,2,34,5,6]

[23,24,25,26,27,28]
[1,211,12,13,14,15,16,17]

[1,23,4,5]

[57.8,9,10]
[16,17,18,19,20,21,22,23,24,25,26,27,28]

l

[ eee—— |
Low Mid High
Atom mapping numeration Substructure matching atoms Metabolic Accessibility

Figure S4. Implementation of metabolic accessibility in MicrobeRX. For each prediction, MicrobeRX assesses
the number of atoms that match between the CSRR and the query (Fig. S2). As a result, metabolic accessibility is
defined as the frequency with which each atom is recognized in the CSRRs, which is represented by a color scale.
In the case of hydrocortisone (DB00741), the atom pair C-OH, which corresponds to atoms 5 and 6, appears most
frequently in all of the CSRRs used to predict this drug's metabolites. As a result, the hydroxyl group is highlighted
as being more metabolically accessible than the other hydrocortisone atoms.
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Figure S5. Schematic representation of MicrobeRX Python library. Overview of the MicrobeRX Python library
illustrating the integration of reaction data from GEMs of human and gut microbiomes and the various modules
within MicrobeRX, such as RuleGenerator and MetabolitePredictor (green boxes).
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Figure S6. Example of analysis and visualization outputs from the MetaboliteAnalyzer and
MetaboliteVisualizer modules for hydrocortisone. (a) Molecular structure of the query for the prediction (usually
SMILES). (b) Per atom metabolic accessibility diagram. (c) Five top predicted metabolites, sorted by confidence
score and including PubChem annotation and structural classification. (d) 3D scatter plot for the different
component’s confidence scores (x: substrate similarity, y: product similarity, z: atom efficiency). (e) Lipinski’s rule
of five bioavailability radar plot based in molecular descriptors (MolWt: molecular weight, LogP: octanol-water
partition coefficient, TPSA: Topological Polar Surface Area, RotB: number of rotatable bonds, HBD: number of
hydrogen bond donors, HBA: number of hydrogen bond acceptors). (f) ADMETox (BOILED-Egg) plot including the
limits for Blood Brain Barrer and Human Intestinal Absorption accessibilities. (g) Bar plot of isotopic mass
decomposition for two predicted metabolites. (h) Sankey diagram depicting relationships between the reaction,

origin, enzyme name, and metabolite produced.



a Acetyl-CoA:cortisol O-acetyltransferase
"(""’mm i r%%m-a

Q@ MPYiobacter

SUPERFAMILY Trimeric LpxA-like superfamily InterPro
NCBIfam Serine O-acetyltransferase = IPRO11004
o m = " IPR005881
Gene3D Serine acetyltransferase, N-terminal domain superfamily  IPRO42122
Pfam; SMART  Serine acetyltransferase, N-terminal IPR010493
W IPR045304
cDD Serine acetyltransferase, LbH domain = IPRO01451
Pfam Hexapeptide repeat 1 IPRO18357
ProSitePatterns Hexapeptide transferase, conserved site
50 100 150 200 250
Sequence

Figure S7. Example of outputs from the Omicsintegrator module. (a) Sunburst plot of gut microbiome
organisms per reaction/enzyme. (b) Cluster map of pairwise protein sequence comparisons for homology analysis.
(c) Multiple sequence alignment with the consensus sequence (protein logo) highlighting conserved regions (blue
bars). (d) Protein family search results from InterPro from a selected sequence of acetyl-CoA: cortisol o-
acetyltransferase from gut microbes showing the distribution of protein domains. (e) Crystal structure of acetyl-
CoA: cortisol acetyltransferase from Salmonella typhimurium (PBD: 8106) complexed with CoA (blue), shown as a
representative of the protein responsible for the metabolism of hydrocortisone.
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Figure S8. DrugBank metabolite dataset for MicrobeRX benchmark and predictions. (a) DrugBank v.5.1.12
contains 11,928 drug structures, of which only 954 drugs have reported metabolites. (b) Number of metabolites per
drug reported in the DrugBank metabolites dataset. (c) Top 25 reported enzymes for the 3,650 metabolic reactions
from the DrugBank database. (d) Confidence score distribution of the 480,458 MicrobeRX-predicted metabolites
from 19,560 CSRRs derived from the 3,650 DrugBank reactions. Predictions with a confidence score above the
upper whisker threshold (Q3 + 1.5*IQR = 1.206) are considered high-confidence. (e) Proportion of correctly
predicted metabolites from the whole DrugBank metabolites dataset. (f) Number of drugs processed depending on
the number of atoms in the GEM-based CSRRs. (g) Number of metabolites predicted by the GEM-based CSRRs.
(h) Confidence score values depending on the number of atoms used in the GEM-based CSRR for the predictions.
Black dashed line indicates the selection confidence threshold of 1.2.
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Figure S9. Predicted microbial metabolism of pyrimidine-containing drugs including nicotine and 5-
fluorouracil (5-FU) by human and gut microbes. (a) Top panel displays the Molecular Similarity Network (MSN)
of pyrimidine drugs (including nicotine) biotransformed by Nicotinamide Ribotide (NMN) Synthetase (NMNS, EC:
2.4.2.12). Edge size is the similarity between molecules at a 40% cutoff for constructing the tree. (b) Top panel
displays the MSN of pyrimidine drugs (including tegafur) biotransformed by the periplasmic Deoxyuridine
Phosphorylase (DURIPP, EC: 2.4.2.1). Edge size is the similarity between molecules at a 75% cutoff for
constructing the tree. Lower panels represent the predicted metabolites from drugs selected in the MSNs (gray
circles in a and b). The confidence score for each prediction is shown above the reaction arrow. Cofactors and
secondary products are not shown for simplicity. The RefSeq identifier for human and the number of bacterial
species containing the reaction are shown as a sunburst plot of enzyme phyla distribution. The maximum common
substructure of the drugs is shown in red. Molecular substructures in blue are the predicted modifications from
MicrobeRX.
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Figure S10. Example of microbial drug metabolism. (a) MSN of sulfonamides metabolized by the sulfasalazine
microbial azo-reduction (SSZ_AR_NADi). Edge size is the similarity between molecules at a 70% cutoff for
constructing the tree. (b) Metformin metabolism by Citrobacter freundii, producing ADP-D-ribose-metformin. The
figure includes the chemical structures of the drugs and their metabolites, with confidence scores for each
prediction shown above the reaction arrows. Cofactors and secondary products are not shown for simplicity. The
number of bacterial species containing the relevant enzymes is shown as a sunburst plot of enzyme phyla
distribution. Maximum common substructures of the drugs are shown in red. Molecular substructures in blue are

the predicted modifications from MicrobeRX.
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Figure S11. Examples of predicted human metabolism. (a) MSN of estrane-derivatives, including estradiol, by
human CYP450 1B1 (EC: 1.14.14.1). Edge size is the similarity between molecules at a 50% cutoff for constructing
the tree. (b) Predicted biotransformation of midodrine and verapamil by human 3-Methoxytyramine: Oxygen
Reductase (BMOXTYROX, EC: 1.4.3.4). Confidence scores for each prediction are shown above the reaction
arrows. Cofactors and secondary products are not shown for simplicity. For each enzyme, the lower panel includes
the best molecular docking predicted pose of tasimelteon (red sticks, -9.6 kcal/mol) in the catalytic site of CYP450
1B1 (PDB: 61Q5) and midodrine (red sticks, -7.5 kcal/mol) in 3BMOXTYROX (PDB: 2Z5Y). Maximum common
substructure of the drugs is shown in red. Molecular substructures in blue are the predicted modifications from
MicrobeRX.

12



Sa\salate Tnmethopnm
D\
@\/J\/\N
e
Tamsulosin lloperidone

omtm @J\»J\”}@ Y@’é\' ,w

0.
T e
HN
o
Bumetanide
Q NH

Coa

H
Carvedilol

@(;J;O“ff) 123 @Efﬁ

5 0
@.e:;/-;nk 13 @f 3"1?‘

Predicted Metabolites

P, 1
Drug

o Jo \)\N/\ﬁ‘ | Y
}r@ b ‘rlv 2t ok 1
3 o Phenylephrine
o
e, -
S,
o

+

“@fﬁﬁy%ﬁ&kﬁ
@)rjbf 3 0

C Hmn’

OH
Oxilofrine
QL L
3
Ho' N b

~ SITC

Tnmclhobcnzamldc

Phenoxybanzamme Rivastigmine

%@H@%

Ephedrine  Aminobenzoic acid Methyldopa

Pseudoephedrine

Ranolazine
% Fluoxetine N,,w.gm.no
a7 &
At ti " -
lomoxetine N 2
o AN
~ Salegiline
OH
Oxprenolol

oW OO 515£;

Benzphetamine (Y Tapentadol
Diethylpropion

o NH
O,
Metaxalone Memamphemmme

Digallate acylhydrolase

GutMicrobes
20 species

NH

Phentermine

RSO

Hexylresorcinol

ey, NH,
Ko, *on QA —QUr

o %,
‘(\"*)ijj 2 Sy % ™, Dextroamphetamine  Amphetamine
% e
(eobacter® T
o
Bacterid,_—___— = 3*/\©\/\/\/\/ %
on
Fircricutes Fingolimod Baclofen
gaciliales

, o

s oH
>- oH
Salicylamido Salicylc acid
o1 oH
OH 4
H N, o "
" o Nz
Epinephrine Droxidopa
o o
”°)©/\f)Lc " NCID/\HLO"
Ho' Monk, o N
Carbidopa Lovodopa
o
H
Benzoic Acid
0
O "
Ibuprofen Phenylbutyric acid
c c

ci HO ci
Chlorambucil Melphalan
o+
Eugenol Thymol

N ©\/\ NH
FS(CV‘u ;

Fenfluramine Phenelzine

Phenylpropanoate Dioxygenase

s Hi o
Bac“ S ! - 143 o .
pacillus cered LT g GutMicrobes
o 52 species, 931 strains

oh 5+ OH
<o :
N o
a
e =N | { . Ho.
y 0 L g 8, o
NH;. OJJ :
N &) " d oK
Nitrazepam
o N
i H o . ’
N HO, HaN. o (! 1 1.5
“‘(] Rt ‘(:) LY‘\( e ¥ — =
~ r\jj’c 1 LIRS & e“r'“ T/\\ Hd OH =
o B 2] e
Chloramphenicol
o i Qe 2m AR
oy - O £ 3 : oH
“ I = 2 £ Bacteria
g p o OH
= 13 155
Clonazepam N Y\OYU"” | 5
OH
Periplasmatic nitroreduction
GutMicrob gaimonella i
utMicrobes Qo 2 o
Ila entericd joNHp == 2
salmonella N .

45 species, 1274 strains

Drug Predicted Metabolites

Figure S12. Examples of chemo- and taxa-specific microbial metabolism. (a) Metabolism of drugs containing
anisole groups by digallate acylhydrolase (DGLTAH) in Proteobacteria and Firmicutes. Edge size is the similarity
between molecules at a 50% cutoff for constructing the tree. (b) Metabolism of nitroaromatic drugs by periplasmatic
nitroreductase (NRepp) in Proteobacteria, highlighting the prevalence of this enzyme in specific bacterial strains.
(c) Biotransformation of benzene-containing drugs by phenylpropanoate dioxygenase (PPPNDO, EC: 1.14.12.19)
in pathogens such as Escherichia coli and Shigella flexneri, with detailed structural changes during the metabolic
process. Edge size is the similarity between molecules at a 55% cutoff for constructing the tree. Confidence scores
for each prediction are shown above the reaction arrows. Cofactors and secondary products are not shown for
simplicity. The number of bacterial species containing the relevant enzymes is shown as sunburst plots of enzyme
phyla distribution. Maximum common substructures of the drugs are shown in red. Molecular substructures in blue

are the predicted modifications from MicrobeRX.
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Figure S13. Examples of extended metabolism by gut microbiota. (a) Metabolism of endogenous-like
compounds, including benzocaine by microbial Anthranilate phosphoribosyltransferase (ANPRT, EC: 2.4.2.18).
biotransformation

Edge size is the similarity between molecules at 50% cutoff for constructing the tree. (b) Predicted
of benzimidazole antiparasitic by

the Nicotinate-nucleotide dimethylbenzimidazole
phosphoribosyltransferase (NNDMBRT) from the NAD metabolism pathway, showing the potential formation of a-
ribazole-phosphate forms. Edge size is the similarity between molecules at 40% cutoff for constructing the tree.
The figure includes chemical structures, with confidence scores for each prediction shown above the reaction
arrows. Cofactors and secondary products are not shown for simplicity. The number of bacterial species containing
the relevant enzymes is shown as sunburst plots of enzyme phyla distribution. Maximum common substructures
of the drugs are shown in red. Molecular substructures in blue are the predicted modifications from MicrobeRX.
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