
World Journal of
Gastroenterology

World J Gastroenterol  2020 June 21; 26(23): 3118-3317

ISSN 1007-9327 (print)
ISSN 2219-2840 (online)

Published by Baishideng Publishing Group Inc



W J G World Journal of
Gastroenterology

Contents Weekly  Volume 26  Number 23  June 21, 2020

OPINION REVIEW
3118 Liver-directed therapies for liver metastases from neuroendocrine neoplasms: Can laser ablation play any

role?
Sartori S, Bianchi L, Di Vece F, Tombesi P

REVIEW
3126 Review of primary sclerosing cholangitis with increased IgG4 levels

Manganis CD, Chapman RW, Culver EL

3145 Early exposure to food contaminants reshapes maturation of the human brain-gut-microbiota axis
Sarron E, Pérot M, Barbezier N, Delayre-Orthez C, Gay-Quéheillard J, Anton PM

3170 Potential of the ellagic acid-derived gut microbiota metabolite – Urolithin A in gastrointestinal protection
Kujawska M, Jodynis-Liebert J

3182 Neuromechanism of acupuncture regulating gastrointestinal motility
Yu Z

MINIREVIEWS
3201 Endosonographic diagnosis of advanced neoplasia in intraductal papillary mucinous neoplasms

Eiterman A, Lahooti A, Krishna SG

3213 Endoscopic ultrasound-guided injective ablative treatment of pancreatic cystic neoplasms
Du C, Chai NL, Linghu EQ, Li HK, Feng XX

ORIGINAL ARTICLE

Basic Study

3225 Sodium glucose co-transporter 2 inhibition reduces succinate levels in diabetic mice
Herat LY, Ward NC, Magno AL, Rakoczy EP, Kiuchi MG, Schlaich MP, Matthews VB

3236 Neoadjuvant chemoradiation changes podoplanin expression in esophageal cancer patients
Warnecke-Eberz U, Plum P, Schweinsberg V, Drebber U, Bruns CJ, Müller DT, Hölscher AH, Bollschweiler E

Retrospective Cohort Study

3249 Medications in type-2 diabetics and their association with liver fibrosis
Siddiqui MT, Amin H, Garg R, Chadalavada P, Al-Yaman W, Lopez R, Singh A

WJG https://www.wjgnet.com June 21, 2020 Volume 26 Issue 23I

https://www.wjgnet.com


Contents
World Journal of Gastroenterology

Volume 26  Number 23  June 21, 2020

3260 Pancreatic necrosis and severity are independent risk factors for pancreatic endocrine insufficiency after

acute pancreatitis: A long-term follow-up study
Yu BJ, Li NS, He WH, He C, Wan JH, Zhu Y, Lu NH

Clinical Trials Study

3271 Rapid  rehabilitation  technique  with  integrated  traditional  Chinese  and  Western  medicine  promotes

postoperative gastrointestinal function recovery
Cao LX, Chen ZQ, Jiang Z, Chen QC, Fan XH, Xia SJ, Lin JX, Gan HC, Wang T, Huang YX

Observational Study

3283 Impact of a national basic skills in colonoscopy course on trainee performance: An interrupted time series

analysis
Siau K, Hodson J, Anderson JT, Valori R, Smith G, Hagan P, Iacucci M, Dunckley P

3293 Consensus on the definition of colorectal anastomotic leakage: A modified Delphi study
van Helsdingen CP, Jongen AC, de Jonge WJ, Bouvy ND, Derikx JP

META-ANALYSIS
3304 Value of intravoxel incoherent motion in detecting and staging liver fibrosis: A meta-analysis

Ye Z, Wei Y, Chen J, Yao S, Song B

WJG https://www.wjgnet.com June 21, 2020 Volume 26 Issue 23II



Contents
World Journal of Gastroenterology

Volume 26  Number 23  June 21, 2020

ABOUT COVER Editorial Board Member of World Journal of Gastroenterology, Simon
Bramhall, FRCS (Gen Surg), MD, Attending Doctor, Surgeon, Consultant
Upper GI/HPB Surgeon, The County Hospital, Union Walk, Hereford HR1
2ER, United Kingdom

AIMS AND SCOPE The primary aim of World Journal of Gastroenterology (WJG, World J
Gastroenterol) is to provide scholars and readers from various fields of
gastroenterology and hepatology with a platform to publish high-quality
basic and clinical research articles and communicate their research findings
online.
  WJG mainly publishes articles reporting research results and findings
obtained in the field of gastroenterology and hepatology and covering a
wide range of topics including gastroenterology, hepatology,
gastrointestinal endoscopy, gastrointestinal surgery, gastrointestinal
oncology, and pediatric gastroenterology.

INDEXING/ABSTRACTING The WJG is now indexed in Current Contents®/Clinical Medicine, Science Citation

Index Expanded (also known as SciSearch®), Journal Citation Reports®, Index

Medicus, MEDLINE, PubMed, PubMed Central, and Scopus. The 2019 edition of

Journal Citation Report® cites the 2018 impact factor for WJG as 3.411 (5-year impact

factor: 3.579), ranking WJG as 35th among 84 journals in gastroenterology and

hepatology (quartile in category Q2). CiteScore (2018): 3.43.

RESPONSIBLE EDITORS FOR
THIS ISSUE

Responsible Electronic Editor: Yu-Jie Ma

Proofing Production Department Director: Xiang Li

Responsible Editorial Office Director: Ze-Mao Gong

NAME OF JOURNAL
World Journal of Gastroenterology

ISSN
ISSN 1007-9327 (print) ISSN 2219-2840 (online)

LAUNCH DATE
October 1, 1995

FREQUENCY
Weekly

EDITORS-IN-CHIEF
Subrata Ghosh, Andrzej S Tarnawski

EDITORIAL BOARD MEMBERS
http://www.wjgnet.com/1007-9327/editorialboard.htm

PUBLICATION DATE
June 21, 2020

COPYRIGHT
© 2020 Baishideng Publishing Group Inc

INSTRUCTIONS TO AUTHORS
https://www.wjgnet.com/bpg/gerinfo/204

GUIDELINES FOR ETHICS DOCUMENTS
https://www.wjgnet.com/bpg/GerInfo/287

GUIDELINES FOR NON-NATIVE SPEAKERS OF ENGLISH
https://www.wjgnet.com/bpg/gerinfo/240

PUBLICATION ETHICS
https://www.wjgnet.com/bpg/GerInfo/288

PUBLICATION MISCONDUCT
https://www.wjgnet.com/bpg/gerinfo/208

ARTICLE PROCESSING CHARGE
https://www.wjgnet.com/bpg/gerinfo/242

STEPS FOR SUBMITTING MANUSCRIPTS
https://www.wjgnet.com/bpg/GerInfo/239

ONLINE SUBMISSION
https://www.f6publishing.com

© 2020 Baishideng Publishing Group Inc. All rights reserved. 7041 Koll Center Parkway, Suite 160, Pleasanton, CA 94566, USA

E-mail: bpgoffice@wjgnet.com  https://www.wjgnet.com

WJG https://www.wjgnet.com June 21, 2020 Volume 26 Issue 23III

mailto:bpgoffice@wjgnet.com


W J G World Journal of
Gastroenterology

Submit a Manuscript: https://www.f6publishing.com World J Gastroenterol  2020 June 21; 26(23): 3225-3235

DOI: 10.3748/wjg.v26.i23.3225 ISSN 1007-9327 (print) ISSN 2219-2840 (online)

ORIGINAL ARTICLE

Basic Study

Sodium glucose co-transporter 2 inhibition reduces succinate levels
in diabetic mice

Lakshini Y Herat, Natalie C Ward, Aaron L Magno, Elizabeth P Rakoczy, Marcio G Kiuchi, Markus P Schlaich,
Vance B Matthews

ORCID number: Lakshini Y Herat
(0000-0001-9818-006X); Natalie C
Ward (0000-0002-6042-437X); Aaron
L Magno (0000-0001-6099-819X);
Elizabeth P Rakoczy
(0000-0002-8913-0631); Marcio G
Kiuchi (0000-0002-1155-8590);
Markus P Schlaich
(0000-0002-1765-0195); Vance B
Matthews (0000-0001-9804-9344).

Author contributions: Matthews VB
and Schlaich MP are equal senior
authors and funded the study;
Matthews VB designed and
coordinated the study; Herat LY,
Ward NC and Matthews VB
performed the experiments,
acquired and analysed data and
wrote the manuscript; Magno AL
performed the experiments; all
authors provided intellectual
input; all authors proof read the
manuscript and approved the final
version of the article.

Supported by the Royal Perth
Hospital Medical Research
Foundation, No. VMMRF2018.

Institutional animal care and use
committee statement: All
procedures involving animals were
reviewed and approved by the
Institutional Animal Care and Use
Committee of the Harry Perkins
Institute for Medical Research
(AE141/2019).

Conflict-of-interest statement: Prof.
Schlaich is supported by a National
Health and Medical Research
Council Research Fellowship and
has received research support from
Medtronic, Abbott, Novartis,
Servier, Pfizer, and Boehringer

Lakshini Y Herat, Vance B Matthews, School of Biomedical Sciences, Dobney Hypertension
Centre, Royal Perth Hospital Unit, University of Western Australia, Perth 6000, Australia

Natalie C Ward, Faculty of Health and Medical Sciences, University of Western Australia,
Crawley 6009, Australia

Natalie C Ward, Faculty of Health Sciences, School of Public Health, Curtin University,
Bentley 6102, Australia

Aaron L Magno, Research Centre, Royal Perth Hospital, Perth 6000, Australia

Elizabeth P Rakoczy, Department of Molecular Ophthalmology, University of Western
Australia, Crawley 6009, Australia

Marcio G Kiuchi, Markus P Schlaich, Dobney Hypertension Centre, School of Medicine, Royal
Perth Hospital Unit, University of Western Australia, Perth 6000, Australia

Markus P Schlaich, Department of Cardiology and Department of Nephrology, Royal Perth
Hospital, Perth 6000, Australia

Corresponding author: Vance B Matthews, BSc, PhD, Senior Research Fellow, School of
Biomedical Sciences, Dobney Hypertension Centre, Royal Perth Hospital Unit, University of
Western Australia, Level 3, MRF Building, Rear 50 Murray Street, Perth 6000, Australia.
vance.matthews@uwa.edu.au

Abstract
BACKGROUND
Type 1 diabetes (T1D) is associated with major chronic microvascular
complications which contribute significantly to diabetes associated morbidity.
The protein primarily responsible for glucose reabsorption in the kidney is
sodium glucose co-transporter 2 (SGLT2). Presently, SGLT2 inhibitors are widely
used in diabetic patients to improve blood glucose levels and prevent
cardiovascular and renal complications. Given the broad therapeutic application
of SGLT2 inhibitors, we hypothesised that SGLT2 inhibition may exert its
protective effects via alterations of the gut microbiome and tested this in a type 1
diabetic mouse model of diabetic retinopathy.

AIM
To determine whether the treatment with two independent SGLT2 inhibitors
affects gut health in a type 1 diabetic mouse model.
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METHODS
The SGLT2 inhibitors empagliflozin or dapagliflozin (25 mg/kg/d) or vehicle
dimethylsulfoxide (DMSO) were administered to C57BL/6J, Akita, Kimba and
Akimba mice at 10 wk of age for 8 wk via their drinking water. Serum samples
were collected and the concentration of succinate and the short chain fatty acid
(SCFA) butyric acid was measured using gas chromatography-mass
spectrometry. Enzyme-linked immunosorbent assay (ELISA) was performed to
determine the concentration of insulin and leptin. Furthermore, the
norepinephrine content in kidney tissue was determined using ELISA. Pancreatic
tissue was collected and stained with haematoxylin and eosin and analysed using
brightfield microscopy.

RESULTS
Due to the presence of the Akita allele, both Akita and Akimba mice showed a
reduction in insulin production compared to C57BL/6J and Kimba mice.
Furthermore, Akita mice also showed the presence of apoptotic bodies within the
pancreatic islets. The acinar cells of Akita and Akimba mice showed swelling
which is indicative of acute injury or pancreatitis. After 8 wk of SGLT2 inhibition
with dapagliflozin, the intermediate metabolite of gut metabolism known as
succinate was significantly reduced in Akimba mice when compared to DMSO
treated mice. In addition, empagliflozin resulted in suppression of succinate
levels in Akimba mice. The beneficial SCFA known as butyric acid was
significantly increased in Akita mice after treatment with dapagliflozin when
compared to vehicle treated mice. The norepinephrine content in the kidney was
significantly reduced with both dapagliflozin and empagliflozin therapy in Akita
mice and was significantly reduced in Akimba mice treated with empagliflozin.
In non-diabetic C57BL/6J and Kimba mice, serum leptin levels were significantly
reduced after dapagliflozin therapy.

CONCLUSION
The inhibition of SGLT2 reduces the intermediate metabolite succinate, increases
SCFA butyric acid levels and reduces norepinephrine content in mouse models of
T1D. Collectively, these improvements may represent an important mechanism
underlying the potential benefits of SGLT2 inhibition in T1D and its
complications.

Key words: Sodium glucose co-transporter inhibitors; Sodium glucose co-transporter 2;
Diabetes; Diabetic retinopathy; Mouse; Gut microbiota; Empagliflozin; Dapagliflozin;
Succinate; Akimba

©The Author(s) 2020. Published by Baishideng Publishing Group Inc. All rights reserved.

Core tip: This novel study has shown in a murine model of type 1 diabetes (T1D), that
Sodium glucose co-transporter 2 (SGLT2) inhibition reduces serum succinate levels,
increases short-chain fatty acid butyric acid levels and reduces norepinephrine content.
These beneficial effects on T1D and its complications may highlight important
mechanisms underlying the potential benefits of SGLT2 inhibition.

Citation: Herat LY, Ward NC, Magno AL, Rakoczy EP, Kiuchi MG, Schlaich MP, Matthews
VB. Sodium glucose co-transporter 2 inhibition reduces succinate levels in diabetic mice.
World J Gastroenterol 2020; 26(23): 3225-3235
URL: https://www.wjgnet.com/1007-9327/full/v26/i23/3225.htm
DOI: https://dx.doi.org/10.3748/wjg.v26.i23.3225

INTRODUCTION
The gut  microbiome plays an important  role  in  physiology,  the immune system
development and digestion[1]. Microbial richness and the metabolic capacity of the
microbiome is an indicator of health status. Most of the microbiota reside in the gut.
This accounts for > 5 million genes and > 1000 species, which consists of a small
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number of phyla[1,2]. In addition, the large diversity and complexity of the microbiota
can be divided into clusters of living organisms based on their ecosystem[1,3].

In recent years, the area of gut microbiome research has significantly increased in
both human and murine studies.  These studies highlight that changes in the gut
microbiome and gut  dysbiosis  play  a  critical  role  in  susceptibility  to  numerous
diseases[4].  Although, it is widely accepted that diabetes and its complications are
multifactorial, recent studies emphasise the importance of perturbations in the gut
microbiota as a factor in the pathogenesis of diabetes[5-9] and its complications[10,11]. The
mechanisms leading to an altered gut microbiota and gut dysbiosis during diabetes is
associated with altered glycaemic control, obesity and insulin resistance, increased
inflammation,  oxidative  stress  and vascular  permeability[12].  Interestingly,  more
studies are now focusing on the gut microbiome as a potential source of biomarkers of
diabetes and its complications[13].

Sodium glucose co-transporter 2 inhibitors (SGLT2) are oral medications for the
treatment of type 2 diabetes (T2D). This drug class blocks SGLT2 in the renal proximal
tubules, thereby facilitating glucosuria and subsequently reduced plasma glucose
levels  and improved glycaemic  parameters.  The  SGLT2 inhibitors  canagliflozin,
empagliflozin  and  dapagliflozin  have  been  shown  to  decrease  glycosylated
haemoglobin levels,  fasting glucose levels,  body weight  and blood pressure[14-17].
Furthermore, SGLT2 inhibitors target two of the main problems of diabetes which are
cardiovascular disease (CVD) and renal disease[15,17]. SGLT2 inhibitor related studies
are currently underway in the field of type 1 diabetes (T1D)[18-20]. Given the limited
understanding of SGLT2 inhibition and its beneficial effects on T1D, further pre-
clinical studies are urgently needed. The objective of our investigation was to examine
the effects of two independent SGLT2 inhibitors on gut health of a highly relevant
mouse model of T1D and its complications.

MATERIALS AND METHODS

Animals
Specific pathogen free 10-wk-old male C57BL6/J, Kimba, Akita and Akimba mice[21-25]

were  obtained  from  the  Animal  Resources  Centre  (ARC,  Perth,  Australia).  All
experimental and animal handing activities were performed at the Harry Perkins
Institute for Medical  Research animal holding facility (Perth,  Western Australia)
according to the guidelines of the Institutional Animal Care and Use Committee.
Animal ethics approval (AE141/2019) was received from the Harry Perkins Institute
for Medical Research Animal Ethics Committee.

All  mice  were  acclimatised  for  seven  days.  Mice  were  housed  under  a  12  h
light/dark cycle, at 21 ± 2°C and were given a standard chow diet (Specialty Feeds,
Glen Forrest, WA, Australia) with free access to food and drinking water containing
the SGLT2 inhibitor (dapagliflozin or empagliflozin; Ark Pharma Scientific Limited,
China;  25 mg/kg) or vehicle dimethylsulfoxide.  Mice underwent treatment for a
period of 8 wk. Drinking water containing the SGLT2 inhibitor or vehicle was freshly
prepared  and  replaced  on  a  weekly  basis.  The  specific  number  of  animals  per
treatment group is as follows: (1) C57BL6/J: n = 7 for vehicle; n = 5 for dapagliflozin; n
= 4 for empagliflozin; (2) Kimba: n = 5-6 for vehicle; n = 6 for dapagliflozin; n = 7 for
empagliflozin;  (3)  Akita:  n  =  7  for  vehicle;  n  =  6  for  dapagliflozin;  n  =  3  for
empagliflozin; and (4) Akimba: n = 2-3 for vehicle; n = 3 for dapagliflozin; n = 3 for
empagliflozin.

Tissue and serum sample collection
At  the  end  of  the  experiment,  mice  were  deeply  anesthetised  using  isoflurane
inhalation. Blood samples were collected using cardiac puncture and placed on ice
immediately. Samples were centrifuged, serum was collected and stored at -80 °C for
subsequent experiments. Mice were sacrificed, the cecum content and kidneys were
collected, snap frozen and stored at -80°C for subsequent experiments. Pancreatic
tissue was collected and fixed for 24 h in 10% buffered formalin for histology.

Succinate and short chain fatty acid analysis
The concentration of succinate and the short chain fatty acid (SCFA) butyric acid was
measured in serum using gas chromatography-mass spectrometry as  previously
described[26,27]. Data were calculated in µmol/L units.

Pancreatic tissue histology and digital imaging
Upon  fixation  and  processing  in  70%  ethanol  overnight,  pancreatic  tissue  was
paraffin-embedded and sectioned at 5 µm thickness using a Leica semi-automated
RM2245 microtome (Leica Biosystems, Sydney, Australia). Sections were stained with
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Gill’s hematoxylin (Sigma-Aldrich, Sydney, Australia) and alcoholic eosin (Sigma-
Aldrich New South Wales, Australia) for the analysis of pancreatic histology. Tissue
sections were visualised and imaged using the inverted Nikon Eclipse Ti microscopic
system (Nikon, Tokyo, Japan) and a CoolSNAP HQ2 digital camera (Photometrics,
Tucson,  AZ,  United  States).  Image  analysis  was  conducted  using  NIS-Elements
Advanced Research software (Nikon, Tokyo, Japan).

Insulin enzyme-linked immunosorbent assay
Serum  insulin  was  determined  using  a  rat/mouse  Insulin  enzyme-linked
immunosorbent assay (ELISA) (Millipore, Australia; EZRMI-13K) according to the
manufacturer instructions.

ELISA for leptin
Mouse serum was diluted 1 in 20 and leptin concentrations were determined by
Mouse/rat leptin ELISA kit following manufacturer instructions (Quantikine ELISA;
Mouse/rat  leptin  immunoassay;  R&D Systems;  Minneapolis,  MN,  United Sates;
MOBOO).

ELISA for norepinephrine
Frozen mouse kidney tissue was homogenized on ice in phosphate buffered saline
containing  cOmplete™,  ethylenediaminetetraacetic  acid-free  protease  inhibitor
cocktail (Merck, Victoria, Australia) at 10 µL per 1 mg of tissue. Debri free supernatant
was analysed for norepinephrine content according to manufacturer instructions
(Mouse Norepinephrine NA ELISA Kit; Cusabio, China; CSB-E07870m).

Statistical analysis
The  number  of  mice  required  was  determined  with  the  assistance  of  Mrs  Sally
Burrows (Biostatistician, Royal Perth Hospital). Data was analysed using a two-tailed
Student's  t  test.  Quantitative  data  is  presented as  mean ±  SE.  Data  was deemed
significant when P < 0.05. Graphs were produced with GraphPad Prism 8 (GraphPad
Software Inc., CA, United States).

RESULTS

Type 1 diabetes promotes hypoinsulinemia and pancreatitis in Akita and Akimba
mice
In our studies, we used 4 strains of mice. We used C57BL/6J mice as our wild-type
strain. The Kimba (VEGF+/+) mouse model possesses transient overexpression of
human vascular endothelial growth factor (hVEGF) in photoreceptors and hence,
displays  changes  associated  with  diabetic  retinopathy  (DR)  but  lacks  the
hyperglycaemic  background.  The  Akita  (Ins2Akita)  mouse  is  a  T1D model  that
possesses  a  dominant  mutation  in  the  Mody4  locus  in  the  insulin  2  gene.  Male
heterozygous mice possess hyperglycaemia and features of DR. The insulin protein is
incorrectly folded in Akita mice and this results in β-cell toxicity. By crossing Akita
and Kimba mice, the Akimba (Ins2AkitaVEGF+/−) mouse model is generated where
the interplay between high blood glucose levels and VEGF-induced pathology can be
investigated  in  diabetic  complications  such  as  DR.  Insulin  destruction  and  a
concomitant reduction in insulin production is a hallmark of T1D. As predicted, the
Akita allele in the Akita and Akimba mice conferred hypoinsulinemia compared to
C57BL/6J and Kimba mice (Figure 1). In agreement with the higher insulin levels,
islets were frequently observed in pancreata from C57BL/6J (Figure 2A) and Kimba
mice (Figure 2B). However, islets were observed less frequently in Akita (Figure 2C)
and Akimba mice (Figure 2D). In addition, apoptotic bodies were observed in the
islets of Akita mice (Figure 2C). The acinar cells of Akita (Figure 2C) and Akimba
(Figure 2D) mice appeared swollen which is indicative of acute injury or pancreatitis.
These cells possessed high levels of eosin staining.

SGLT2 inhibition influences the main products and intermediate metabolites of gut
metabolism in Akita and Akimba mice
Succinate is an intermediate metabolite of gut metabolism and has been shown to be a
pathogenic factor in DR[28-30]. We hypothesised that SGLT2 inhibition may reduce the
levels of this pathogenic factor in Akimba mice which develop DR. We did indeed
demonstrate that dapagliflozin significantly reduced succinate levels (Figure 3A) and
empagliflozin suppressed succinate levels (Figure 3B).

The  main  products  of  gut  metabolism are  SCFAs.  We examined levels  of  the
beneficial SCFA butyric acid and observed that levels were significantly increased in
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Figure 1

Figure 1  Insulin dysregulation prevails in mice with type 1 diabetes. Serum insulin levels are reduced in Akimba
and Akita mice. n = 3-8 mice/group. All data represented as mean ± SE.

Akita mice treated with dapagliflozin and mildly elevated with empagliflozin therapy
(Figure 3C).

SGLT2 inhibition with dapagliflozin and empagliflozin reduces activation of the
sympathetic nervous system in type 1 diabetic mice
Our previously published findings have uncovered that one of the mechanisms by
which SGLT2 inhibition imparts metabolic benefits is by reduced activation of the
sympathetic nervous system (SNS)[31,32]. Levels of the major neurotransmitter of the
sympathetic system, norepinephrine, were measured in the kidneys of our T1D mice.
Consistent with our previously published work,  SNS activation as evidenced by
norepinephrine  content,  was  significantly  reduced with  both  dapagliflozin  and
empagliflozin therapy in Akita mice (Figure 4A). Norepinephrine content was also
significantly reduced after empagliflozin treatment of Akimba mice (Figure 4B).

SGLT2 inhibition promotes hypoleptinemia in non-diabetic C57BL/6J and Kimba
mice
As leptin is a metabolically beneficial adipokine, we examined the impact of SGLT2
inhibition on serum leptin levels. Previous studies have shown that SGLT2 inhibition
may reduce  serum leptin  levels[33].  Interestingly,  C57BL/6J  mice  also  displayed
significantly reduced serum leptin after empagliflozin treatment and reduced leptin
after dapagliflozin therapy (Figure 5A).  Kimba mice also possessed significantly
reduced serum leptin after dapagliflozin treatment (Figure 5B) and suppressed leptin
levels after empagliflozin therapy (Figure 5C).  The inhibition of  SGLT2 failed to
influence leptin levels in Akita and Akimba mice.

DISCUSSION
Inhibition of  SGLT2 in the kidney is  a  therapeutic  approach to improve glucose
homeostasis  in  diabetic  patients.  The  clinical  trial  known  as  the  EMPA-REG
OUTCOME study has shown that  the SGLT2 inhibitor,  empagliflozin,  increased
glycaemic control and significantly reduced the progression of renal disease[15]. In
addition, empagliflozin promoted a substantial 38% relative risk reduction in death
from cardiovascular causes[17]. To date, the number of studies assessing the impact of
SGLT2 inhibition on T1D and its  complications  including DR in  preclinical  and
human cohorts is limited[34]. In our current study, we aimed to assess whether SCFAs
and  intermediate  metabolites  of  gut  metabolism  may  be  influenced  by  SGLT2
inhibition in a mouse model of T1D and its complications. Furthermore, we attempted
to uncover mechanisms by which SGLT2 inhibitors may impact the progression of
disease in our mouse models.

There  is  great  interest  in  the  role  the  gut  microbiome  plays  in  the  metabolic
syndrome and T2D[27]. Many chronic diseases including diabetes demonstrate altered
bacterial composition[35], which may influence glucose metabolism and development
of diabetic complications such as retinopathy[10,36].  SCFAs are a product of the gut
microbiota.  These  products  include  acetate  and  butyric  acid  and  contribute  to
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Figure 2

Figure 2  Acute pancreatic injury in Akita and Akimba mice. A: Representative pancreatic images of C57BL/6J mice; B: Representative pancreatic images of
Kimba mice; C: Representative pancreatic images of Akita mice; D: Representative pancreatic images of Akimba mice. Black arrows indicate islets; Yellow arrows and
dotted outline indicates swollen acinar cells and orange arrows indicate apoptotic bodies in islets; Scale bar = 100 µm.

immune  and  inflammatory  responses,  as  well  as  control  of  lipid  and  glucose
homeostasis. Studies from our group and others indicate that numerous drug classes
alter  the  gut  microbiome[26,37].  Additionally,  a  reduction  in  SCFA  production  is
characteristic of metabolic dysfunction. In our previous studies, we analysed caecal
SCFAs from dapagliflozin and vehicle treated hypertensive mice and demonstrated
that SGLT2 inhibition results in an increase in the levels of acetate and butyric acid in
hypertensive Schlager mice[31]. In a chronic kidney disease mouse model, Mishima et
al[38] also demonstrated that the SGLT2 inhibitor canangliflozin significantly increased
the cecal SCFA acetate, propionate and butyrate. Our previous data highlighted a
potentially  advantageous  impact  of  SGLT2  inhibition  on  the  microbiome.
Additionally, as our results were produced only after 2 wk of therapy, future studies
should  allow  a  more  thorough  examination  of  the  status  of  the  microbiome  to
determine  whether  a  longer  duration of  therapy confers  further  benefits  on  the
microbiome. In our current study, our T1D and DR mice were treated with SGLT2
inhibitors for 8 wk. We found that SGLT2 inhibition promoted beneficial changes in
the metabolite  succinate (Figure 3A and 3B) and the SCFA butyrate (Figure 3C).
Recent findings have uncovered that dapagliflozin treatment of T2D Db/Db mice
promotes increases in the beneficial bacterial species Akkermansia muciniphila  and
reduces the Firmicutes : Bacteroidetes (F : B) ratio which is associated with a lean
phenotype[39].  Our  future  studies  will  plan  to  assess  the  levels  of  Akkermansia
muciniphila  and the F:B ratio in our T1D and DR mouse models before and after
SGLT2 inhibition.

Succinate is an intermediate metabolite of gut metabolism that has been correlated
with a worsened DR phenotype. It signals through the succinate specific receptor
known as GPR91 and it has been shown that succinate may promote the angiogenic
factor VEGF in retinal ganglion cells and this may promote the pathogenesis of DR[40].
Matsumoto and colleagues[29]  demonstrated that vitreous levels of succinate were
elevated in human subjects with active proliferative DR. In our novel Akimba mouse
model  which  reproducibly  presents  with  DR[21],  SGLT2  inhibition  with  both
dapagliflozin (Figure 3A) and empagliflozin (Figure 3B) lowered serum succinate
levels. It would be interesting to measure vitreous succinate and VEGF levels in our
mice in future studies. In addition, it would be mechanistically insightful to assess
GPR91 expression in the eyes of all mouse strains before and after SGLT2 inhibition as
GPR91 and SGLT2 (unpublished data) are both expressed in retinal ganglion cells.

Hyperactivation of the SNS is characteristic of many metabolic diseases such as
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Figure 3

Figure 3  The diabetic retinopathy pathogenic metabolite, succinate, is downregulated with sodium glucose co-transporter 2 inhibition in Akimba mice. A:
Serum succinate levels in Akimba mice treated with dapapagliflozin; B: Serum succinate levels in Akimba mice treated with empagliflozin; C: Serum levels of the
beneficial short chain fatty acid, butyric acid, are elevated in diabetic Akita mice with sodium glucose co-transporter 2 inhibition. n = 3-7 mice/group for all groups
except for control Akimba (Figure 3B) where n = 2; aP < 0.03; Data represented as mean ± SE.

obesity and T2D[41,42]. Our team previously studied the impact of SGLT2 inhibition on
SNS activation[31,32]. We were the first to demonstrate in human proximal tubular cells
and mouse models of obesity and neurogenic hypertension that: (1) Activation of the
SNS via increased secretion of norepinephrine up-regulates SGLT2 protein levels and
promotes SGLT2 translocation to the cell membrane; (2) Treatment of mice with a
high fat diet and the SGLT2 inhibitor dapagliflozin promotes glucosuria, decreased
weight gain and facilitated better glucose control; and (3) SGLT2 inhibition reduced
SNS  innervation  in  the  kidney  and  the  heart.  Our  data  suggests  that  SGLT2
expression is upregulated by the major neurotransmitter of the SNS and that SGLT2
inhibition promotes sympatho-inhibition. Excitingly, we also now show that SGLT2
inhibition is once again sympathoinhibitory in our T1D and DR mouse models (Figure
4).

It appears that dapagliflozin was more bioactive than empagliflozin when it comes
to the effects on succinate levels (Figure 3A and B).  It  has been shown in mouse
models that dapagliflozin is superior to empagliflozin as it has an increased half-life,
longer  duration  of  action,  higher  distribution  and  long  retention  period  in  the
kidney[43]. Therefore, this could be the likely reasoning for the dapagliflozin being
more bioactive in relation to succinate levels.

Interestingly, empagliflozin was able to reduce norepinephrine levels to a greater
degree  compared  to  dapagliflozin  in  diabetic  Akita  mice  (Figure  4A).  This  is
interesting in the context of the EMPA-REG study[17]. In this study, factors driven by
an increased SNS such as mortality from CVD were reduced to a markedly greater
degree compared to the dapagliflozin DECLARE–TIMI 58 clinical  trial[44].  Hence,
regulation of the SNS may be one factor where empagliflozin may be specifically
more effective than dapagliflozin.

The activation status of the SNS in T1D is currently quite controversial. It has been
shown that there was a reduction in islet selective sympathetic nerves in human T1D
pancreata isolated during autopsy compared to non-diabetic controls[45]. On the other
hand, it has been demonstrated that children with T1D have a higher incidence of
postural  orthostatic  tachycardia syndrome which is  associated with sympathetic
overactivity[46,47]. Our study conclusively shows that SGLT2 inhibition reduced levels
of norepinephrine in our T1D and DR mouse models.

We assessed serum levels of the adipokine leptin in our mice treated with SGLT2
inhibitors or not. It was clear that leptin levels were reduced with SGLT2 inhibition
with dapagliflozin and empagliflozin,  particularly in C57BL/6J and Kimba mice
(Figure 5A-C). This appears to be a common phenomenon that has been observed in
response  to  a  range  of  SGLT2  inhibitors  which  include  ipragliflozin  and
canagliflozin[33,48].  We can conclude that the reductions in leptin were not due to
reductions in body weight after SGLT2 inhibition in C57BL/6J and Kimba mice (data
not shown). Reductions in leptin may also be metabolically beneficial as leptin is
known to activate the SNS and may impair pancreatic β-cell function[49,50]. In future
studies, we will also assess the effect of SGLT2 inhibition on other adipokines such as
TNF-α and IL-6.

We are the first study to compare and contrast the effects of SGLT2 inhibition on
the main products and intermediate metabolites of  gut metabolism in Akita and
Akimba  mice.  Excitingly,  our  results  highlighted  that  after  SGLT2  therapy,  the
pathogenic biomarker succinate is reduced in our Akimba DR mouse model. Our next
task is to ascertain whether our finding may be reproduced in a human DR cohort
treated with the SGLT2 inhibitor empagliflozin.
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Figure 4

Figure 4  Inhibition of sodium glucose cotransporter 2 promotes sympathoinhibition in the kidney of diabetic Akita and Akimba mice. A: Renal
norepinephrine levels in Akita; B: Renal norepinephrine levels in Akimba mice. n = 3-7 mice/group; aP < 0.05; bP < 0.005; All data represented as mean ± SE.

Figure 5

Figure 5  Inhibition of sodium glucose cotransporter 2 reduces serum leptin levels. A: Serum leptin levels in C57BL/6J. B: Serum leptin levels in Kimba mice
treated with dapagliflozin. C: Serum leptin levels in Kimba mice treated with empagliflozin. n = 4-7 mice/group; aP < 0.05; All data represented as mean ± SE.

ARTICLE HIGHLIGHTS
Research background
Type 1 diabetes (T1D) dramatically increases chronic microvascular complications which is a
leading cause of diabetes associated morbidity. Both human and murine studies highlight the
role of the gut microbiome and gut dysbiosis in the pathogenesis of numerous diseases. It is
well-established that  diabetes and its  complications are of  multifactorial  aetiology.  Recent
studies have highlighted the importance of perturbations in the gut microbiota as a contributing
factor in the development and progression of diabetes and related complications. Therefore,
many studies are now focusing on the gut microbiome as a potential source of biomarkers of
diabetes and its complications.

Research motivation
The sodium glucose co-transporter 2 (SGLT2) inhibitors are a novel class of oral antidiabetic
medications specifically used in the treatment of type 2 diabetes. It  is well established that
SGLT2 inhibitors block glucose reabsorption in the renal proximal tubules, thereby resulting in
excretion  of  glucose  in  the  urine  and  leads  to  improvements  in  metabolic  and  glycaemic
parameters. However, preclinical and human studies investigating the beneficial mechanisms of
SGLT2  inhibition  in  T1D and  its  complications  are  currently  limited.  Further  pre-clinical
investigations are essential to elucidate the underlying mechanisms by which SGLT2 inhibitors
may impact the progression of T1D and its related complications. Therefore, we hypothesised
that SGLT2 inhibition may exert its protective effects via alterations of the gut microbiome and
tested this in a mouse model of T1D and diabetic retinopathy.

Research objectives
To investigate whether the treatment of type 1 diabetic mice with two independent SGLT2
inhibitors (empagliflozin and dapagliflozin) will affect gut health.

Research methods
To address the specific aims of our study, we used two of the most widely investigated SGLT2
inhibitors, empagliflozin or dapagliflozin and administered it to 10 wk old C57BL/6J, Akita,
Kimba and Akimba mice for 8 wk via drinking water. At the end of the experiment, all mice were
sacrificed and sera was collected. The concentration of succinate and the short-chain fatty acid
(SCFA) butyric acid was measured using gas chromatography-mass spectrometry and enzyme
immunoassays were conducted to determine insulin, leptin and norepinephrine concentrations.
Pancreatic tissue was also wax embedded, sectioned and stained with haematoxylin and eosin
and analysed using brightfield microscopy.

Research results
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In comparison to C57BL/6J and Kimba mice, both Akita and Akimba mice showed reduced
levels of insulin production due to the presence of the Akita allele. In line with this, Akita mice
also showed the presence of apoptotic bodies within the pancreatic islets and the acinar cells of
both the Akita and Akimba mice displayed swelling which is suggestive of acute injury or
pancreatitis. In Akimba mice, SGLT2 inhibition with dapagliflozin for 8 wk significantly reduced
succinate  levels  when compared to  vehicle  treated  mice.  Furthermore,  succinate  levels  in
Akimba mice treated with the SGLT2 inhibitor empagliflozin showed a similar trend. In diabetic
Akita mice, the beneficial SCFA butyric acid was significantly increased after dapagliflozin
treatment  when  compared  to  vehicle.  There  was  a  significant  reduction  in  the  kidney
norepinephrine  content  in  both  dapagliflozin  and  empagliflozin  treated  Akita  mice.
Furthermore,  the  diabetic  Akimba  mice  also  showed  a  significant  reduction  in  kidney
norepinephrine content when treated with empagliflozin. Lastly, both non-diabetic C57BL/6J
and Kimba mice showed significantly reduced serum leptin levels after dapagliflozin therapy.

Research conclusions
Our novel study compares and contrasts the effects of SGLT2 inhibition on the main products
and intermediate metabolites of gut metabolism particularly in Akita and Akimba mice. We
conducted studies using two independent SGLT2 inhibitors and showed that both inhibitors
reduced  the  pathogenic  biomarker  succinate  in  our  novel  T1D  Akimba  mouse  model  of
retinopathy. However, in relation to succinate levels in Akimba mice, dapagliflozin was more
bioactive  than empagliflozin,  potentially  due to  factors  such as  increased half-life,  longer
duration of action, higher distribution and long retention period in the kidney. Furthermore, we
demonstrate for the first time that SGLT2 inhibition is sympathoinhibitory in a T1D mouse
model.

Research perspectives
In line with our findings,  it  would be mechanistically insightful in the future to assess the
expression of the succinate specific receptor GPR91 in ocular tissue before and after SGLT2
inhibition as SGLT2 is expressed in the eye. Furthermore, it is important to determine whether
our findings can be reproduced in patients with T1D and its complications who are treated with
SGLT2 inhibitors.
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