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Abstract
Introduction—The intestinal sodium-glucose cotransporter SGLT1 is responsible for all secondary
active transport of dietary glucose, and thus presents a potential therapeutic target for obesity and
diabetes. SGLT1 expression varies with a profound diurnal rhythm, matching expression to nutrient
intake. The mechanisms entraining this rhythm remain unknown. We investigated the role of local
nutrient signals in diurnal SGLT1 entrainment.

Methods—Male Sprague-Dawley rats, acclimatized to a 12: 12 light: dark cycle, underwent
laparotomy with formation of isolated proximal jejunal loops (Thiry-Vella loops). Animals were
recovered for 10 days before harvesting at four six-hourly intervals (Zeitgeber times ZT3, ZT9, ZT15,
ZT21 where ZT0 is lights-on; n=6–8). SGLT1 expression was assessed in protein and mRNA extracts
of mucosa harvested from both isolated loops (LOOP) and remnant jejunum (JEJ).

Results—Isolated loops were healthy but atrophic, with minimal changes to villus architecture. A
normal anticipatory rhythm was observed in Sglt1 transcription in both LOOP and JEJ, with peak
signal at ZT9 (2.7-fold, p<0.001). Normal diurnal rhythms were also observed in protein signal, with
peak expression in both LOOP and JEJ at ZT9 to 15 (2.1-fold, p<0.05). However, an additional more
mobile polypeptide band was also observed in all LOOP samples, but not in JEJ samples (61kDa
versus 69kDa). Enzymatic deglycosylation suggested this to be deglycosylated SGLT1.

Conclusions—Persistence of SGLT1 rhythmicity in isolated loops indicates that diurnal induction
is independent of local luminal nutrient delivery, and suggests reliance on systemic entrainment
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pathways. However, local luminal signals may regulate glycosylation and therefore post-translational
handling of SGLT1.
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Introduction
The intestinal sodium-glucose cotransporter SGLT1 is the archetypal sodium-dependent
symporter, and is responsible for all intestinal secondary active transport of glucose1. SGLT1
is located on the brush-border membrane of enterocytes throughout the small bowel, and co-
transports glucose into the enterocyte along an electrochemical sodium gradient. Glucose then
exits the enterocyte through basolateral GLUT2 facilitated glucose transporters into the portal
system2. Transporter-mediated uptake of glucose accounts for the majority of intestinal glucose
uptake under physiological conditions3, 4, and studies show the competitive inhibitor
phloridzin effectively abolishes glucose uptake4, 5. As such, SGLT1 represents a putative
therapeutic target for obesity and associated type 2 diabetes mellitus, highlighted by emerging
evidence for dysregulation of SGLT1 in these disease states6–10. Despite the importance of
SGLT1, both in normal intestinal physiology and in disease, its regulation is not completely
understood- limiting development of potential treatment strategies.

The human SGLT1 protein has 664 amino acids with a single N-glycosylation site at Asn248
(approximately 9–11kDa)11–13. The holoprotein runs on SDS-PAGE with an apparent
molecular weight of 68–74kDa2,13,14. Glycosylation does not appear necessary for SGLT1
function, but occurs as the protein trafficks the endoplasmic reticulum and trans-Golgi
apparatus13,15,16.

We and others have shown that intestinal SGLT1 expression is tightly matched to expected
and actual nutrient delivery17–19. Most mammals preferentially feed with a diurnal periodicity,
and glucose transport has repeatedly been shown to vary with a diurnal rhythm to match
transport capacity with expected nutrient intake5,20–22. At a molecular level, SGLT1 protein
abundance varies over a 2 to 3-fold range, with peak expression shortly after nutrient intake
begins. In nocturnally feeding rats, this is soon after the onset of darkness. The increase in
protein is preceded by several hours by an increase in Sglt1 mRNA abundance, which varies
over a 5-fold range. This diurnal rhythmicity has been confirmed in primates (Rhesus
monkeys), although off-set by 12 hours reflecting the day-time feeding preferences of these
animals17.

The cuing mechanisms involved in the establishment of diurnal rhythms in SGLT1 remain
unknown. Diurnal SGLT1 rhythms in rats are greatly affected by preceding feeding schedules,
and persist during brief fasting for several days19. Imposing a daylight feeding rhythm on
nocturnal rodents leads to a rapid shift in the phase of both transcriptional and SGLT1 protein
rhythms, to match the imposed nutrient intake patterns19. Diurnal rhythms in glucose transport
capacity are ablated by continuous total parenteral nutrition, but maintained by pulsed total
parenteral nutrition23, suggesting that alternating nutrient delivery is the cuing factor.

To investigate how nutrients may entrain SGLT1, we examined SGLT1 rhythmicity in isolated
Thiry-Vella loops. We now describe persistence of diurnal rhythms in isolated loops, as well
as suggesting luminal contents may regulate the post-translational handling of SGLT1.
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Methods
Animals

All studies were prospectively approved by the Harvard Medical Area Standing Committee on
Animals. Male Sprague Dawley rats (350–361g, Harlan, Indianapolis, IN) were purchased and
acclimatized to a 12:12 hour light-dark cycle under constant humidity and temperature for
seven days. Lights were switched on at 7AM. Rat chow and water was provided ad libitum
throughout the experiment. On the day of operation, animals were anesthetized with sodium
pentobarbital (50mg/kg IP injection, Ovation Pharmaceuticals, Deerfield, IL) and underwent
formation of a Thiry-Vella isolated jejunal loop. The animal was placed on a warming pad,
and under aseptic conditions a midline laparotomy was performed, and the jejunum transected
at 5cm and 22cm distal to the ligament of Trietz. The intervening 17cm length of jejunum (the
Thiry-Vella loop) was exteriorized on its mesenteric pedicle to the right of the midline. Two
small incisions were made in the abdominal wall, and the proximal and distal cut ends of bowel
were exteriorized before fashioning ostomies using interrupted 6/0 PDS. A tacking suture was
also placed between the antimesenteric aspect of the bowel, just within the abdominal cavity,
and the peritoneum to prevent stomal prolapse. The proximal and distal cut ends of the
remaining jejunum were anastomosed to restore enteric continuity. Stay sutures, again
interrupted 6/0 PDS, were placed in the mesenteric and antimesenteric aspects, in particular
ensuring good apposition at the mesenteric corner. The anastomosis was then completed using
a total of 10–12 interrupted sutures. At all times, the bowel was kept damp using sterile swabs
soaked with normal saline. A thorough lavage was then performed (3× 20mL warmed normal
saline) before closing the abdominal wall in two layers using a 3-0 vicryl suture. Post-
operatively, animals were recovered in a warm box before return to the animal facility.
Buprenorphine (0.05mg/kg sc BD; Bedford Laboratories, Bedford, OH) was provided as
analgesia for 48 hours. A single dose of ketoprofen 5.0 mg/kg sc (Fort Dodge Animal Health,
Fort Dodge, IA) was also administered post-operatively.

Animals were maintained for 10 days post-operatively, with ad libitum access to rat chow and
tap water. This survival duration was chosen as preliminary studies showed this to be a week
after weight gain recommenced. Thiry-Vella loops were flushed daily for the first three days
post-operatively using 5–10mL of normal saline, to remove any luminal debris. At the end of
the study, 6–8 rats were harvested at each of four times: Zeitgeber time ZT3, ZT9, ZT15 and
ZT21 (ZT0 is defined as lights on; harvest times correspond to 10AM, 4PM, 10PM, 4AM,
respectively). Rats were anesthetized using sodium pentobarbital 50mg/kg IP before
laparotomy. Any adhesions were gently taken down and the loop and jejunum mobilized. The
intact jejunum was flushed with excess ice-cold phosphate-buffered saline, pH7.4, while on
its mesenteric pedicle. 14cm of jejunum was then excised from 1cm distal to the anastomosis,
opened on a glass plate over ice, before scraping with glass microscope slides to retrieve
mucosa. Jejunal mucosa (JEJ) was then divided into four aliquots and flash frozen in liquid
nitrogen. The process was repeated for Thiry-Vella loops (LOOP), harvesting mucosa from
the bowel less 1cm from either stoma.

Morphology
At harvest, 1cm sections of each of LOOP and JEJ were harvested at ZT15 (10PM, peak glucose
uptake in previous experiments) were placed in 10% buffered formalin and allowed to
equilibrate for at least 24 hours at 4°C. Sections were then dehydrated in ethyl alcohol and
embedded in paraffin, ensuring the section of bowel was orientated transversely to the plane
of sectioning.

Sections were then cut at 4μm thickness on a microtome, mounted on Superfrost slides and
deparaffinized in 100% xylene. After rehydration, slides were stained with hematoxylin and
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eosin before coverslipping. Slides were examined under a light microscope (Olympus BX50,
Olympus, Center Valley, PA) at 40–400x magnification, and the following parameters
measured in triplicate for each animal: maximum diameter of the intestine (major axis of the
ellipse); diameter along the minor axis (perpendicular to major axis at the mid-point); the villus
height; villus width at tip and base; crypt depth; and enterocyte diameter at mid-villus (as
measured by number of nuclei observed over 125μm). Representative samples were
photographed under 40x magnification (Nikon Labophot, Melville, NY; Polaroid DMC2
camera and software, Polaroid, Concord, MA), and the photomicrographs for each section
joined as a composite using Adobe Photoshop CS2 (Adobe, San Jose, CA).

mRNA Analysis
Total cellular RNA was extracted from mucosa using the mirVANA mRNA extraction kit
(Ambion, Austin, TX). Mucosa was homogenized in ice-cold lysis buffer using a pipette, and
RNA extracted into phenol: chloroform. Nucleic acids were precipitated using absolute
alcohol, and adsorbed to a ceramic filter. After appropriate washes, mRNA was eluted and
quantified using a spectrophotometer (Spectramax M5; Molecular Devices, Sunnyvale, CA).
mRNA was then reverse transcribed using a Superscript III kit (Invitrogen, Carlsbad, CA) with
oligo(DT) priming, according to protocols provided by the manufacturer. All reverse
transcription, and subsequent quantitative PCR was performed simultaneously, to minimize
variability. After appropriate dilution of the cDNA library, qPCR was performed using SYBR
green master mix (Applied Biosystems, Foster City, CA) and primers against rat Sglt1 and
Actin. Primers used were as follows: Sglt1 5′-CCAAGCCCATCCCAGACGTACACC and 5′-
CTTCCTTAGTCATCTTCGGTCCTT; Actin 5′-GGATCAGCAAGCAGGAGTACGA and
5′-AACGCAGCTCAGTAACAGTCCG. qPCR was performed on 384-well plates using an
ABI7900HT thermal cycler (Applied Biosystems), with 2 min at 50 C then 10 min 95°C,
followed by 40 cycles of 15 sec 95°C and 1 min 60°C. A dissociation protocol was also
employed, enabling verification of a single amplicon. Use of 384-well plates allowed
simultaneous analysis for Sglt1 and for Actin, again minimizing variation within the process.
Sglt1 expression was normalized against Actin signal as a loading control.

Whole cell protein extraction and Western Immunoblotting
An aliquot of mucosa was thawed in 1ml chilled Triton X lysis buffer (Boston Bioproducts,
Ashland, MA) containing 10μL protease inhibitor (Sigma, St Louis, MO). On ice, the sample
was homogenized for 30 seconds with a polytron, before sonication for 60 seconds. Whole cell
protein was separated on a refrigerated microcentrifuge at 11000g for 15 minutes. Protein was
quantified using the bicinchoninic acid assay, against bovine serum albumen standards, and
stored at −80°C prior to further analysis. Protein samples were thawed on ice, and 50–60μg
total cell lysate protein dissolved in LDS buffer before linearizing at 95°C for 6 minutes. After
cooling, samples were loaded to 10% bis-tris gels and run at 100V in MOPS running buffer
(Invitrogen) to maximize band separation in the 40–80kDa molecular weight range. On each
gel, a representative sample from an animal from each time point was included. Both LOOP
and JEJ samples were included in each gel, as was a standard sample used to compare gels.
Gels were then transferred to PVDF membranes (Invitrogen), before blocking the membrane
with 10% casein (Vector Laboratories, Burlingame, CA) and incubating for two hours with
anti-SGLT1 antibody (1:4000, Chemicon International, Temecula, CA) in PBS-tween
containing 5% casein. After further washing, the membranes were probed with peroxidase
labeled anti-rabbit antibodies (1:5000, Vector Laboratories), then washed again. Blots were
revealed using ECL chemiluminescence reagent detected with Kodak high-speed film
(Eastman Kodak, Rochester, NY). The membrane was stripped for 15 minutes (Alpha
Diagnostics International, San Antonio, TX) before re-blotting for actin using pan-actin
antibodies (1:500, Neomarkers, Fremont, CA) and peroxidase-tagged anti-mouse antibodies
(1:5000, Vector Laboratories).
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Semi-quantitative densitometry was performed after scanning the film using a Canoscan 4200F
plate scanner (Canon, Lake Success, NY) and ArcSoft Photostudio V5.5 software (ArcSoft,
Fremont, CA). Images were imported into Image J (National Institutes of Health, Bethseda,
MD) and band densities calculated. Band densities were first normalized to actin as a loading
control, and then indexed to the standard sample run on each gel.

Deglycosylation Experiments
Deglycosylation of selected LOOP samples was performed with the N-Glycanase Enzymatic
Deglycosylation Kit (ProZyme, San Leandro, CA) in accordance with the manufacturer’s
instructions. Briefly, whole-cell lysate, containing 150–200μg of protein, was made up to
20μL volume with reaction buffer. SDS was added (2.5% final volume) and the protein
denatured by boiling. NP-40 was added, and either 4μL N-Glycanase or water (as a control)
was added. The sample was then incubated for 96 hours at 37°C, with regular resuspension of
the precipitate. LDS electrophoresis sample buffer (Invitrogen) was added, and the sample
reboiled before separating the protein with SDS-PAGE. Protein was transferred to a PVDF
membrane, then Western blotting performed for SGLT1 as described above. The experiment
was repeated in triplicate with three different LOOP samples.

Statistical Analysis
Transcription data were analysed with post-hoc ANOVA, whilst protein data were analysed
with non-parametric tests (Kruskal-Wallis ANOVA). Statistical analysis was performed using
Statistica statistical software package (StatSoft, Tulsa, OK). In both cases, diurnal rhythm data
were also analysed using the cosinor periodogram analysis program freely available on-line
(www.circadian.org), treating the data as a cross-sectional period analysis. For direct
comparisons between LOOP and JEJ samples, paired T tests were used. P<0.05 was taken as
significant. For analysis of molecular weights, observed migration of protein standards was
measured and plotted against known weights on a semi-log scale. An exponential line of best
fit was then calculated using Microsoft Excel 2000 (Microsoft, Redmond, WA), and the derived
equation used to compute the apparent molecular weights of immunoblots.

Results
29 of 38 rats (n=6–8 per time point) survived surgery, remained healthy and gained weight as
shown in Figure 1. Mean weight at harvest was 343±2g. The remaining died or were euthanized
within the first 48 hours post-operatively, and subsequently excluded from further study.
Necropsy showed internal hernias through the either the loop or mesenteric defect with
accompanying intestinal obstruction, or anastomostic leak. No other animals were excluded.
In all surviving rats, the remnant jejunum exhibited no evidence of edema or distension while
the loop was atrophied but was clearly viable and well perfused.

Luminal isolation reduces absorptive surface area
Histology sections confirmed macroscopic impressions that the diameter of LOOP sections
was significantly reduced compared to that of JEJ, with major axis diameters 62% greater in
JEJ compared to LOOP (P<0.001 on paired T tests; see Table 1). However, mucosa within
LOOP sections remained viable and healthy (Figure 2), with no significant changes in villus
parameters measured, although there was a trend to reduced villus height (24% reduction in
height, P=0.08) in LOOP sections. Enterocyte diameter was significantly reduced by a similar
degree in LOOP sections (25% reduction, P<0.001), and it is therefore possible that reduced
enterocyte diameter is the underlying etiology of any change in villus parameters.
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Sglt1 transcription is independent of local luminal signals
A normal, anticipatory diurnal rhythm was observed in the intact jejunum (JEJ) across the time
points studied. Peak Sglt1 transcription occurred at ZT9, with a 3.2-fold change compared to
ZT21 (P<0.001 on ANOVA, Figure 3). Wave analysis using cosinor periodicity confirmed
diurnal rhythmicity with predicted peak transcription at ZT14, P<0.001. Loop samples (LOOP)
showed an identical pattern, with a 2.7-fold change compared to ZT21 (P<0.001). Again
cosinor analysis confirmed a significant diurnal rhythm (acrophase at ZT14, P<0.001). Sglt1
mRNA abundance was similar between LOOP and JEJ at all times (P=0.08–0.86) except ZT21,
when the LOOP mRNA signal was slightly higher (P=0.003).

SGLT1 protein translation is independent of local signals
On immunoblots, the SGLT1 protein had an apparent weight of 69kDa. A representative
Western blot is shown in Figure 4. Densitometry of JEJ samples revealed a significant rhythm
by ANOVA (P=0.037, Kruskal-Wallis ANOVA, Figure 5). The rhythm was similar to that in
our previous studies5,24, but the peak was somewhat earlier than ZT9 with a slightly lower
amplitude. Cosinor analysis detected a significant rhythm (P=0.022), with an estimated
amplitude of 2.4-fold and acrophase at ZT13.

A normal diurnal rhythmicity was observed in loop samples, with peak at ZT15 (P=0.0116,
Kruskal-Wallis ANOVA, Figure 5). Cosinor analysis confirmed diurnal rhythmicity (P=0.003,
acrophase at ZT14, 2.1-fold change). Protein expression did not differ between LOOP vs. JEJ
samples at any time (P=0.16–0.99, paired t test).

Luminal exclusion influences post-translational modifications of SGLT1
Unexpectedly, all LOOP samples contained a more rapidly migrating SGLT1 polypeptide that
was absent from almost all JEJ samples (see Figure 4). To determine the difference in molecular
weights, a standard curve was generated from the protein markers. By this technique, the
apparent molecular weights of the two SGLT1 species were 69kDa and 61kDa, with a
difference of 8kDa. Correspondence of this mass to the N-linked oligosaccharide on N-248
suggested that the 69kDa species was the unglycosylated form of SGLT1. To test this
possibility, LOOP protein lysates were subjected to enzymatic deglycosylation.
Deglycosylation led to disappearance of the 69kDa band, but no change in mobility of the
61kDa band (Figure 6). This result indicates that the 61kDa species is indeed unglycosylated
and rather than a truncated SGLT1 protein. This test was repeated a total of three times with
different LOOP samples. Densitometry demonstrated that unglycosylated SGLT1 was only a
minor component in JEJ samples (2.9±1.5%; P<0.001) but had an abundance similar to that
of native SGLT1 in LOOP samples (110±12%).

Discussion
The anticipatory diurnal rhythms in SGLT1 expression and function presumably serve to match
glucose transport capacity to expected nutrient intake. Potential entraining signals could
originate locally (intestinal lumen) and/or systemically (via neural or hormonal pathways). In
this study, we tested for the presence of a local signaling mechanism by examining SGLT1
rhythmicity in isolated jejunal loops. Our results demonstrate that both SGLT1 transcription
and translation are independent of local luminal nutrients and, therefore, suggest that the
entrainment mechanism is predominantly systemic rather than local. We demonstrated very
similar levels of SGLT1 expression between isolated loops and jejunum. However, it is
important to note that all the Thiry-Vella loops were atrophic, in accordance with multiple
previous reports of isolated loops. We did not measure functional glucose transport capacity
(due to limited availability of tissue for the required assays, and difficulty mounting the atrophic
loops as everted sleeves), and it is important to note that the macroscopic changes in the loops
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may have further influences on functional glucose uptake which cannot be accounted for in
this study. We did notice a slight non-significant increase in SGLT1 protein expression at ZT9
in JEJ compared to LOOP samples. Importantly, rhythm analysis suggested very similar
acrophases, with peak predicted expression at ZT13 and ZT14 respectively. Furthermore, we
note a small significant increase in the baseline (ZT21) transcription of Sglt1; the significance
of this is difficult to interpret as the transcription rate is comparatively low. Furthermore, it
may simply reflect differing topographical location of the LOOP compared to the JEJ sections.

The persistence of SGLT1 rhythmicity following isolation of jejunal loops for 10 days, a period
longer than necessary to shift the rhythm19, provides direct evidence for its independence from
local luminal nutrients. Our conclusion is supported by several previous studies. Circumvention
of the intestinal lumen by parenteral nutrient delivery demonstrated that diurnal rhythmicity
of glucose transport and disaccharidase activity25 could be maintained by discontinuous
delivery but was abolished by continuous delivery. In addition to showing independence from
luminal nutrients, this result suggested that rhythmicity is not an inherent property of the
intestine and that systemic nutrient delivery is sufficient to activate the diurnal entrainment
pathway. Further evidence of SGLT1 regulation via systemic signals was derived from studies
of the post-prandial increase in canine jejunal absorptive capacity26,27. In this model, jejunal
feeding led to a rapid upregulation in the water and glucose uptake capacity of the Thiry-Vella
loop with properties characteristic of SGLT128. While diurnal changes were not examined,
this study does support reliance on systemic signaling for SGLT1 regulation. Of interest, local
anesthetic agents suggested that co-ordination of SGLT1 regulation occurred through neural
pathways29. Similarly, diurnal rhythmicity of sucrase persisted in blind jejunal sacs, a model
also designed to test the requirement for luminal signaling30. In contrast similar experiments
in Burmese pythons (which show rapid upregulation in glucose transport capacity after feeding)
showed dissociation between absorptive capacity in the loop and the jejunum, at least in the
first few days31. However, the much stronger reliance of the python mucosa on luminal
nutrients may reflect the dramatic cycles of atrophy and proliferation resulting from its eating
rhythms32.

We have previously demonstrated that the anticipatory rhythm in Sglt1 transcription is
independent of vagal innervation24. We now demonstrate that it is regulated at a whole bowel
level and is independent of local luminal nutrients or proximal pancreaticobiliary paracrine
signals. This suggests that endocrine hormonal control may regulate Sglt1 transcription, either
directly or indirectly through for example peripheral oscillator genes33–35. In particular,
corticosteroids have been implicated in the co-ordination of peripheral circadian clocks36, and
there is circumstantial evidence linking corticosteroid hormones to the regulation of intestinal
hexose transporters37. Whilst the enteric nervous system remains a possible co-ordinator of
Sglt1 transcription, the Thiry-Vella loop and hence intrinsic nervous system was isolated from
the remainder of the bowel. Thus, if the enteric nervous system is important in the cuing of
Sglt1 transcription, it must be receiving external systemic cues. Nevertheless, extrinsic
innervations, such as sympathetic pathways, remained intact and are possible cuing pathways.
Furthermore, there remains the possibility that the anticipatory rhythm in the loop was residual
from rhythms entrained prior to surgery. However, previous studies with extended fasts in
rodents show loss of protein rhythmicity after four days, therefore residual rhythmicity is less
likely19. This study has further shown that SGLT1 protein rhythmicity is independent of local
luminal factors, consistent with the previous demonstration that it is regulated by vagal
pathways.

We report in this study the surprising finding of an apparent change in the electromobility of
SGLT1. This supports previous findings by Motohashi et al., in experiments using transplanted
isolated jejunal loops in rats38. This group showed a similar magnitude shift in the apparent
molecular weight of SGLT1, as well as reporting a reduction in SGLT1 expression that was at
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least partly due to acute graft rejection. They did not, however, further investigate the etiology
of the shift in SGLT1 electromobility. This change in apparent molecular weight suggests
disruption of the normal post-translational handling of SGLT1, with likely possibilities being
either a truncated protein (due to disrupted translation or enhanced proteolysis) or failure of
glycosylation. Our deglycosylation experiments suggested that this is a deglycosylated SGLT1
rather than a truncated protein, as deglycosylation increased the mobility of the mature protein
with no change in the more mobile band. As glycosylation occurs when the protein trafficks
the trans-Golgi apparatus, this suggests that luminal isolation may lead to trafficking arrest of
SGLT1. The luminal substrate regulating post-translational handling of SGLT1 remains
unknown, as does the pathway by which this is mediated. However, we note inhibition of
constitutive nitric oxide synthesis within enterocytes has recently been reported to inhibit
glycosylation of SGLT1, leading to similar shifts in apparent molecular weight39. It is possible
therefore that exclusion from enteric passage inhibits constitutive nitric oxide synthase, leading
to trafficking arrest of SGLT1.

While we suggest the changes in apparent molecular weight reflect the presence of an
unglycosylated SGLT1, it remains unclear whether this represents SGLT1 that has failed to
undergo glycosylation (for example, due to trafficking arrest) or has been actively
deglycosylated. If the latter, this would suggest a physiological role for the phenomenon by
limiting SGLT1 activity.

In summary, we have demonstrated that local luminal nutrients are not required for the
maintenance of diurnal rhythms in SGLT1 transcription and translation, although they may
exert a direct effect on the post-translational handling of SGLT1.
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Figure 1.
Mean animal weight after surgery, showing normal weight gain by the end of the experiment.
The day of surgery is Day 0. Plots show mean data, while error bars display standard error of
the mean; n=29.
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Figure 2.
Representative composite photomicrographs of sections from JEJ (A) and LOOP (B) under
40x magnification. Both sections are from the same animal. The increased diameter in JEJ
sections is apparent, as is the tendency for increased villus height. Crypt depth is unchanged
between LOOP and JEJ. The scale bar represents 1mm. JEJ; jejunum in enteric continuity.
LOOP; isolated jejunal loop.
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Figure 3.
Sglt1 transcription across diurnal time points in isolated loop (LOOP) and jejunum (JEJ),
showing an anticipatory rhythm in both (* P<0.001 compared to ZT21). Points show means ±
standard error; n=6–8. JEJ: jejunum in enteric continuity; LOOP: isolated jejunal loop; SGLT1:
sodium-glucose cotransporter 1; ZT: Zeitgeber time.
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Figure 4.
Representative immunoblot for SGLT1, showing a clear diurnal rhythmicity in both intact
jejunum (JEJ) and isolated loop (LOOP) mucosa. Of note, an additional band was observed at
61kDa on all loop specimens, but none of the jejunal samples. JEJ: jejunum in enteric
continuity; LOOP: isolated jejunal loop; SGLT1: sodium-glucose cotransporter 1.
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Figure 5.
Semi-quantitative densitometry for SGLT1 protein expression against time. A clear diurnal
rhythmicity is seen across the diurnal period in both Thiry-Vella loop (LOOP) and jejunal (JEJ)
samples. Protein data has been indexed to a standard sample. * P<0.05 compared to ZT3. Points
show means ± standard error; n=6–8. SGLT1: sodium-glucose cotransporter 1; ZT: Zeitgeber
time.
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Figure 6.
A representative Western blot from enzymatic deglycosylation experiments, showing 200μg
of protein incubated with water (Lane 2, control) or 4μL N-glycanase (Lane 3) for four days
at 37°C. Lane 1 is an untreated control. The band for SGLT1 holoprotein at 69kDa is lost after
deglycosylation, but there is no shift in apparent weight of the 61kDa protein. Experiments
were repeated in triplicate using three different LOOP samples. SGLT1: sodium-glucose
cotransporter 1.
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Table 1
Summary data for morphological analysis of the Thiry-Vella loops, with data taken from samples harvested at ZT15
(10PM, n=7).

Parameter JEJ LOOP P Value

Diametermax 5.0±0.2mm 3.1±0.2mm <0.0001

Diametermin 2.0±0.2mm 1.8±0.1mm 0.39

Villus Height 510±41μm 390±29μm 0.08

Villus Width at Tip 100±6μm 100±7μm 0.97

Villus Width at Base 145±9μm 160±17μm 0.39

Crypt Depth 210±9μm 200±9μm 0.77

Enterocyte Diameter 7.3±0.2μm 5.5±0.1μm <0.0001

Data presented represents mean ± standard error; P values calculated using two tailed paired T tests. JEJ: jejunum in enteric continuity; LOOP: isolated
jejunal loop; Diametermax: major axis diameter; Diametermin: minor axis diameter, perpendicular to the mid-point of the major axis.
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