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Crohn’s disease affects the mucosal layer of the intestine, predominantly ileum and colon segments, with the
potential to affect the expression of intestinal enzymes and transporters, and consequently, oral drug bio-
availability. We carried out a quantitative proteomic analysis of inflamed and non-inflamed ileum and colon
tissues from Crohn’s disease patients and healthy donors. Homogenates from samples in each group were
pooled and protein abundance determined by liquid chromatography—mass spectrometry (LC-MS). In
inflamed Crohn’s ileum, CYP3A4, CYP20A1, CYP51A1, ADH1B, ALPI, FOM1, SULT1A2, SULT1B1 and ABCB7
showed >10-fold reduction in abundance compared with healthy baseline. By contrast, only MGST1 showed
>10 fold reduction in inflamed colon. Ileal UGT1A1, MGST1, MGST2, and MAOA levels increased by >2 fold in
Crohn'’s patients, while only ALPI showed >2 fold increase in the colon. Counter-intuitively, non-inflamed
ileum had a higher magnitude of fold change than inflamed tissue when compared with healthy tissue.
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(LC-MS) Marked but non-uniform alterations were observed in the expression of various enzymes and transporters in

Proteomics ileum and colon compared with healthy samples. Modelling will allow improved understanding of the vari-

lleum able effects of Crohn’s disease on bioavailability of orally administered drugs.

Colon © 2022 The Authors. Published by Elsevier Inc. on behalf of American Pharmacists Association. This is an open
access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/)

Introduction significant role in modulating the bioavailability of drugs which are

their substrates.® Hence, changes in the expression of drug-metabo-

As an idiopathic inflammatory bowel disease (IBD), aetiology of
Crohn’s disease (CD) is associated with a combination of genetic,
microbial and environmental factors.! Patients with CD are prone to
kidney, liver, cardiovascular and respiratory disease,” hence they
may receive many oral drugs other than those used to control CD
itself.

Many orally administered drugs undergo first-pass metabolism in
the intestine and liver before reaching the systemic circulation.
Moreover, efflux transporters residing in the enterocytes play a

Abbreviations: CD, Crohn’s disease; DMETs, Drug-metabolising enzymes and trans-
porters; DMEs, Drug-metabolising enzymes; HN-CD, Histologically normal Crohn’s dis-
ease tissue; IBD, inflammatory bowel disease; I-CD, inflamed Crohn’s disease tissue;
PBPK, physiologically-based pharmacokinetics; BSA, Bovine Serum Albumin.

* Correspondence author at: Centre for Applied Pharmacokinetic Research, School of
Health Sciences, University of Manchester, Manchester, UK, M13 9PT.

E-mail address: jill.barber@manchester.ac.uk (J. Barber).

https://doi.org/10.1016/j.xphs.2022.07.012

lising enzymes and transporters (DMETs) localised in the enterocytes
will influence the extent of drug absorption. Some studies have
established that inflammation can alter the function and expression
of intestinal DMETs, affecting oral drug absorption, activation and
clearance.*” Importantly, CD can affect any part of the gastrointesti-
nal tract (GIT) but especially the ileum and colon.! The ileum plays a
more significant role in determining drug bioavailability than the
colon owing to its high surface area and the presence of enzymes and
transporters expressed in its epithelial cells.®~® Understanding the
quantitative changes of these proteins helps with the prediction of
alterations in exposure and effect of oral drugs, which may lead to
unfavourable clinical outcomes.

Clinical data related to the fate of drugs in patient populations,
such as CD, are scarce, particularly for new drugs, because of the lack
of such patients in clinical studies during drug development, a prob-
lem that is now being addressed by the regulatory authorities.® In the

0022-3549/© 2022 The Authors. Published by Elsevier Inc. on behalf of American Pharmacists Association. This is an open access article under the CC BY-NC-ND license
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absence of such data, application of physiological-based pharmacoki-
netic (PBPK) models to predict oral drug kinetics based on attributes
of the patient population can improve dosing in different grades of
the disease.'” The collection of quantitative proteomic measurements
of DMETs in CD is therefore an essential step to inform PBPK models
and facilitate in vitro to in vivo extrapolation (IVIVE) of available
knowledge on drugs to clinical outcomes in CD. A meta-analysis of
available system parameters to build a CD PBPK population
demonstrated a gap in the availability of intestinal DMET expression/
activity data (Alrubia et al, accepted for publication in Clinical
Pharmacokinetics).'!

In most previous studies on CD intestine, either mRNA assays or
semi-quantitative immunoassays were employed and the protein
and gene expression profiles of DMETs in CD have been reported and
compared with control groups in tissue and cell lines.'>'® Several
reports on the mRNA expression of solute carriers (SLCs) demon-
strated upregulation of ENT1, ENT2, CNT2, PEPT1, OATP4A1 and
OATP2B1 in CD, whereas ASBT, MCT1 and OCTN2 were
downregulated.'>'* Among ATP-binding cassette (ABC) transporters,
significant upregulation of MRP1 and downregulation of P-gp
(MDR1) and MRP3 gene and protein expression in CD have been
observed.'>~!” However, the data related to P-gp were conflicting,
with some reports showing non-significant change of gene
expression'®!° and increased protein abundance in CD from histolog-
ically normal samples.?® Genetic mutation of OCTN1 and 2 have been
linked with increased risk of CD.?! Mutation and downregulation of
ASBT have been associated with diarrhoea in CD patients.??

CYP3A4 is the most studied among cytochrome P450 (CYP)
enzymes, with reports of lower mRNA and relative protein expres-
sion in CD patients relative to control groups.'®'® In contrast, immu-
nohistochemistry measurements suggested that it is upregulated in
the CD colon.?° Significant upregulation of several other enzymes,
such as CYP2C9, CYP2B6, CYP2E1, CYP1A1, UGT, GST was reported in
colon,?® while reduced CYP2E1 mRNA expression in rectum'® and
SULT2A1 in ileum were reported.'® Several studies reported no
change in the mRNA expression of CYP3A5, MRP2, MRP3, BCRP and
OSTa/B in CD relative to control.!> 819

Quantitative studies are still scarce, and focused mainly on P-gp
and CYP3A4.'617:1920.23 {ridine 5'-diphosphate glucuronosyltrans-
ferases (UGT) are strikingly absent from these reports with only
UGT1A3 being reported, while the expression of key enzymes, such
as sulfotransferases (SULT) and other non-CYP non-UGT enzymes,
has been reported only in non-inflamed CD tissue.”> Most assays
were based on mRNA expression, which is an indirect and not very
robust indicator of protein abundance. Despite the importance of the
ileum in oral drug disposition, expression of transporters, such as
MRP1 and MCT1, has not been reported. Some studies combined
ulcerative colitis and CD patients;'®?* others combined expression
value of DMEs from the ileum and colon,?® impeding differential
analysis of the expression data. Further, the control groups were not
always healthy subjects and in some studies the control group was
lacking altogether!®!>18232426 preventing the generation of disease
perturbation factors (DPF). The DPF reports alteration in protein
expression due to disease as a ratio relative to healthy
expression.”’?® Lack of tissue samples, inadequate proteomic data,
high variability caused by differences between intestinal segments>*
and heterogeneity among applied methods hinder building reliable
predictive PBPK models for CD.

Liquid chromatography-mass spectrometry (LC-MS) based pro-
teomics offers greater proteome coverage and more accurate
quantitative measurements compared with other techniques used
previously to characterise CD samples.?® In this study, we aimed
to quantify the abundance of CYPs, UGTs, non-CYP non-UGT
DMEs, ABC transporters and SLCs involved in oral drug disposi-
tion using LC-MS proteomics. This was carried out in pooled

samples of inflamed and histologically normal CD ileum and
colon, with subsequent comparison against a healthy control, to
enable generation of DPF for each quantified protein.

Materials and Methods
Materials

Unless otherwise indicated, all chemicals were supplied by Sigma-
Aldrich (Poole, UK). Solvents were high performance liquid chroma-
tography (HPLC) grade and supplied by ThermoFisher Scientific (Pais-
ley, UK). Lysyl endopeptidase (Lys-C) was purchased from Wako
(Osaka, Japan). Sequencing-grade modified trypsin was supplied by
Promega (Southampton, UK) and Complete Mini EDTA-free protease
inhibitor cocktail tablets by Roche (Mannheim, Germany). BCA pro-
tein concentration measuring kit was obtained from ThermoFisher
Scientific (Hemel Hempstead, UK).

Intestinal Tissue

Fresh-frozen human intestine mucosal samples included inflamed
ileum (n = 6), inflamed colon (n = 7) (I-CD), histologically normal
ileum (n = 2), histologically normal colon (n = 5) (HN-CD) from active
CD patients undergoing ileocolonic resection. Tissues were obtained
with informed consent and supplied by Manchester Biomedical
Research Centre (BRC) Biobank, Manchester University NHS Founda-
tion Trust, Manchester, UK. Prior ethics approval was granted by
NRES Committee North West - Haydock (19/NW/0644). Histologi-
cally normal tissues were taken from macroscopically normal regions
away from the inflamed bowel regions. The two types of CD tissue
are required to investigate the degree to which the integrity and
function of intestinal tissue is compromised because of direct inflam-
matory effect on the inflamed tissue and the inflammatory environ-
ment surrounding the non-inflamed tissue, in order to confirm
whether the inflammatory effect is spread in the intestine or local-
ised.

Healthy ileum (n = 5) and colon (n = 5) mucosal samples obtained
from healthy but deceased subjects were supplied by Caltag Medsys-
tems Limited (Buckingham, UK). University research ethics commit-
tee (UREC), UK (2019-8120-12392), granted prior ethics approval.
Demographic information is provided in Supplemental Table 1.

Enterocyte Isolation and Subcellular Fractionation

Enterocytes isolation from mucosal tissues by calcium chelation
elution and homogenate fraction processing were adapted from Har-
wood et al*® with minor modifications. Briefly, the process was done
on ice and solutions were equilibrated at pH 7.4. The base buffer for
all solutions used for chelation was 112 mM NacCl, 5 mM KCl, 20 mM
HEPES. The mucosa was washed twice in the base buffer and
immersed in 27 mM sodium citrate solution with a protease inhibitor
cocktail (PI) for 30 min, followed by incubation in EDTA buffer
(30 mM EDTA, 10 U/mL heparin, 1 mM dithiothreitol (DTT) and PI)
with stirring at 250 rpm for 40 min to initiate chelation. The chelated
enterocytes were collected from the mucosa by repeated flushing
with EDTA buffer. The chelated material was washed by centrifuga-
tion twice at 2000x g for 10 min. The resulting enterocyte pellet was
re-suspended in homogenisation buffer (10 mM Tris—HCl, 250 mM
sucrose, 0.1 mM EGTA, 0.5 mM MgCl,, 5 mM histidine and PI) at 3 ml
per g of cells. Homogenisation was carried out with a Dounce hand-
held homogeniser for a minimum of 75 strokes, followed by treat-
ment with an ultrasonication probe (30 W) for two 10 s bursts to dis-
rupt cell membranes. The homogenate preserves the subcellular
fractions (cytosolic, reticular and plasma membrane), in which all
DMETs are expressed, avoiding loss of proteins often incurred by
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Table 1

Number of Identified Peptides & Proteins and Quantified CYP Enzymes, UGT Enzymes, other DMEs, ABC Transporters and SLCs in Inflamed Crohn’s Disease (I-CD), Histologically Nor-

mal Crohn’s Disease (HN-CD) and Healthy Ileum and Colon Pooled Samples.

Peptides Proteins CYP enzymes UGT enzymes Other DMEs ABC transporters SLCs

lleum

I-CD 13214 2510 7 5 21 6 43

HN-CD 10064 2155 3 21 3 39

Healthy 16373 3113 12 4 27 10 46
Colon

I-CD 12966 2503 4 4 22 5 39

HN-CD 12720 2414 5 4 19 2 39

Healthy 16933 2959 5 3 23 7 41

CYP, Cytochrome P450; UGT, Uridine-5'-diphospho glucuronosyltransferase; DMEs, Drug metabolising enzymes; ABC, ATP-binding cassette; SLC, Solute carriers.

further purification. Homogenates were stored in aliquots at -80°C
until required.

Sample Preparation and Proteolytic Digestion

Pooled human ileum and colon homogenates (n = 6) were proc-
essed and grouped based on the nature of the tissue and classified as
follows: I-CD colon, I-CD ileum, HN-CD colon, HN-CD ileum, healthy
colon and healthy ileum. Homogenate protein content was deter-
mined using BCA assay before and after pooling (in triplicate) using
bovine serum albumin (BSA) as a standard. Individual samples in
each group were mixed in equivalent concentration (20 wg/ul for
each group, except HN-CD ileum at 50 ug/ul). 70 g pooled homog-
enate protein in each sample was spiked with 0.126 ug BSA
(26 pmol/mg of protein) as internal standard. The 6 pooled homoge-
nate samples were prepared for proteomics by filter-aided sample
preparation (FASP), as previously described,®’ using Amicon Ultra
0.5 mL centrifugal filters at 10 kDa molecular weight cut-off (Merck
Millipore, Nottingham, UK).

LC-MS/MS Analysis and Protein Quantification

Digested samples were diluted to a final concentration of 0.5 g/
wul with HPLC water containing 0.1% (v/v) formic acid and 3% (v/v)
acetonitrile. 1 ul of each sample was injected into an UltiMate® 3000
rapid separation liquid chromatography (RSLC, Dionex Corporation,
Sunnyvale, CA) system coupled to a Q Exactive HF Hybrid Quadrupole
Orbitrap mass spectrometer (ThermoFisher Scientific, Waltham, MA).
Peptides were eluted over 90 min gradient following the LC-MS
methodology described previously.?”

Data analysis was carried out using MaxQuant version 1.6.1.0.
(Max Planck Institute for Biochemistry, Munich, Germany), and abso-
lute protein quantification was performed using Hi-N label-free
method based on the collected MS data.>” The database search was
applied against a UniProtKB human proteome of 71,599 proteins
(UniProt, May 2017) in addition to BSA. The average intensity of the
three most abundant non-conflicting unique peptides were used to
quantify the identified target proteins in relation to BSA at known
concentration in each sample. Where three unique peptides were not
available, two unique peptides were used for quantification. Shared
sequences by more than one protein from the same family were used
with CYP2C, as no unique peptides for individual proteins were avail-
able. In addition, this was the case with CYP3A4 and CYP3A7, where a
shared peptide was used to measure CYP3A4 abundance only. This is
because CYP3A7 is the lowest abundance (< 1 fmol/ug protein)
CYP3A isoform detected by LC-MS/MS,>* while CYP3A4 is the highest
detected CYP enzyme in human intestine.>* The peptide sequences
used for quantification are provided in Supplemental Table 2.

The calculated ileum and colon mucosal abundances were
expressed in units of pmol/g of mucosal tissue. This was done by scal-
ing up protein concentrations in homogenates (pmol/mg

homogenate) using the amount of tissue prepared for homogenisa-
tion (mucosal weight).

Statistical Analysis

Statistical data analyses and abundance comparisons (ratios rela-
tive to healthy control) were performed using Microsoft Excel and
GraphPad Prism version 8 (La Jola, CA). To assess technical variability
of target quantification, two samples representing the disease group
(CD ileum and colon samples) were prepared in triplicate and ana-
lysed by LC-MS/MS under the same conditions. Variability was evalu-
ated using a coefficient of variation (CV) in replicates, which was
within 30% (data not shown), and only changes of at least 2 fold
increase/decrease were considered as a result of CD impact.

Results
Proteomic Analysis of Pooled Intestine Homogenates

The number of the identified proteins and quantified DMETs from
[-CD, HN-CD and healthy pooled ileum and colon samples are in
Table 1. In total, the protein levels of 10 ABC transporters, 48 SLCs, 13
CYPs, 5 UGTs and 28 non-CYP non-UGT drug-metabolising enzymes
were measured in the two intestinal regions. The expression of
DMETs protein levels were compared in ileum (Fig. 1) and colon
(Fig. 2) as fold change in inflamed CD tissue (I-CD/HV) and in non-
inflamed CD tissue (HN-CD/HV) from healthy control. From 48 quan-
tified SLCs, PEPT1 (SLC15A1), MCT1 (SLC16A1) and OST-o (SLC51A)
were of particular interest because of their known role in determin-
ing oral drug bioavailability (see Supplemental Table 3), but several
SLCs showed a large expression differences relative to healthy tissue
(Supplemental Table 4).

Comparison of Proteomic Measurements Against Literature Data

Different methods, subcellular fractions and unit of measurement
make head-to-head comparisons between data generated in this
study and previously published data (from healthy samples) chal-
lenging. We therefore focused on rank order of abundance. One study
covering a large number of DMETSs in the ileum reported CYP3A4 and
CYP27A1 as the most abundant CYPs and CYP4F2 as the least abun-
dant, consistent with our findings.>> The rank order of UGTs was also
similar to our data, with UGTB17 being highly abundant and UGT1A1
being of low abundance. SULT1B1 and GSTP1 were the highest
expressed non-CYP non-UGT enzymes, in line with our findings.
Another study reported CES2 as the highest expressed non-CYP
enzyme in the ileum, which is consistent with our data, when only
compared with the targeted enzymes in the study.>®

SLC25A were the most abundant SLCs, with SLC25A3 being the
highest expressed, similar to our observations in the ileum, while
other SLCs varied in rank order.>® In healthy ileum, our data indicated
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CD/HV). Change in expression is shown for (A) CYP enzymes, (B) UGT enzymes, (C) ABC transporters, (D) SLCs of interest (PEPT1, MCT1 and OST-«) and (E) non-CYP non-UGT drug-
metabolising enzymes (DMEs). Only proteins with relative change >2 fold are included. Where the protein was not detected in the diseased or healthy pool, no data are shown.
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that SLC16A1 (MCT1) was slightly higher in abundance than SLC15A1
(PEPT1), while SLC15A1 was reported in the literature to have higher
abundance.?” By contrast to the literature, our data also suggest that
P-gp is not the highest ABC transporter in healthy ileum,***” but sim-
ilar trends with the literature are seen with ABCD3, BCRP and MRP3.
In a study that focused on CYPs and UGTs in the colon, only UGT1A1
was detected,*® consistent with our findings. Other work showed
that MCT1 and MRP3 were highly abundant SLC and ABC transporters
in the colon,?” which is in line with our findings.

Expression of DMETs in Ileum of CD Patients Compared with Healthy
Tissue

We quantified 99 DMETs in healthy ileum compared with 81 and
74 in I-CD and HN-CD, respectively. Expression of DMEs in I-CD and
HN-CD ileum was generally lower than in healthy control; fold
decrease ranged from 2.7 (CYP27A1) to 96 (SULT1A2) in I-CD. Of the
transporters detected, only SLC25A5 showed higher expression in I-
CD ileum compared with healthy tissue with a fold change >2. The
fold decrease for SLCs ranged from 2 (SLC51A (OST-«)) to 41
(SLC39A5). For the HN-CD ileum, the magnitude of the reduction or
increase was not consistent for the same protein with inflamed sam-
ples. The fold decrease was in the range 2 (CES2 SLC25A24) to 117.7
(SULT1A2) and increase in the range 2.3 (SLC25A5, MAOA and
MGST2) to 8.2 (SLC25A6). Not all identified DMETs in I-CD or HN-CD
were detectable in healthy tissue. UGT2B7, SLC1A5, SLC26A2,
SLC35A1, SLC30A1, and ADH1C were detected in CD and/or HN-CD
but not in healthy tissue, while CYP2D6, CYP3A5, CYP4F11, CYP4F2,
ABCET1, ABCF1, ABCF2, ABCF3, SLC23A1, NAT1, CES3, FMO5, SULT1E1
and SULT2A1 were only detected in healthy ileum.

Fig. 1A shows that expression of CYP51A1 in I-CD tissue reflects
the highest difference among DMEs (23-fold reduction) compared
with healthy control. CYP3A4 is similarly >10-fold reduced in both
inflamed and histologically normal CD tissue. The lowest reduction in
expression was observed with CYP27A1 in I-CD tissue. Fold change in
UGT expression (Fig. 1B) revealed that UGT1A10 had the highest
expression difference in I-CD (7-fold reduction) compared with
healthy control. Other UGT expression changes of >2 were UGT2B17
(2.2-fold reduction) and UGT1A1 (2.1-fold increase). SULT1A2
showed the highest fold decrease in both I-CD and HN-CD ileum
compared with healthy control with ~96- and 118-fold reduction in
[-CD and HN-CD, respectively (Fig. 1E).

The most remarkable downregulation of ABC transporters in HN-
CD was observed for ABCB7 by ~24 fold (Fig. 1C). I-CD showed a
lower magnitude of fold change compared with all quantified ABC
transporters, except for ABCD1, MRP3 and BCRP, which were not
detected in HN-CD tissue. MCT1 showed the highest fold decrease in
both I-CD and HN-CD ileum with ~9 and 13 fold, respectively, com-
pared with healthy control (Fig. 1D).

Expression of DMETSs in Colon of CD Patients Compared with Healthy
Tissue

A total of 77 DMETs were quantified in healthy colon compared
with 73 and 65 in I-CD and HN-CD colon, respectively (Fig. 2). The
fold decrease in expression of DMETs in I-CD tissue compared with
healthy control was in the range of 2 (SLC1A5 and SLC25A24) to 27.2
(MGST1). A small number of targets showed increased levels, such as
SLC2A1 and ALPI. Compared with healthy tissue, nearly all quantified
DMETs showed a reduction in expression in HN-CD colon. The fold
decrease ranged from 2 (ADH1B, SLC35A4 and SLC44A2) to 354
(MGST1). Only SLC44A2 showed a 2 fold increase.

Several DMETs were not detected in healthy colon; UGT2B7,
SLC25A22, SLC16A3, OST-« (SLC51A), SLC35A1 and SLC5A1 were
only detected in CD and/or HN-CD. On the other hand, ABCF2, ABCF3,

SLC35C1, SLC43A2, and SLC2A13 were only detected in healthy tis-
sue. The decrease in CYP2S1 expression was 2.6 and 4 fold (Fig. 2A) in
I-CD and HN-CD colon, respectively, compared to healthy colon. For
UGTs, UGT2A3 showed the highest fold change, returning a 7-fold
decrease in I-CD and 6-fold decrease in HN-CD. UGT1A10 showed the
lowest change among UGTs, with ~3 fold decrease in both I-CD and
HN-CD from healthy control (Fig. 2B). Among non-CYP non-UGT
enzymes, MGST1 was the most downregulated protein in both
inflamed and histologically normal CD colon compared with healthy
tissue, returning a ~27- and 35-fold reduction, respectively (Fig. 2D).

ABCD3 and MRP3 showed the most reduction among ABC trans-
porters (~5.5 fold change in ABCD3 expression in I-CD and ~7.5 fold
reduction in MRP3 in HN-CD) (Fig. 2C).

Relative Distribution of DMET Expression in CD Ileum and Colon

Differences in expression of enzymes and transporters in CD
between inflamed and histologically normal tissue from the same
intestinal segment were observed.

In [-CD ileum, 81 DMET proteins were quantified compared with
74 in matching histologically normal tissue (HN-CD). In colon, the
number was 73 in I-CD tissue compared with 66 in matching HN-CD
tissue. The pie charts in Figs. 3—6 show changes in relative distribu-
tion of the abundance of DMEs and transporters in I-CD and HN-CD
from ileum and colon, compared with healthy tissue.

Inflammation had a greater effect on DMET expression in CD
ileum than colon. Whereas CYP27A1 was the most abundant CYP in
both I-CD and HN-CD (37% and 24%, respectively) CYP20A1 was most
abundant in healthy samples (18%) (Fig. 3A). Among other DMEs,
MAOA was the most abundant in I-CD and HN-CD samples (20% in
both), while ALPI and SULT1B1 were highest expressed in healthy
ileum (14% for both) (Fig. 4A). Among UGT2B17 was most abundant
UGT in healthy and I-CD ileum (38% and 50%, respectively), while
UGT2A3 was highest in HN-CD tissue (47%) based on UGT expression
only.

ABCD3 was the most abundant ABC transporter in I-CD and HN-
CD samples (50% and 82%, respectively), but ABCF3 was highest in
healthy tissue (23%) (Fig. 5A). SLC25A3 was the most abundant SLC in
healthy ileum (36%), while SLC25A5 was highest in I-CD and HN-CD
tissue (28% and 17%, respectively) (Fig. 6A).

I-CD and HN-CD showed surprisingly similar DMET expression
compared with healthy tissue. For CYPs in all studied tissue groups,
CYP2S1 was the highest expressed (39% in I-CD, 26% in HN-CD and
38% in healthy tissue) (Fig. 3B). The highest expressed non-CYP
enzymes were MAOA in [-CD (13%), TXN in HN-CD (18%) and MGST1
(44%) in healthy colon (Fig. 4B). UGT2B17 was the highest expressed
UGT in all three groups (70% in I-CD, 75% in HN-CD and 66% in
healthy).

ABCD3 was the highest expressed ABC transporter (39% in I-CD,
65% in HN-CD and 42% in healthy) (Fig. 5B). The case was different
with SLCs; SLC25A5 was the highest expressed in I-CD and healthy
tissue (21% and 33%, respectively), while SLC25A6 was the most
abundant in HN-CD colon (20%) (Fig. 6B).

DMETs Abundance per g lleum and Colon Mucosa of CD Patients

In total, 13 CYPs, 5 UGTs, 28 non-CYP non-UGT DMEs, 10 ABC
transporters and 48 SLCs were quantified in the two intestinal
regions. Table 2 and Table 3 show the expression levels in pmol/g of
pooled samples of mucosa from I-CD, HN-CD and healthy ileum and
colon, respectively. The expression levels of other SLCs in the ileum
and colon are listed in Supplemental Table 4 and Table 5, respec-
tively.
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Figure 3. Relative distribution of cytochrome P450 enzymes in inflamed CD (I-CD), histologically normal CD (HN-CD) and healthy (HV) tissue, showing changes in (A) lleum and (B)

Colon pooled samples.

Expression Profile of DMETs in Ileum and Colon of CD Patients

The expression profiles described above are represented in
heatmap format in Supplemental Fig. 1. CYPs were overall more
abundant in ileum for all the three examined groups compared
with colon (Supplemental Fig. 1A). A noticeable exception is

A lleum

HV

I-CD

HN-CD

CYP4F12 in HN-CD colon vs ileum. In general, UGTs were more
abundant in non-inflamed colon than ileum but the opposite was
observed in inflamed tissue (Supplemental Fig. 1B). Healthy and
[-CD ileum showed a higher abundance of other DMEs for most
of the targets compared to colon, but the opposite is noted with
HN-CD group (Supplemental Fig. 1C). Noticeably, CES2 and
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Figure 4. Relative distribution of non-CYP drug-metabolising enzymes in inflamed CD (I-CD), histologically normal CD (HN-CD) and healthy (HV) tissue, showing changes in (A)
Ileum and (B) Colon pooled samples. Proteins present at >3% of total protein are mentioned individually while the rest are indicated as ‘Others’ in the pie charts.
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Figure 5. Relative distribution of ABC transporters in inflamed CD (I-CD), histologically normal CD (HN-CD) and healthy (HV) tissue, showing changes in (A) lleum and (B) Colon
pooled samples.

ALDH1A1 expression was much higher I-CD ileum than colon. For inflammation (Supplemental Fig. 1D). The exceptions were higher
the healthy group, MGST1 and ALPI showed the highest inter-seg- ABCC3 and ABCD3 in healthy colon and higher ABCD3 in I-CD
ment difference, with the former being more abundant in the ileum. SLCs of interest were more abundant in ileum
colon, the latter in the ileum. compared with colon in all three groups, except for MCT1, which

Ileal expression of ABC transporters was generally higher than was higher in HN-CD and I-CD colon than ileum (Supplemental
colonic expression in non-inflamed tissue, but lower in Fig. 1E).
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Figure 6. Relative distribution of solute carriers (SLCs) in inflamed CD (I-CD), histologically normal CD (HN-CD) and healthy (HV) tissue, showing changes in (A) Ileum and (B) Colon
pooled samples. Proteins present at > 3% of total protein are mentioned individually while the rest are indicated as ‘Others’ in the pie charts.
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Table 2
Abundance (pmol/g mucosa) of CYP Enzymes, UGT Enzymes, other DMEs, ABC Transporters, SLCs of Interest (PEPT1, MCT1 and OST-«) in Inflamed Crohn’s Disease (I-CD), Histologi-
cally Normal Crohn’s Disease (HN-CD) and Healthy Ileum Pooled Samples.

Protein I-CD HN-CD Healthy
Cytochrome P450 enzymes
cYp2c® 1.9 5.2 3
CYP2D6 ND ND 38
CYP2]J2 ND 1.9 34.1
CYP2S1 5.2 4.1 25
CYP3A4 ND 4 30
CYP3A4“ 4 38 41.6
CYP3A5 ND ND 114
CYP4F2 ND ND 3.7
CYP4F11 ND ND 44
CYP4F12 29 0.3 55
CYP20A1 29 2.7 50.5
CYP27A1 114 6.9 31.2
CYP51A1 2.1 4.6 483
Uridine-5'-diphospho (UDP)-glucuronosyltransferases (UGT)
UGT1A1 13.7 ND 6.4
UGT1A10 2 ND 14
UGT2A3 15 13 19.4
UGT2B7 4.1 34 ND
UGT2B17 35.1 111 249
Sulfotransferases (SULT)
SULT1A1 8.5 4.4 18
SULT1A2 2 1.6 191.9
SULT1B1 8.5 2,8 2113
SULT1E1 ND ND 59.1
SULT2A1 ND ND 20.7
SULT2B1 ND 1.7 57.7
Other transferase, phosphatase and thioredoxin enzymes
ALPI 5.7 14.6 216.6
GSTK1 60.5 24.2 17.8
GSTO1 9.1 49 29.2
GSTP1 19.7 83 41.7
MGST1 31.6 53 8.6
MGST2 13 11.9 5.1
MGST3 21.2 6.9 25
NAT1 ND ND 119
TXN 315 6.7 19.5
Dehydrogenase, hydrolase and esterase enzymes
ADH1B 1.2 ND 85.8
ADH1C 6.1 33 ND
ALDH1A1 38.7 19.5 83.2
ALDH1B1 17.17 6 79.2
CES1 ND 1.1 18.7
CES2 61.2 223 44.2
CES3 ND ND 30.7
EPHX1 11.9 24.7 65.7
EPHX2 7.1 2.5 23.1
Flavin-containing monooxygenases and amine oxidase enzymes
FMO1 0.8 ND 12.8
FMO5 ND ND 6.1
MAOA 1108 55.4 24.6
MAOB 9.8 16.8 90.2
ATP-binding cassette (ABC) transporters
P-gp (ABCB1) 134 13 8.7
ABCB7 1.8 0.8 185
MRP3 (ABCC3) 3.1 ND 133
ABCD1 13 ND 9.5
ABCD3 21.7 9.2 335
ABCE1 ND ND 115
ABCF1 ND ND 7.9
ABCF2 ND ND 58
ABCF3 ND ND 35.9
BCRP (ABCG2) 2 ND 12.6
Solute carriers (SLC)
PEPT1 (SLC15A1) 5 2.8 153
MCT1 (SLC16A1) 1.9 13 17
OST-« (SLC51A) 19.3 9 40.9

2 based on CYP3A4 and CYP3A7 unique peptides;
b group specific as no specific peptides for each enzyme were detected; ND, Not detected.
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Table 3

Abundance (pmol/g mucosa) of CYP Enzymes, UGT Enzymes, other DMEs, ABC Transporters, SLCs of Interest (MCT1 and OST-«) in Inflamed Crohn'’s Disease (I-CD), Histologically

Normal Crohn’s Disease (HN-CD) and Healthy Colon Pooled Samples.

Protein I-CD HN-CD Healthy
Cytochrome P450 enzymes
CYP2S1 5.5 3.5 143
CYP4F12 ND 32 32
CYP20A1 2.5 19 5.9
CYP27A1 3.6 25 9.1
CYP51A1 2.6 22 5
Uridine-5’-diphospho (UDP)-glucuronosyltransferase (UGT)
UGT1A10 3.2 3.5 9.9
UGT2A3 44 55 315
UGT2B7 2 ND ND
UGT2B17 21.8 26.9 79.7
Sulfotransferases (SULT)
SULT1A1 3 2.8 209
SULT1B1 4.7 2.7 419
Other transferase, phosphatase and thioredoxin enzymes
ALPI 4.5 ND 1.8
GSTK1 39.3 40.7 1171
GSTO1 49 3.5 8.2
GSTM3 1 ND 7.5
GSTP1 9.1 164 45
MGST1 333 25.6 905.9
MGST2 15.2 39.1 64.5
MGST3 194 149 133
NAT1 3.6 1.2 8.4
TXN 354 74 63.3
Dehydrogenase, hydrolase and esterase enzymes
ADH1B ND 2.5 5
ADH1C 4.2 4.8 122
ALDH1A1 10.1 10.8 39.1
ALDH1B1 38.9 31.6 62.4
CES1 14 21 7.8
CES2 14.5 124 419
CES3 3.6 ND 53
EPHX1 15.8 30.2 82.3
EPHX2 2.3 25 9.9
Flavin-containing monooxygenases and amine oxidase enzymes
FMO5 2.4 ND 3.6
MAOA 45.6 48.2 2379
ATP-binding cassette (ABC) transporters
ABCB7 2.5 ND 4.7
MRP3 (ABCC3) 4 2.7 20.4
ABCD3 6.5 49 344
ABCE1 2.4 ND 5.9
ABCF1 1.2 ND 6.9
ABCF2 ND ND 4.1
ABCF3 ND ND 5.5
Solute carriers (SLC)
MCT1 (SLC16A1) 2.6 29 112
OST-« (SLC51A) 2.3 33 ND

ND, Not detected.

Some proteins were detectable in only one segment. CYP2C,
CYP2D6, CYP2J2, CYP3A4, CYP3A5, CYP4F2 and CYP4F11, UGT1A1,
FMO1, MAOB, SULT1A2, SULT1E1, SULT2A1, SULT2B1, ABCB1, ABCD1,
ABCG2 and PEPT1 (SLC15A1) were not detected in the colon. GSTM3
was not detected in the ileum.

Discussion

Crohn’s disease (CD) affects the PK of oral drugs used to control
the disease itself, such as budesonide®® and mesalamine“, and medi-
cations administered for other medical conditions, such as verapa-
mil*!, midazolam** and propranolol.*> The Crohn’s population is
susceptible to many other diseases, because of its chronic effect and
young age of onset. The incidence of CD has increased steadily in the
last 25 years.** However, available in vivo and in vitro data on the
effect of CD on pharmacologically relevant intestinal proteins are

scarce. This hinders model-based prediction of changes in drug kinet-
ics in CD, with implications for appropriate dose adjustment in these
patients.

This study shows clear but non-uniform differences in expression
of most DMETs between adult CD and healthy tissue. The largest
change in CYP abundance was observed for CYP51A1 and CYP20A1 in
inflamed CD ileum. CYP20A1 is an orphan enzyme, without a known
role in drug metabolism,*> while CYP51A1 is involved in steroid bio-
synthesis and is an antifungal drug target*® (Supplemental Table 3).
Expression levels of these enzymes in CD intestine have not been
reported previously.

CYP3A4 expression was 10 fold lower in inflamed and histologi-
cally-normal CD ileum compared with healthy control, confirming
previous reports of CYP3A4 mRNA and relative protein
expression.'®'®  Other conflicting immunohistochemistry data
reported significant increased levels in inflamed CD colon compared
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to control.?® This may be dependent on the segment of intestine, dis-
ease state of the patient and the techniques used for
measurement. 61820

Despite the importance of UGT enzymes in drug clearance, their
expression was reported in a very limited number of IBD studies.?%?3
Our data demonstrated a significant reduction in expression of
UGT1A10 and UGT2A3 (by ~7 fold) in inflamed CD ileum. Anticancer
drugs (e.g. irinotecan active metabolite SN-38, flavopiridol and genis-
tein) and cardiovascular agents (e.g. losartan, candesartan, and zolar-
sartan) are substrates of UGT1A10.*’*° UGT2A3 has no known
substrate or biological role (Supplemental Table 3). Previous studies
reported a slight increase in UGT1A1 relative expression (~1.4 fold)
in CD colon,” in line with the (2 fold) increase in UGT1A1 expression
in inflamed CD ileum in the current study. UGT1A1 was not detected
in colon in our study. Similar to UGT1A10, UGT1A1 participates in
metabolising anticancer and cardiovascular agents (Supplemental
Table 3).

SULT1A2 showed the largest reduction among non-CYP non-UGT
DME:s in CD ileum samples. This transferase facilitates renal excretion
of compounds through sulfonation. Like other SULT enzymes (Sup-
plemental Table 3), SULT1A2 has a wide range of substrates, includ-
ing steroids, bile acids and phenol- and alcohol-containing
compounds.”® A non-significant reduction in SULT1A2 gene expres-
sion was reported in CD ileum and colon.”> ADH1B and ALPI were
considerably reduced in CD ileum by ~70 and ~40 fold, respectively,
consistent with ALPI mRNA measurments.”! ALPI activates several
prodrugs (Supplemental Table 3) by removing phosphate groups,®?
while ADH1B participates in retinoid catabolism.”® Abundance of
ADH1B is reported herein for the first time.

ABCB7 showed the highest alteration among ABC transporters.
This protein transports heme in the cell, therefore reduced expres-
sion can contribute to anaemia.>* P-gp is the most extensively stud-
ied transporter because of its role in efflux of a wide range of
substrates.>>>% [ts mRNA and relative expression have been reported
to significantly decrease in CD ileum and colon.'”~"” In our data, P-gp
levels increased by 1.5 fold in inflamed CD ileum but decreased by
~7 fold in histologically-normal CD ileum. As a limitation of this
study, the significance level of alteration was not assessed because
each pooled sample was analyzed only once. In inflamed CD ileum,
BCRP showed a 6 fold reduction from healthy baseline, consistent
with a reported 2-fold reduction in mRNA expression.'® BCRP is a
major multidrug resistance transporter, with mitoxantrone, topote-
can, irinotecan, flavopiridol, and methotrexate being some of its anti-
cancer substrates.”” ABCD3 is the highest expressed in all tissues
except for the healthy ileum, it transports long and branched chain
fatty acids and bile acid intermediates.”® In a previous report, ABCD3
was found to be very abundant throughout healthy and diseased tis-
sues from multiple organs including the intestine.>®

We selected three SLCs of interest (PEPT1, MCT1, OST-«) for their
role in pharmacology. Expression of all three transporters decreased
in CD samples. MCT1, which transports lactate, pyruvate, butyrate,
acetoacetate, (-hydroxybutyrate and y-Hydroxybutyric acid
(GHB),°° showed the largest reduction in both CD ileum and colon. A
previous report related a significant decrease in mRNA and relative
protein expression in CD colon to butyrate deficiency in IBD
patients.'” PEPT1 was reduced 6 fold in CD and was detected only in
the ileum. PEPT1 transports peptide-like substrates, including S-lac-
tam antibiotics and angiotensin-converting enzyme inhibitors.°' A
previous survey reported a significant increase in PEPT1 in CD
colon.'” The bile acid and steroid transporter®? OST-o was reduced in
CD samples in this study. A meta-analysis of SLC expression in distal
ileum showed that PEPT1 was more abundant in healthy Caucasian
population compared to OST-«, 7 while in our pooled healthy ileum
sample, OST-o and PEPT1 accounted for 3% and 1%, respectively, of
the identified SLC abundance.

The significant alteration in various DMETs in this study might be
the result of compromised integrity of the epithelium layer due to
inflammation. Over the course of disease, enterocytes undergo func-
tional and morphological modifications.®® This can lead to increased
intestine permeability and alteration to its cellular composition.®*

The activity and/or expression reduction in CYP2C, CYP3A4,
UGT1A1, UGT2B17, P-gp, and BCRP and upregulation of MRP3 are
correlated with increased inflammatory biomarkers (ILs, TNF-¢t, and
INF-) in inflammatory conditions.®®~®” Treatment of human Caco-2
cell line with pro-inflammatory cytokines caused downregulation of
CYP3A4 and upregulation of P-gp mRNA expression.’® This is seen
with our abundance data in inflamed ileum, where CYP3A4 dropped
by ~10 fold and P-gp increased by ~1.5 fold relative to healthy base-
line. This correlation was only observed in our ileum samples as
CYP3A4 and P-gp were not detected in colon samples. In inflamma-
tory conditions other than IBD, CYP3A4 expression in the liver was
reported to be reduced with increased IL-2, IL-18, IL-6, TNF-¢, and
INF-o and y,°%%%7% while a reduction in liver CYP2C activity was
associated with high levels of IL-2.”! Moreover, the regulatory mech-
anisms of DMET expression can be affected by CD-related inflamma-
tion, including pregnane X receptor (PXR) responsible for regulation
of several DMETSs, such as CYP3A4, UGT1A1 and P-gp.”>~ 7 In inflam-
matory conditions, nuclear factor-«B (NF-«B) activation stimulates
the transcription of pro-inflammatory cytokines and inhibits the
activity of PXR nuclear receptor, shifting production from DMETSs to
cytokines.”® This can cause alterations in inflamed tissue and the sur-
rounding normal tissue driven by the inflammatory environment cre-
ated by the disease.

CYP3A4 and CYP2S1 both play a role in controlling inflammatory
conditions as they metabolise eicosanoids classes, such as
prostaglandins.”®’” CYP2S1 was the highest expressed CYP in healthy
colon and its abundance was downregulated in all CD tissues we
examined. Reduction in activity of GSTs was previously linked to
increased risk of IBD.”® All of the detected GSTs in our colon and
ileum CD tissues were downregulated except GSTK1 in ileum, which
was higher in inflamed and non-inflamed CD tissue. GSTK1 is essen-
tial to maintain mitochondrial function and homeostasis. Its defi-
ciency induces inflammation and it is upregulated under oxidative
stress.”® Thus, its increase can be the result of a defence mechanism
against inflammation. Similar to GSTs, reduction in ALPI activity
increases the risk of IBD as it can lead to altered intestine micro-
biome, inflammation, and changed permeability.?° Our data show a
large drop in ALPI expression in inflamed and non-inflamed CD ileum
(38 and 15 fold, respectively), while in the colon, it increases by 2.5
fold in inflamed relative to healthy colon; it was not detected in non-
inflamed CD colon. Expression of transporters is also affected by
inflammation; treatment of the intestinal epithelial cell line HT-29
with IFN-y and TNF-« resulted in downregulation of MCT1 mRNA
expression in a dose dependent manner.'?

Differences observed between inflamed and histologically normal
CD samples are in general agreement with previous reports. Inflamed
CD tissue was reported to show larger changes in expression of
CYP3A4,'® P-gp,'”'® and MCT1'? compared to non-inflamed tissue.
The degree in alteration correlates proportionally with the severity of
mucosal inflammation. Mild and moderate mucosal inflammation
exhibited non-significant difference in expression of CYP3A4, P-gp'®
and MCT1'2, while a significant reduction was recorded with severely
inflamed mucosa compared with non-inflamed mucosa. Such com-
parison was not possible with our samples as different grades of
inflammation severity were not available. Two studies reported alter-
ation of several DMETs in non-inflamed ileum and colon mucosa
from CD patients; a significant downregulation in the gene and pro-
tein expression of CYP3A4, SULT2A1, CES2, P-gp and MRP3 was
reported compared with control.'®?® This is similar to the trends
revealed by our data.
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The highest abundance alteration in our data was observed in the
ileum. Many of the DMETs with high impact on drug PK, such as
CYP3A4, CYP3A5, UGT1A1, SULT1A2, SULT2A1, SULT1E1, SULT2B1, P-
gp, BCRP and PEPT1 were only detected in the ileum. In general, pro-
teins detected in both the ileum and colon had smaller change in
abundance in CD colon compared with the ileum. Such observed dif-
ference in abundance of DMETs might be attributed to functional and
anatomical properties of each segment. The ileum has a large surface
area caused by the abundant presence of villi, which expand the sur-
face area by 30—600 fold, allowing it to play a more prominent role
in xenobiotic absorption and biotransformation compared to the
colon.?!

The impact of altered abundance of DMEs and transporters on
drug bioavailability was estimated using three oral drugs in Simcyp
Simulator with ADAM absorption model. Verapamil (CYP3A4 and P-
gp substrate), digoxin (P-gp substrate) and rosuvastatin (BCRP sub-
strate) were simulated in CD patients based on active CD population
created in Alrubia et al. (under review)'! by changing the abundance
of relevant proteins based on the proteomics data generated in this
study in inflamed and non-inflamed tissue relative to healthy control.
The output focused on changes in AUC in CD population relative to
healthy baseline. Verapamil bioavailability increased by two fold
while no change was observed with digoxin and rosuvastatin. Drugs
that are substrates of more than one protein, especially those sug-
gested to work in synergy, such as CYP3A4 and P-gp,%°~%* are
expected to incur higher changes in bioavailability.®>~58

Limitations of this study include the use of pooled samples, which
does not afford a measure of variability between patients. The conclu-
sions should therefore be used with caution when the relative change
is close to technical variability. This emphasizes the importance of
using of individual samples in future reports, preferably with knowl-
edge of disease severity to enable correlation of the degree of inflam-
mation with observed changes in abundance. In addition, other
limitations are the small number of pooled samples and the lack of
matching between inflamed and non-inflamed samples. Using
matched samples can confirm if inflamed tissue is more susceptible
to changes in expression.

The generated data present, for the first time, quantitative profiles
of all detected DMETs in CD ileum and colon using LC-MS/MS meth-
odology. The complexity of CD-driven protein alterations is demon-
strated with the impact of disease on inflamed and adjacent non-
inflamed tissue. The magnitude of change from healthy expression
was variable between the different proteins, regions and conditions.
Further studies on the upper segments of the intestine and on indi-
vidual CD subjects, to establish inter-segment and inter-patient vari-
ability, are warranted. This should allow correlation of trends with
demographic characteristics, severity of inflammation and medica-
tion history for better prediction of drug exposure using PBPK mod-
els.

Declaration of Interests

The authors declare that they have no known competing financial
interests or personal relationships that could have appeared to influ-
ence the work reported in this paper.

Acknowledgment

This work was supported by the Saudi Ministry of Education, King
Saud University, KSA [to S.A.] and The Centre for Applied Pharmaco-
kinetic Research (CAPKR), University of Manchester, UK. The authors
would like to acknowledge Dr Narciso Couto for his support in the
process of methodology development.

The authors acknowledge support from the following organisa-
tions for various elements relevant to this publication; the Biological

Mass Spectrometry Core Facility (BioMS), University of Manchester
and the Manchester Biomedical Research Centre (BRC) Biobank, Man-
chester University NHS Foundation Trust.

Supplementary materials

Supplementary material associated with this article can be found
in the online version at doi:10.1016/j.xphs.2022.07.012.

References

1. Chen L, Deng H, Cui H, et al. Inflammatory responses and inflammation-associated
diseases in organs. Oncotarget. 2018. https://doi.org/10.18632/oncotarget.23208.

2. Feuerstein ]JD, Cheifetz AS. Crohn disease: epidemiology, diagnosis, and manage-
ment. Mayo Clin Proc. 2017;92(7):1088-1103. https://doi.org/10.1016/j.
mayocp.2017.04.010.

3. Jones CR, Hatley OJD, Ungell A-L, Hilgendorf C, Peters SA, Rostami-Hodjegan A. Gut
wall metabolism. Application of pre-clinical models for the prediction of human
drug absorption and first-pass elimination. AAPS J. 2016;18(3):589-604. https://
doi.org/10.1208/s12248-016-9889-y.

4, Coutant DE, Hall SD. Disease-Drug Interactions in Inflammatory States via Effects
on CYP-mediated drug clearance. J Clin Pharmacol. 2018;58(7):849-863. https://
doi.org/10.1002/jcph.1093.

5. Ghishan FK, Kiela PR. Epithelial transport in inflammatory bowel diseases. Inflamm
Bowel Dis. 2014;20(6):1. https://doi.org/10.1097/MIB.0000000000000029.

6. Doherty MM, Pang KS. First-pass effect: significance of the intestine for absorption
and metabolism. Drug Chem Toxicol. 1997;20(4):329-344. https://doi.org/10.3109/
01480549709003891.

7. Harwood MD, Zhang M, Pathak SM, Neuhoff S. The regional-specific relative and
absolute expression of gut transporters in adult caucasians: a meta-analysis. Drug
Metab Dispos. 2019;47(8):854-864. https://doi.org/10.1124/dmd.119.086959.

8. Bradbury M, Stamler D, Baillie T, et al. Protein abundance of pharmacokinetically
relevant transporter proteins and metabolizing enzymes along the human intes-
tine and in the liver: A comparative intra-subject study. Drug Metab Pharmacokinet.
2018;33(1):S76-S77. https://doi.org/10.1016/j.dmpk.2017.11.252.

9. FDA. Enhancing the Diversity of Clinical Trial Populations — Eligibility Criteria, Enroll-
ment Practices, and Trial Designs Guidance for Industry. 2020. https://www.fda.gov/
drugs/guidance-compliance-regulatory-information/guidances-drugsand/or.

10. Darwich AS, Ogungbenro K, Vinks AA, et al. Why has model-informed precision
dosing not yet become common clinical reality? lessons from the past and a road-
map for the future. Clin Pharmacol Ther. 2017;101(5):646-656. https://doi.org/
10.1002/cpt.659.

11. Alrubia S, Mao ], Chen Y, Barber |, Rostami-Hodjegan A. Altered bioavailability and
pharmacokinetics in crohn’s disease: capturing systems parameters for PBPK to
assist with predicting the fate of orally administered drugs. Clin Pharmacokinet.
2022.

12. Thibault R, De Coppet P, Daly K, et al. Down-regulation of the monocarboxy-
late transporter 1 is involved in butyrate deficiency during intestinal inflam-
mation. Gastroenterology. 2007;133(6):1916-1927. https://doi.org/10.1053/j.
gastro.2007.08.041.

13. Rodrigues AD, Rowland A. Profiling of Drug-Metabolizing Enzymes and Transport-
ers in Human Tissue Biopsy Samples: A Review of the Literature. ] Pharmacol Exp
Ther. 2020;372(3):308-319. https://doi.org/10.1124/jpet.119.262972.

14. Wojtal KA, Eloranta JJ, Hruz P, et al. Changes in mrna expression levels of solute
carrier transporters in inflammatory bowel disease patients. Drug Metab Dispos.
2009;37(9):1871-1877. https://doi.org/10.1124/dmd.109.027367.

15. Blokzijl H, van Steenpaal A, Vander Borght S, et al. Up-regulation and cytoprotec-
tive role of epithelial multidrug resistance-associated protein 1 in inflammatory
bowel disease. J Biol Chem. 2008;283(51):35630-35637. https://doi.org/10.1074/
jbc.M804374200.

16. Wilson A, Urquhart BL, Ponich T, et al. Crohn’s disease is associated with decreased
CYP3A4 and P-glycoprotein protein expression. Mol Pharm. 2019;16(9):4059-
4064. https://doi.org/10.1021/acs.molpharmaceut.9b00459.

17. Blokzijl H, Vander Borght S, Bok LIH, et al. Decreased P-glycoprotein (P-gp/MDR1)
expression in inflamed human intestinal epithelium is independent of PXR protein
levels. Inflamm Bowel Dis. 2007;13(6):710-720. https://doi.org/10.1002/ibd.20088.

18. Thorn M, Finnstrom N, Lundgren S, Rane A, Loof L. Expression of cytochrome P450
and MDR1 in patients with proctitis. Ups ] Med Sci. 2007;112(3):303-312. https://
doi.org/10.3109/2000-1967-203.

19. Jahnel ], Fickert P, Hauer AC, Hogenauer C, Avian A, Trauner M. Inflammatory
bowel disease alters intestinal bile acid transporter expression. Drug Metab Dispos.
2014;42(9):1423-1431. https://doi.org/10.1124/dmd.114.058065.

20. Plewka D, Plewka A, Szczepanik T, et al. Expression of selected cytochrome P450
isoforms and of cooperating enzymes in colorectal tissues in selected pathological
conditions. Pathol - Res Pract. 2014;210(4):242-249. https://doi.org/10.1016/j.
prp.2013.12.010.

21. Peltekova VD, Wintle RF, Rubin LA, et al. Functional variants of OCTN cation trans-
porter genes are associated with Crohn disease. Nat Genet. 2004;36(5):471-475.
https://doi.org/10.1038/ng1339.


https://doi.org/10.1016/j.xphs.2022.07.012
https://doi.org/10.18632/oncotarget.23208
https://doi.org/10.1016/j.mayocp.2017.04.010
https://doi.org/10.1016/j.mayocp.2017.04.010
https://doi.org/10.1208/s12248-016-9889-y
https://doi.org/10.1208/s12248-016-9889-y
https://doi.org/10.1002/jcph.1093
https://doi.org/10.1002/jcph.1093
https://doi.org/10.1097/MIB.0000000000000029
https://doi.org/10.3109/01480549709003891
https://doi.org/10.3109/01480549709003891
https://doi.org/10.1124/dmd.119.086959
https://doi.org/10.1016/j.dmpk.2017.11.252
https://www.fda.gov/drugs/guidance-compliance-regulatory-information/guidances-drugsand/or
https://www.fda.gov/drugs/guidance-compliance-regulatory-information/guidances-drugsand/or
https://doi.org/10.1002/cpt.659
https://doi.org/10.1002/cpt.659
http://refhub.elsevier.com/S0022-3549(22)00303-3/sbref0011
http://refhub.elsevier.com/S0022-3549(22)00303-3/sbref0011
http://refhub.elsevier.com/S0022-3549(22)00303-3/sbref0011
http://refhub.elsevier.com/S0022-3549(22)00303-3/sbref0011
https://doi.org/10.1053/j.gastro.2007.08.041
https://doi.org/10.1053/j.gastro.2007.08.041
https://doi.org/10.1124/jpet.119.262972
https://doi.org/10.1124/dmd.109.027367
https://doi.org/10.1074/jbc.M804374200
https://doi.org/10.1074/jbc.M804374200
https://doi.org/10.1021/acs.molpharmaceut.9b00459
https://doi.org/10.1002/ibd.20088
https://doi.org/10.3109/2000-1967-203
https://doi.org/10.3109/2000-1967-203
https://doi.org/10.1124/dmd.114.058065
https://doi.org/10.1016/j.prp.2013.12.010
https://doi.org/10.1016/j.prp.2013.12.010
https://doi.org/10.1038/ng1339

2928

22.

23.

24,

25.

26.

27.

28.

29.

30.

3

—_

32.

33.

34,

35.

36.

37.

38.

39.

40.

4

_

42.

43.

44,

45.

46.

Jung D. Human ileal bile acid transporter gene ASBT (SLC10A2) is transactivated by
the glucocorticoid receptor. Gut. 2004;53(1):78-84. https://doi.org/10.1136/
gut.53.1.78.

Langmann T, Moehle C, Mauerer R, et al. Loss of detoxification in inflammatory
bowel disease: dysregulation of pregnane X receptor target genes. Gastroenterol-
ogy.2004;127(1):26-40. https://doi.org/10.1053/j.gastro.2004.04.019.

Takayama K, Ito K, Matsui A, et al. In vivo gene expression profile of human intestinal
epithelial cells: from the viewpoint of drug metabolism and pharmacokinetics. Drug
Metab Dispos. 2021;49(3):221-232. https://doi.org/10.1124/dmd.120.000283.

Klotz U, Hoensch H, Schiitz T, et al. Expression of intestinal drug-metabolizing
enzymes in patients with chronic inflammatory bowel disease. Curr Ther Res.
1998;59(8):556-563. https://doi.org/10.1016/S0011-393X(98)85095-9.

Girardin M, Dionne S, Goyette P, et al. Expression and functional analysis of intesti-
nal organic cation/I-carnitine transporter (OCTN) in Crohn'’s Disease. ] Crohn’s Coli-
tis. 2012;6(2):189-197. https://doi.org/10.1016/j.crohns.2011.08.003.

El-Khateeb E, Al-Majdoub ZM, Rostami-Hodjegan A, Barber ], Achour B. Proteomic
quantification of changes in abundance of drug-metabolizing enzymes and drug
transporters in human liver cirrhosis: different methods, similar outcomes. drug
metab dispos. 2021;49(8):610-618. https://doi.org/10.1124/dmd.121.000484.
Vasilogianni A-M, El-Khateeb E, Al-Majdoub ZM, et al. Proteomic quantification of
perturbation to pharmacokinetic target proteins in liver disease. | Proteomics.
2022;263: 104601. https://doi.org/10.1016/j.jprot.2022.104601.

El-Khateeb E, Vasilogianni A-M, Alrubia S, et al. Quantitative mass spectrometry-
based proteomics in the era of model-informed drug development: Applications in
translational pharmacology and recommendations for best practice. Pharmacol
Ther. 2019;203: 107397. https://doi.org/10.1016/j.pharmthera.2019.107397.
Harwood MD, Achour B, Russell MR, Carlson GL, Warhurst G, Rostami-Hodjegan A.
Application of an LC-MS/MS method for the simultaneous quantification of human
intestinal transporter proteins absolute abundance using a QconCAT technique. J
Pharm Biomed Anal. 2015;110:27-33. https://doi.org/10.1016/j.jpba.2015.02.043.

. Al-Majdoub ZM, Carroll KM, Gaskell SJ, Barber J. Quantification of the proteins of

the bacterial ribosome using QconCAT technology. J Proteome Res. 2014;13
(3):1211-1222. https://doi.org/10.1021/pr400667h.

Chevreux G, Tilly N, Bihoreau N. Quantification of proteins by data independent
acquisition: Performance assessment of the Hi3 methodology. Anal Biochem.
2018;549:184-187. https://doi.org/10.1016/j.ab.2018.03.019.

Miyauchi E, Tachikawa M, Decleves X, et al. Quantitative atlas of cytochrome P450,
UDP-glucuronosyltransferase, and transporter proteins in jejunum of morbidly
obese subjects. Mol Pharm. 2016;13(8):2631-2640. https://doi.org/10.1021/acs.
molpharmaceut.6b00085.

Al-Majdoub ZM, Couto N, Achour B, et al. Quantification of proteins involved in
intestinal epithelial handling of xenobiotics. Clin Pharmacol Ther. 2021;109
(4):1136-1146. https://doi.org/10.1002/cpt.2097.

Al-Majdoub ZM, Couto N, Achour B, et al. Quantification of proteins involved in
intestinal epithelial handling of xenobiotics. Clin Pharmacol Ther. 2021;109
(4):1136-1146. https://doi.org/10.1002/cpt.2097.

Zhang H, Wolford C, Basit A, et al. Regional proteomic quantification of clinically
relevant non-cytochrome P450 enzymes along the human small intestine. Drug
Metab Dispos. 2020;48(7):528-536. https://doi.org/10.1124/DMD.120.090738.
Drozdzik M, Busch D, Lapczuk J, et al. Protein abundance of clinically relevant drug
transporters in the human liver and intestine: a comparative analysis in paired tis-
sue specimens. Clin Pharmacol Ther. 2019;105(5):1204-1212. https://doi.org/
10.1002/cpt.1301.

Drozdzik M, Busch D, Lapczuk J, et al. Protein abundance of clinically relevant drug-
metabolizing enzymes in the human liver and intestine: a comparative analysis in
paired tissue specimens. Clin Pharmacol Ther. 2018;104(3):515-524. https://doi.
org/10.1002/cpt.967.

Edsbacker S, Bengtsson B, Larsson P, et al. A pharmacoscintigraphic evaluation of
oral budesonide given as controlled-release (Entocort) capsules. Aliment Pharmacol
Ther. 2003;17(4):525-536. https://doi.org/10.1046/j.1365-2036.2003.01426.x.
Norlander B, Gotthard R, Strom M. Pharmacokinetics of a 5-aminosalicylic acid
enteric-coated tablet in patients with Crohn’s disease or ulcerative colitis and in
healthy volunteers. Aliment Pharmacol Ther. 1990;4(5):497-505. https://doi.org/
10.1111/j.1365-2036.1990.tb00496.x.

. Sanaee F, Clements JD, Waugh AWG, Fedorak RN, Lewanczuk R, Jamali F. Drug—disease

interaction: Crohn’s disease elevates verapamil plasma concentrations but reduces
response to the drug proportional to disease activity. Br J Clin Pharmacol. 2011;72
(5):787-797. https://doi.org/10.1111/5.1365-2125.2011.04019.x.

Wilson A, Tirona RG, Kim RB. CYP3A4 activity is markedly lower in patients with
Crohn'’s disease. Inflamm Bowel Dis. 2017;23(5):804-813. https://doi.org/10.1097/
MIB.0000000000001062.

Schneider R, Bishop H, Hawkins C. Plasma propranolol concentrations and the
erythrocyte sedimentation rate. Br J Clin Pharmacol. 1979;8(1):43-47. https://doi.
org/10.1111/j.1365-2125.1979.tb05907 x.

Ng SC, Shi HY, Hamidi N, et al. Worldwide incidence and prevalence of inflamma-
tory bowel disease in the 21st century: a systematic review of population-based
studies. Lancet. 2017;390(10114):2769-2778. https://doi.org/10.1016/S0140-6736
(17)32448-0.

Guengerich FP. Cytochrome P450 and Chemical Toxicology. Chem Res Toxicol.
2008;21(1):70-83. https://doi.org/10.1021/tx700079z.

Strushkevich N, Usanov SA, Park H-W. Structural Basis of Human CYP51 Inhibition
by Antifungal Azoles. ] Mol Biol. 2010;397(4):1067-1078. https://doi.org/10.1016/j.
jmb.2010.01.075.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

S. Alrubia et al. / Journal of Pharmaceutical Sciences 111 (2022) 2917-2929

Gagné J-F, Montminy V, Belanger P, Journault K, Gaucher G, Guillemette C. Com-
mon Human UGT1A polymorphisms and the altered metabolism of irinotecan
active metabolite 7-ethyl-10-hydroxycamptothecin (SN-38). Mol Pharmacol.
2002;62(3):608-617. https://doi.org/10.1124/mol.62.3.608.

Alonen A, Finel M, Kostiainen R. The human UDP-glucuronosyltransferase UGT1A3
is highly selective towards N2 in the tetrazole ring of losartan, candesartan, and
zolarsartan. Biochem Pharmacol. 2008;76(6):763-772. https://doi.org/10.1016/j.
bcp.2008.07.006.

Tripathi SP, Prajapati R, Verma N, Sangamwar AT. Predicting substrate selectivity
between UGT1A9 and UGT1A10 using molecular modelling and molecular dynam-
ics approach. Mol Simul. 2016;42(4):270-288. https://doi.org/10.1080/
08927022.2015.1044451.

Gamage N, Barnett A, Hempel N, et al. Human sulfotransferases and their role in
chemical metabolism. Toxicol Sci. 2006;90(1):5-22. https://doi.org/10.1093/toxsci/
kfjo61.

Tuin A, Poelstra K, de Jager-Krikken A, et al. Role of alkaline phosphatase in colitis
in man and rats. Gut. 2009;58(3):379-387. https://doi.org/10.1136/
gut.2007.128868.

Yang Y, Aloysius H, Inoyama D, Chen Y, Hu L. Enzyme-mediated hydrolytic activa-
tion of prodrugs. Acta Pharm Sin B. 2011;1(3):143-159. https://doi.org/10.1016/j.
apsb.2011.08.001.

Gallego O, Belyaeva OV, Porté S, et al. Comparative functional analysis of human
medium-chain dehydrogenases, short-chain dehydrogenases/reductases and aldo-
keto reductases with retinoids. Biochem J. 2006;399(1):101-109. https://doi.org/
10.1042/BJ20051988.

Allikmets R, Raskind WH, Hutchinson A, Schueck ND, Dean M, Koeller DM. Muta-
tion of a putative mitochondrial iron transporter gene (ABC7) in X-Linked Sidero-
blastic Anemia and Ataxia (XLSA/A). Hum Mol Genet. 1999;8(5):743-749. https://
doi.org/10.1093/hmg/8.5.743.

van Helvoort A, Smith AJ, Sprong H, et al. MDR1 P-glycoprotein is a lipid translo-
case of broad specificity, while MDR3 P-glycoprotein specifically translocates
phosphatidylcholine. Cell. 1996;87(3):507-517. https://doi.org/10.1016/S0092-
8674(00)81370-7.

Chen G, Durdn GE, Steger KA, et al. Multidrug-resistant human sarcoma cells with a
mutant p-glycoprotein, altered phenotype, and resistance to cyclosporins. J Biol
Chem. 1997;272(9):5974-5982. https://doi.org/10.1074/jbc.272.9.5974.

Robey RW, Polgar O, Deeken ], To KW, Bates SE. ABCG2: determining its relevance
in clinical drug resistance. Cancer Metastasis Rev. 2007;26(1):39-57. https://doi.
org/10.1007/s10555-007-9042-6.

Morita M, Imanaka T. Peroxisomal ABC transporters: Structure, function and role in
disease. Biochim Biophys Acta - Mol Basis Dis. 2012;1822(9):1387-1396. https://doi.
org/10.1016/j.bbadis.2012.02.009.

Al-Majdoub ZM, Achour B, Couto N, et al. Mass spectrometry-based abundance
atlas of ABC transporters in human liver, gut, kidney, brain and skin. FEBS Lett.
2020;594(23):4134-4150. https://doi.org/10.1002/1873-3468.13982.

Vijay N, Morris M. Role of monocarboxylate transporters in drug delivery to the
brain. Curr Pharm Des. 2014;20(10):1487-1498. https://doi.org/10.2174/
13816128113199990462.

Foley D, Rajamanickam J, Bailey P, Meredith D. Bioavailability through PepT1: the
role of computer modelling in intelligent drug design. Curr Comput Aided-Drug Des.
2010;6(1):68-78. https://doi.org/10.2174/157340910790980133.

Ballatori N, Christian WV, Wheeler SG, Hammond CL. The heteromeric organic solute
transporter, OSTae—OSTB/SLC51: A transporter for steroid-derived molecules. Mol
Aspects Med. 2013;34(2-3):683-692. https://doi.org/10.1016/j.mam.2012.11.005.
Barbara G, Stanghellini V, Cremon C, De Giorgio R, Corinaldesi R. What is the effect
of inflammation on intestinal function? Inflamm Bowel Dis. 2008. https://doi.org/
10.1002/ibd.20701.

Sartor RB. Current concepts of the etiology and pathogenesis of ulcerative colitis
and Crohn’s disease. Gastroenterol Clin North Am. 1995.

Cressman AM, Petrovic V, Piquette-Miller M. Inflammation-mediated changes in
drug transporter expression/activity: implications for therapeutic drug response.
Expert Rev Clin Pharmacol. 2012;5(1):69-89. https://doi.org/10.1586/ecp.11.66.
Morgan E. Impact of infectious and inflammatory disease on cytochrome P450
—mediated drug metabolism and pharmacokinetics. Clin Pharmacol Ther. 2009;85
(4):434-438. https://doi.org/10.1038/clpt.2008.302.

Coutant DE, Kulanthaivel P, Turner PK, et al. Understanding disease-drug interac-
tions in cancer patients: Implications for dosing within the therapeutic window.
Clin Pharmacol Ther. 2015;98(1):76-86. https://doi.org/10.1002/cpt.128.

Bertilsson PM, Olsson P, Magnusson K-E. Cytokines influence mRNA expression of
cytochrome P450 3A4 and MDRI in intestinal cells. ] Pharm Sci. 2001;90(5):638-646.
https://doi.org/10.1002/1520-6017(200105)90:5<638::AID-JPS1020>3.0.CO;2-L.
Morgan ET, Goralski KB, Piquette-Miller M, et al. Regulation of drug-metabolizing
enzymes and transporters in infection, inflammation, and cancer. Drug Metab Dis-
pos. 2008;36(2):205-216. https://doi.org/10.1124/dmd.107.018747.

Dickmann LJ, Patel SK, Rock DA, Wienkers LC, Slatter JG. Effects of Interleukin-6 (IL-
6) and an Anti-IL-6 monoclonal antibody on drug-metabolizing enzymes in human
hepatocyte culture. Drug Metab Dispos. 2011;39(8):1415-1422. https://doi.org/
10.1124/dmd.111.038679.

Elkahwaji ], Robin MA, Berson A, et al. Decrease in hepatic cytochrome P450 after
interleukin-2 immunotherapy. Biochem Pharmacol. 1999;57(8):951-954. https://
doi.org/10.1016/S0006-2952(98)00372-4.

Lehmann JM, McKee DD, Watson MA, Willson TM, Moore ]JT, Kliewer SA. The
human orphan nuclear receptor PXR is activated by compounds that regulate


https://doi.org/10.1136/gut.53.1.78
https://doi.org/10.1136/gut.53.1.78
https://doi.org/10.1053/j.gastro.2004.04.019
https://doi.org/10.1124/dmd.120.000283
https://doi.org/10.1016/S0011-393X(98)85095-9
https://doi.org/10.1016/j.crohns.2011.08.003
https://doi.org/10.1124/dmd.121.000484
https://doi.org/10.1016/j.jprot.2022.104601
https://doi.org/10.1016/j.pharmthera.2019.107397
https://doi.org/10.1016/j.jpba.2015.02.043
https://doi.org/10.1021/pr400667h
https://doi.org/10.1016/j.ab.2018.03.019
https://doi.org/10.1021/acs.molpharmaceut.6b00085
https://doi.org/10.1021/acs.molpharmaceut.6b00085
https://doi.org/10.1002/cpt.2097
https://doi.org/10.1002/cpt.2097
https://doi.org/10.1124/DMD.120.090738
https://doi.org/10.1002/cpt.1301
https://doi.org/10.1002/cpt.1301
https://doi.org/10.1002/cpt.967
https://doi.org/10.1002/cpt.967
https://doi.org/10.1046/j.1365-2036.2003.01426.x
https://doi.org/10.1111/j.1365-2036.1990.tb00496.x
https://doi.org/10.1111/j.1365-2036.1990.tb00496.x
https://doi.org/10.1111/j.1365-2125.2011.04019.x
https://doi.org/10.1097/MIB.0000000000001062
https://doi.org/10.1097/MIB.0000000000001062
https://doi.org/10.1111/j.1365-2125.1979.tb05907.x
https://doi.org/10.1111/j.1365-2125.1979.tb05907.x
https://doi.org/10.1016/S0140-6736(17)32448-0
https://doi.org/10.1016/S0140-6736(17)32448-0
https://doi.org/10.1021/tx700079z
https://doi.org/10.1016/j.jmb.2010.01.075
https://doi.org/10.1016/j.jmb.2010.01.075
https://doi.org/10.1124/mol.62.3.608
https://doi.org/10.1016/j.bcp.2008.07.006
https://doi.org/10.1016/j.bcp.2008.07.006
https://doi.org/10.1080/08927022.2015.1044451
https://doi.org/10.1080/08927022.2015.1044451
https://doi.org/10.1093/toxsci/kfj061
https://doi.org/10.1093/toxsci/kfj061
https://doi.org/10.1136/gut.2007.128868
https://doi.org/10.1136/gut.2007.128868
https://doi.org/10.1016/j.apsb.2011.08.001
https://doi.org/10.1016/j.apsb.2011.08.001
https://doi.org/10.1042/BJ20051988
https://doi.org/10.1042/BJ20051988
https://doi.org/10.1093/hmg/8.5.743
https://doi.org/10.1093/hmg/8.5.743
https://doi.org/10.1016/S0092-8674(00)81370-7
https://doi.org/10.1016/S0092-8674(00)81370-7
https://doi.org/10.1074/jbc.272.9.5974
https://doi.org/10.1007/s10555-007-9042-6
https://doi.org/10.1007/s10555-007-9042-6
https://doi.org/10.1016/j.bbadis.2012.02.009
https://doi.org/10.1016/j.bbadis.2012.02.009
https://doi.org/10.1002/1873-3468.13982
https://doi.org/10.2174/13816128113199990462
https://doi.org/10.2174/13816128113199990462
https://doi.org/10.2174/157340910790980133
https://doi.org/10.1016/j.mam.2012.11.005
https://doi.org/10.1002/ibd.20701
https://doi.org/10.1002/ibd.20701
http://refhub.elsevier.com/S0022-3549(22)00303-3/sbref0064
http://refhub.elsevier.com/S0022-3549(22)00303-3/sbref0064
https://doi.org/10.1586/ecp.11.66
https://doi.org/10.1038/clpt.2008.302
https://doi.org/10.1002/cpt.128
https://doi.org/10.1002/1520-6017(200105)90:5&lt;638::AID-JPS1020&gt;3.0.CO;2-L
https://doi.org/10.1124/dmd.107.018747
https://doi.org/10.1124/dmd.111.038679
https://doi.org/10.1124/dmd.111.038679
https://doi.org/10.1016/S0006-2952(98)00372-4
https://doi.org/10.1016/S0006-2952(98)00372-4

73.

74.

75.

76.

77.

78.

79.

S. Alrubia et al. / Journal of Pharmaceutical Sciences 111 (2022) 2917-2929

CYP3A4 gene expression and cause drug interactions. J Clin Invest. 1998;102
(5):1016-1023. https://doi.org/10.1172/JCI3703.

Tien ES, Negishi M. Nuclear receptors CAR and PXR in the regulation of hepatic
metabolism. Xenobiotica. 2006;36(10-11):1152-1163. https://doi.org/10.1080/
00498250600861827.

Geick A, Eichelbaum M, Burk O. Nuclear receptor response elements mediate
induction of intestinal MDR1 by rifampin. J Biol Chem. 2001;276(18):14581-
14587. https://doi.org/10.1074/jbc.M010173200.

Wu K-C, Lin C-J. The regulation of drug-metabolizing enzymes and membrane
transporters by inflammation: Evidences in inflammatory diseases and age-related
disorders. | Food Drug Anal. 2019;27(1):48-59. https://doi.org/10.1016/j.
jfda.2018.11.005.

Nebert DW, Plastaras JP, Guengerich FP, Marnett L]. Xenobiotic-metabolizing cyto-
chromes P450 convert prostaglandin endoperoxide to hydroxyheptadecatrienoic
acid and the mutagen, malondialdehyde. ] Biol Chem. 2000;275(16):11784-11790.
https://doi.org/10.1074/jbc.275.16.11784.

Bui P, Imaizumi S, Beedanagari SR, Reddy ST, Hankinson O. Human CYP2S1 metab-
olizes cyclooxygenase- and lipoxygenase-derived eicosanoids. Drug Metab Dispos.
2011;39(2):180-190. https://doi.org/10.1124/dmd.110.035121.

Broekman MMT], Bos C, te Morsche RHM, et al. GST Theta null genotype is associ-
ated with an increased risk for ulcerative colitis: a case—control study and meta-
analysis of GST Mu and GST Theta polymorphisms in inflammatory bowel disease.
J Hum Genet. 2014;59(10):575-580. https://doi.org/10.1038/jhg.2014.77.

Oniki K, Nohara H, Nakashima R, et al. The DsbA-L gene is associated with
respiratory function of the elderly via its adiponectin multimeric or antioxi-
dant properties. Sci Rep. 2020;10(1):1-12. https://doi.org/10.1038/s41598-
020-62872-5.

80.

81.

82.

83.

84.

85.

86.

87.

88.

2929

Bilski J, Mazur-Bialy A, Wojcik D, et al. The role of intestinal alkaline phosphatase in
inflammatory disorders of gastrointestinal tract. Mediators Inflamm. 2017;2017:1-
9. https://doi.org/10.1155/2017/9074601.

Kiela PR, Ghishan FK. Physiology of intestinal absorption and secretion. Best
Pract Res Clin Gastroenterol. 2016;30(2):145-159. https://doi.org/10.1016/j.
bpg.2016.02.007.

Watkins P. The barrier function of CYP3A4 and P-glycoprotein in the small bowel.
Adv Drug Deliv Rev. 1997;27(2-3):161-170. https://doi.org/10.1016/S0169-409X
(97)00041-0.

Benet LZ, Wu C-Y, Hebert MF, Wacher V]J. Intestinal drug metabolism and antitran-
sport processes: a potential paradigm shift in oral drug delivery. J Control Release.
1996;39(2-3):139-143. https://doi.org/10.1016/0168-3659(95)00147-6.

Benet LZ. The drug transporter—metabolism alliance: uncovering and defining the
interplay. Mol Pharm. 2009;6(6):1631-1643. https://doi.org/10.1021/mp900253n.
Badhan R, Penny J, Galetin A, Houston JB. Methodology for development of a physiological
model incorporating CYP3A and P-glycoprotein for the prediction of intestinal drug
absorption. | Pharm Sci. 2009;98(6):2180-2197. https://doi.org/10.1002/jps.21572.

Ito K, Kusuhara H, Sugiyama Y. Effects of intestinal CYP3A4 and P-glycoprotein on
oral drug absorption—theoretical approach. Pharm Res. 1999;16(2):225-231.
https://doi.org/10.1023/a:1018872207437.

Cummins CL, Jacobsen W, Benet LZ. Unmasking the dynamic interplay between
intestinal P-glycoprotein and CYP3A4. | Pharmacol Exp Ther. 2002;300(3):1036-
1045. https://doi.org/10.1124/jpet.300.3.1036.

Cummins CL, Jacobsen W, Christians U, Benet LZ. CYP3A4-Transfected Caco-2 cells
as a tool for understanding biochemical absorption barriers: studies with sirolimus
and midazolam. | Pharmacol Exp Ther. 2004;308(1):143-155. https://doi.org/
10.1124/jpet.103.058065.


https://doi.org/10.1172/JCI3703
https://doi.org/10.1080/00498250600861827
https://doi.org/10.1080/00498250600861827
https://doi.org/10.1074/jbc.M010173200
https://doi.org/10.1016/j.jfda.2018.11.005
https://doi.org/10.1016/j.jfda.2018.11.005
https://doi.org/10.1074/jbc.275.16.11784
https://doi.org/10.1124/dmd.110.035121
https://doi.org/10.1038/jhg.2014.77
https://doi.org/10.1038/s41598-020-62872-5
https://doi.org/10.1038/s41598-020-62872-5
https://doi.org/10.1155/2017/9074601
https://doi.org/10.1016/j.bpg.2016.02.007
https://doi.org/10.1016/j.bpg.2016.02.007
https://doi.org/10.1016/S0169-409X(97)00041-0
https://doi.org/10.1016/S0169-409X(97)00041-0
https://doi.org/10.1016/0168-3659(95)00147-6
https://doi.org/10.1021/mp900253n
https://doi.org/10.1002/jps.21572
https://doi.org/10.1023/a:1018872207437
https://doi.org/10.1124/jpet.300.3.1036
https://doi.org/10.1124/jpet.103.058065
https://doi.org/10.1124/jpet.103.058065

	Quantitative Assessment of the Impact of Crohn's Disease on Protein Abundance of Human Intestinal Drug-Metabolising Enzymes and Transporters
	Citation/Publisher Attribution

	Quantitative Assessment of the Impact of Crohn's Disease on Protein Abundance of Human Intestinal Drug-Metabolising Enzymes and Transporters
	Creative Commons License

	Quantitative Assessment of the Impact of Crohn's Disease on Protein Abundance of Human Intestinal Drug-Metabolising Enzymes and Transporters
	Introduction
	Materials and Methods
	Materials
	Intestinal Tissue
	Enterocyte Isolation and Subcellular Fractionation
	Sample Preparation and Proteolytic Digestion
	LC-MS/MS Analysis and Protein Quantification
	Statistical Analysis

	Results
	Proteomic Analysis of Pooled Intestine Homogenates
	Comparison of Proteomic Measurements Against Literature Data
	Expression of DMETs in Ileum of CD Patients Compared with Healthy Tissue
	Expression of DMETs in Colon of CD Patients Compared with Healthy Tissue
	Relative Distribution of DMET Expression in CD Ileum and Colon
	DMETs Abundance per g Ileum and Colon Mucosa of CD Patients
	Expression Profile of DMETs in Ileum and Colon of CD Patients

	Discussion
	Declaration of Interests
	Acknowledgment
	Supplementary materials
	References



