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Abstract 

Hyperuricemia (HUA) is a metabolic disease characterized by elevated serum uric acid (SUA). 
Empagliflozin, a kind of sodium-glucose cotransporter 2 inhibitors, has recently emerged as a new 
antidiabetic agent by facilitating glucose excretion in urine. Moreover, there was evidence of SUA 
reduction following treatment with empagliflozin in addition to glycaemic control, while the molecular 
mechanisms remain unknown. To investigate the potential mechanisms, the model of type 2 diabetes 
(T2DM) with HUA was established by combination of peritoneal injection of potassium oxonate and 
intragastric administration of hypoxanthine in KK-Ay mice. A series of method such as RT-PCR, western 
blot, immunochemistry, immunofluorescence were conducted to explore the mechanism. Our results 
showed that empagliflozin significantly ameliorated the levels of SUA and blood glucose in T2DM mice 
with HUA. Furthermore, in both kidney and ileum, empagliflozin obviously promoted protein expression 
of uric acid (UA) transporter ABCG2, p-AMPK, p-AKT and p-CREB. The same trend was observed in 
human tubular epithelial (HK-2) cells. Additionally, through application of an AMPK inhibitor (Compound 
C), it was further confirmed empagliflozin exerted its anti-hyperuricemic effects in an AMPK dependent 
manner. Meanwhile, with the help of ChIP assay and luciferase reporter gene assay, we found that CREB 
further activated ABCG2 via binding to the promoter of ABCG2 to induce transcription. Taken together, 
our study demonstrated that empagliflozin treatment played an essential role in attenuating HUA by 
upregulation of ABCG2 via AMPK/AKT/CREB signaling pathway. 
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Introduction 
Hyperuricemia (HUA) is associated with a 

variety of diseases such as gout and diabetes [1]. 
There is high prevalence of HUA among patients with 
type 2 diabetes (T2DM). Various studies have 
indicated that incidence of HUA in patients with 
T2DM was respectively 24.1% [2] and 33.8% [3]. 
Moreover, HUA has proven to be an independent risk 
factor for kidney disease progression [4, 5], and 
significantly correlated with the severity of 

retinopathy in patients with T2DM [6]. Accumulating 
data has indicated that HUA was closely associated 
with risks of increased prevalence of cardiovascular 
disease [2, 4], carotid intima-media thickness [7], 
hypertension [8] and metabolic syndrome [8] in 
individuals with T2DM. Thus developing a new type 
of agent to improve hyperglycemia and HUA seems 
increasingly urgent. 

Uric acid (UA) is a product generated from 
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metabolism of purines by xanthine oxidase (XO). In 
brief, HUA occurs when the balance between 
production and complicated course of UA handing in 
renal tubules and intestines is disrupted [9]. UA 
transporters are involved in complex processes. Urate 
transporter 1 (URAT1, SLC22A12) and glucose trans-
porter 9 (GLUT9, SLC2A9) are responsible for renal 
reabsorption, and ATP-binding cassette subfamily G 
member 2 (ABCG2), organic anion transporter 1 
(OAT1, SLC22A6), organic anion transporter 3 (OAT3, 
SLC22A8) facilitates renal secretion [9]. In addition, 
GLUT9 and ABCG2 has been also found to be 
expressed in intestines, which take part in the 
homeostasis of UA levels as well [10].  

The sodium–glucose co-transporter 2 (SGLT2) is 
primarily located in renal proximal tubules, and 
responsible for renal glucose reabsorption to maintain 
blood glucose homeostasis [11]. SGLT2 inhibitors, 
which exert the effect of blocking SGLT2 to promote 
urinary glucose excretion, have been developed as a 
newly approved oral hypoglycemic drug [11]. 
Empagliflozin, a potent and selective SGLT2 inhibitor 
[12], has been reported to reduce cardiovascular 
mortality [13], reduce blood pressure [14], and slower 
progression of kidney disease [15] in addition to 
glycemic control [16, 17]. Notably, it has been 
reported that empagliflozin helped to reduce serum 

uric acid (SUA) [18, 19].  
To date, the underlying mechanisms that 

empagliflozin reduces SUA remains largely 
unexplored. This study is designed to assess the role 
of empagliflozin on SUA in KK-Ay mice with HUA, 
and the underlying mechanism is involved with a 
focus on SGLT2 inhibitor on renal and intestinal UA 
transporters. 

Results 
Empagliflozin decreased serum uric acid and 
increased urinary uric acid excretion 

The body weight of mice from KK-Ay group, 
KK-Ay+HUA group, KK-Ay+HUA+EMP group was 
significantly increased compared with the body 
weight of C57BL/6J mice (Supplemental Figure 1A), 
while there was no significant difference in body 
weight among the KK-Ay group, KK-Ay+HUA 
group, KK-Ay+HUA+EMP group (Fig. 1A). As 
expected, the blood glucose in the KK-Ay group, 
KK-Ay+HUA group, KK-Ay+HUA+EMP group were 
significantly higher than that in the C57BL/6J mice 
(Supplemental Figure 1B), and there were no 
significant difference in blood glucose levels between 
KK-Ay group and KK-Ay+HUA group (Fig. 1B, 
Supplemental Figure 1B), but empagliflozin treatment 
notably lowered blood glucose levels (Fig. 1B, 

 

 
Figure 1. Effects of empagliflozin on biochemical parameter alterations in KK-Ay mice with hyperuricemia. (A-E) Body weight, blood glucose, serum uric acid, 
urinary uric acid and FEUA in the KK-Ay group, KK-Ay+HUA group and KK-Ay +HUA+EMP group after 8 week-treatment with empagliflozin. There was no significant 
difference in body weight among the three groups, while empagliflozin treatment notably lowered blood glucose and serum uric acid levels and increased the urinary uric acid 
excretion and FEUA. One-way ANOVA followed by Tukey’s test was applied to compare the differences between any two of three groups. The data are presented as the mean 
± SEM (n = 5 for each group). *P < 0.05 vs. KK-Ay group; #P < 0.05 vs. KK-Ay+HUA group. KK-Ay, non-treated KK-Ay mice as control; KK-Ay+HUA, non-treated KK-Ay mice 
with hyperuricemia induced by combination of peritoneal injection of potassium oxonate at dose of 250mg/kg and intragastric administration of hypoxanthine at dose of 
300mg/kg; KK-Ay+HUA+EMP, empagliflozin-treated KK-Ay mice with hyperuricemia induced by combination of peritoneal injection of potassium oxonate at dose of 250mg/kg 
and intragastric administration of hypoxanthine at dose of 300mg/kg. FEUA, fractional excretion of uric acid. 
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Supplemental Figure 1B). Next, we observed no 
notable difference in SUA between C57BL/6J group 
and KK-Ay group (Supplemental Figure 1C), 
however, the SUA of mice in KK-Ay+HUA group 
were dramatically increased (Fig. 1C, Supplemental 
Figure 1C), while empagliflozin obviously reduced 
the SUA (Fig. 1C, Supplemental Figure 1C). It was 

also demonstrated that the urinary UA levels and 
FEUA were significantly higher for KK-Ay+ 
HUA+EMP group than KK-Ay group and 
KK-Ay+HUA group (Fig. 1D-E, Supplemental Figure 
1D-E). Moreover, we found that empagliflozin 
increased the urine volume and urinary glucose 
excretion (Supplemental Figure 1F-G). 

 

 
Figure 2. Effects of empagliflozin on histopathologic changes of kidney and ileum from KK-Ay mice with hyperuricemia. (A) Photomicrographs of kidney 
(original magnification × 400, bars = 50μm). KK-Ay+HUA group displayed tubular dilatation, hydropic degeneration and deposited mesangial matrix compared with mice in the 
KK-Ay group, however, those pathological features were significantly attenuated in the KK-Ay+HUA+EMP group. Red arrows indicate the tubular dilatation, blue arrows indicate 
the hydropic degeneration, and white arrows indicate deposited mesangial matrix. (B) Photomicrographs of ileum (original magnification × 400, bars = 50μm). Empagliflozin 
remarkably improved the histology of ileum in the KK-Ay +HUA+EMP group. Yellow arrows indicate abnormality of ileum. (C) Analysis of mesangial area expansion. One-way 
ANOVA followed by Tukey’s test was applied to compare the differences between any two of three groups. The data are presented as the mean ± SEM (n = 5 for each group). 
*P < 0.05 vs. KK-Ay group; #P < 0.05 vs. KK-Ay+HUA group. KK-Ay, non-treated KK-Ay mice as control; KK-Ay+HUA, non-treated KK-Ay mice with hyperuricemia induced by 
combination of peritoneal injection of potassium oxonate at dose of 250mg/kg and intragastric administration of hypoxanthine at dose of 300mg/kg; KK-Ay+HUA+EMP, 
empagliflozin-treated KK-Ay mice with hyperuricemia induced by combination of peritoneal injection of potassium oxonate at dose of 250mg/kg and intragastric administration 
of hypoxanthine at dose of 300mg/kg. HE, hematoxylin-eosin staining; PAS, periodic acid–Schiff staining. 
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Figure 3. Effects of empagliflozin on uric acid transporters in kidney and ileum from KK-Ay mice with hyperuricemia. (A) Relative mRNA levels of ABCG2, 
OAT1, OAT3, GLUT9 and URAT1 in the kidney. Empagliflozin notably increased the mRNA levels of ABCG2 and significantly reduced the URAT1 mRNA compared with 
KK-Ay+HUA group in kidney, but had no effect on mRNA of OAT1, OAT3 and GLUT9 in kidney. (B-C) Relative mRNA levels of ABCG2 and GLUT9 in duodenum, jejunum and 
ileum. In ileum, empagliflozin remarkably up-regulated the mRNA levels of ABCG2. (D-E) Western blot and its analysis of ABCG2, OAT1, OAT3, GLUT9 and URAT1 protein 
expression in kidney. The protein levels of ABCG2, but not OAT1, OAT3, URAT1 or GLUT9 were obviously altered in the kidney after empagliflozin treatment. (F-G) Western 
blot and its analysis of ABCG2 and GLUT9 protein expression in ileum. Empagliflozin notably increased the protein levels of ABCG2, while did not significantly affect the 
expression of GLUT9 in ileum. (H-J) Immunochemistry staining of ABCG2 in kidney and ileum (original magnification × 400, bars = 100μm). ABCG2 levels were significantly 
increased in KK-Ay+HUA+EMP group. One-way ANOVA followed by Tukey’s test was applied to compare the differences between any two of three groups. The data are 
presented as the mean ± SEM (n = 5 for each group). *P < 0.05 vs. KK-Ay group; #P < 0.05 vs. KK-Ay+HUA group. KK-Ay, non-treated KK-Ay mice as control; KK-Ay+HUA, 
non-treated KK-Ay mice with hyperuricemia induced by combination of peritoneal injection of potassium oxonate at dose of 250mg/kg and intragastric administration of 
hypoxanthine at dose of 300mg/kg; KK-Ay+HUA+EMP, empagliflozin-treated KK-Ay mice with hyperuricemia induced by combination of peritoneal injection of potassium 
oxonate at dose of 250mg/kg and intragastric administration of hypoxanthine at dose of 300mg/kg. 
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Figure 4. Effects of empagliflozin on AMPK/AKT/CREB/ signaling in kidney and ileum from KK-Ay mice with hyperuricemia. (A-B) Western blot and its 
analysis of p-AMPK, p-AKT and p-CREB in kidney. Levels of p-AMPK, p-AKT and p-CREB were obviously increased in KK-Ay+HUA+EMP group in kidney. (C-D) Western blot 
analysis of p-AMPK, p-AKT and p-CREB in ileum. Levels of p-AMPK, p-AKT and p-CREB were obviously increased in KK-Ay+HUA+EMP group in ileum. One-way ANOVA 
followed by Tukey’s test was applied to compare the differences between any two of three groups. The data are presented as the mean ± SEM (n = 5 for each group). *P < 0.05 
vs. KK-Ay group; #P < 0.05 vs. KK-Ay+HUA group. KK-Ay, non-treated KK-Ay mice as control; KK-Ay+HUA, non-treated KK-Ay mice with hyperuricemia induced by 
combination of peritoneal injection of potassium oxonate at dose of 250mg/kg and intragastric administration of hypoxanthine at dose of 300mg/kg; KK-Ay+HUA+EMP, 
empagliflozin-treated KK-Ay mice with hyperuricemia induced by combination of peritoneal injection of potassium oxonate at dose of 250mg/kg and intragastric administration 
of hypoxanthine at dose of 300mg/kg. 

 
Empagliflozin ameliorated histopathologic 
changes of kidney and ileum 

HUA is confirmed as an independent risk factor 
for kidney diseases [20-22], and chronic kidney 
disease (CKD) is a common comorbidity in T2DM [3, 
23]. By western blot, we observed SGLT2 was not only 
expressed in kidney, but also in ileum and the levels 
of ABCG2 in ileum were notably reduced in ileum 
compared with kidney (Supplemental Figure 2A-B). 
As ileum played an important role in UA excretion, 
we explored the mechanism not only in kidney but 
also in ileum. Hematoxylin-eosin (HE) and periodic 
acid–Schiff (PAS) staining showed that mice in the 
KK-Ay group and KK-Ay+HUA group displayed 
drastic tubular dilatation, hydropic degeneration and 
deposited mesangial matrix compared with mice in 
the C57BL/6J group, however, those pathological 
features were significantly attenuated in the 
KK-Ay+HUA+EMP group (Fig. 2A, C, Supplemental 
Figure 3A, C). We also examined the histological 

changes in ileum, and found empagliflozin 
remarkably improved the histology of ileum in the 
KK-Ay+HUA+EMP group (Fig. 2B, Supplemental 
Figure 3B).  
Empagliflozin promoted ABCG2 expression in 
kidney and ileum 

To find the mechanism responsible for 
anti-hyperuricemic effect of empagliflozin, we 
evaluated the expression of the major UA transporters 
by RT-PCR, western blot and immunohistochemistry 
in both kidneys and small intestines. As shown in Fig. 
3A and Supplemental figure 4A, empagliflozin 
notably increased the mRNA levels of ABCG2 and 
significantly reduced the URAT1 mRNA compared 
with KK-Ay+HUA group in kidney, but had no effect 
on mRNA of OAT1, OAT3 and GLUT9 in kidney. In 
small intestines, we observed that ABCG2 is mainly 
expressed in the ileum (Fig. 3B) and GLUT9 has 
similar expression trends in the three groups (Fig. 3C). 
In ileum, empagliflozin remarkably up-regulated the 
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mRNA levels of ABCG2, but had no effect on GLUT9 
mRNA expression (Fig. 3C, Supplemental figure 4B). 
Interestingly, results from western blot and immuno-
histochemistry demonstrated that the protein levels of 
ABCG2, but not OAT1, OAT3, URAT1 or GLUT9 
were obviously altered in the kidneys after empagli-
flozin treatment (Fig. 3D-E, H-J, Supplemental Figure 
4C-D, G, I, Supplemental Figure 5A-B). Similarly, in 
ileum, empagliflozin notably increased the protein 
levels of ABCG2, while did not significantly affect the 
expression of GLUT9 (Fig. 3F-G, I-J, Supplemental 
figure 4E-F, H-I). 

Empagliflozin promoted in AMPK/AKT/CREB 
pathway in kidney and ileum 

As demonstrated in Fig. 4A-D, renal and ileal 
tissues were homogenized, and the levels of p-AMPK, 
p-AKT and p-CREB were examined. It turned out that 
no significant changes in the levels of p-AMPK, 
p-AKT and p-CREB were observed in kidney or ileum 
in mice from the KK-Ay group and KK-Ay+HUA 
group. In contrast, the levels of p-AMPK, p-AKT and 
p-CREB were sharply enhanced in the KK-Ay 
+HUA+EMP group. 

Empagliflozin promoted ABCG2 expression 
through AMPK/AKT/CREB pathway in HK-2 
cells 

To confirm the mechanism of empagliflozin, 
AMPK inhibitor (Compound C) was applied to 
cultured human tubular epithelial (HK-2) cells prior 
to empagliflozin treatment. Western blot and 
immunofluorescence showed that ABCG2 was 
significantly increased in the group of HG+UA+EMP. 
However, ABCG2 was notably decreased in the 
HG+UA +Compound C +EMP group (Fig. 5A-B, E-F). 
Moreover, we found that the levels of p-AMPK, 
p-AKT, p-CREB were obviously increased in the 
HG+UA+EMP group, while significantly decreased 
after treatment with Compound C (Fig. 5C-D). Our 
observation further suggested that empagliflozin 
promoted ABCG2 expression through AMPK/AKT/ 
CREB pathway in vitro. 

CREB facilitated ABCG2 expression through 
promoter activation 

To further investigate the potential mechanism 
between CREB and ABCG2, we conducted ChIP 
assays using HK-2 cells. According to the JASPAR 
database, we predicted a motif that CREB facilitates 
ABCG2 expression (Fig. 6A). Then we designed 2 
pairs of primers based on ABCG2 promoter region 
(Table. 1). As shown in Fig. 6B-C, ChIP-PCR results 
indicated that CREB may bind to ABCG2 promoter 

and the signal relative to input in anti-CREB group is 
dramatically higher than the negative anti-IgG group. 
We next examined whether CREB physically interacts 
with the ABCG2 promoter by ChIP experiments using 
HEK-293A cells transfected with CREB plasmid and 
results showed CREB activated ABCG2 via binding to 
the promoter of ABCG2 to induce transcription. (Fig. 
6D). 

 

Table 1. Primer sequence used in real time RT-PCR 

Site  Sequence (5' to 3') 
511 Forward AGGAAGCCAGGAAGACAT 

Reverse CTTCAGGCTCCTAATGGT 
833 Forward ACGGTATGATTGATTCTTC 

Reverse AAGGTCGTTTACTACAACAG 
 
 

Luciferase reporters in HEK-293A cells after 
CREB binding to the ABCG2 promoter 

Next we examined the transfection efficiency of 
ABCG2 promoter plasmid and CREB plasmid by PCR 
and western blot, respectively. As shown in Fig. 7A-D, 
ABCG2 and CREB were overexpressed compared 
with their blank negative control. We also assessed 
whether CREB binding to the ABCG2 promoter by 
Gaussia luciferase reporter assays. HEK-293A cells 
were next transiently co-transfected with the 
following four groups: ABCG2NC+CREBNC, ABCG2 
+CREBNC, ABCG2NC+CREB, ABCG2+CREB. As 
expected, the luciferase activity in the group of 
ABCG2+CREB was significantly increased (Fig. 7E). 
The plasmid maps can be obtained in the 
Supplemental figure 6. Then, we mutated the 511 to 
518 sites, 833 to 840 sites or both of them in the 
ABCG2 promoter region and co-transfected with 
CREB plasmid respectively. Results showed that 833 
to 840 mutant-sites group showed significantly 
reduced luciferase activity but it was not obvious for 
511 to 518 mutant-sites group (Fig. 7F-G).  
Discussion  

The present study was firstly conducted in the 
model of T2DM mice with HUA, and demonstrated 
that empagliflozin treatment improved HUA through 
enhancing ABCG2 expression via AMPK/AKT/ 
CREB pathway in both kidney and ileum. A 
remarkable improvement in biochemical parameters 
and histopathologic changes in vivo were observed 
after empagliflozin treatment, indicating the SUA- 
lowering effect of empagliflozin. Notably, our data 
from HK-2 cells after empagliflozin and AMPK 
inhibitor Compound C treatment further confirmed 
the mechanism that empagliflozin exerted anti- 
hyperglycemic effect in vitro.  
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Figure 5. Effects of empagliflozin on uric acid transporters and AMPK/Akt/CREB signaling in cultured HK-2 cells. (A-B) Protein levels and analysis of ABCG2 
were assessed by western blot. Levels of ABCG2 were significantly increased in HG+UA+EMP group compared with HG group and HG+UA group, while were decreased in 
HG+UA+ Compound C+EMP. (C-D) Phosphorylated levels and analysis of AMPK, AKT and CREB phosphorylation were assessed by western blot analysis. Empagliflozin 
significantly promoted phosphorylation of AMPK, AKT and CREB, which were blocked by Compound C. (E) Immunofluorescence staining of ABCG2 in HK-2 cells (original 
magnification × 100, bars = 10μm). Fluorescence intensity of ABCG2 was significantly increased in HG+UA+EMP group compared with HG group and HG+UA group, and was 
notably decreased in HG+UA+ Compound C+EMP. One-way ANOVA followed by Tukey’s test was applied to compare the differences between any two of the four groups. The 
data are presented as the mean ± SEM (n = 3). *P < 0.05 vs. HG group; #P < 0.05 vs. HG+UA group; $P < 0.05 vs. HG+UA+EMP group. HG group, cells incubated in DMEM/HG 
medium; HG+UA group, cells incubated in UA (10mg/dl) added to DMEM/HG medium; HG+ HUA+EMP group, cells incubated in DMEM/HG medium with UA (10mg/dl) and 
treated with 50 μM empagliflozin; HG+UA+ Compound C group, cells incubated in DMEM/HG medium with UA (10mg/dl) , AMPK inhibitor Compound C (10μM) and 
empagliflozin (50 μM) for 48 hours. 
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Figure 6. CREB facilitated ABCG2 expression through promoter activation in HK-2 cells and HEK-293A cells. (A) A consensus motif, a possibly predicted site 
sequence used for CREB binding to ABCG2 promoter. (B-C) ChIP assays showed the binding of CREB to ABCG2 promoter in HK-2 cells. (D) ChIP assays showed the binding 
of CREB to ABCG2 promoter in HEK-293A cells. Two tailed, unpaired Student’s t-test was applied in statistical analysis between two groups. The data are presented as the mean 
± SEM (n = 3). *P < 0.05 vs. anti-IgG group. CREB plasmid, cells transfected with CREB plasmid. 

 
HUA carries a significant risk for developing 

various diseases in T2DM [4-8], therefore, exploring 
the metabolism of UA and associated diseases has 
attracted researchers’ much attention. However, it is a 
challenge to create hyperuricemic models in mice, 
because in rodents, uricase oxidizes UA to allantoin 
which is highly soluble in water and excreted 
unchanged in the urine, but not in humans [24]. As 
potassium oxonate (PO) can block uricase, and 
hypoxanthine (HX) is the precursor of UA which is 
finally oxidized into UA by xanthine oxidase, 
combination of PO and HX has been widely used to 
induce HUA in rodents [25-27]. As our data indicated, 
we successfully induced HUA in KK-Ay mice by 
combination of peritoneal injection of PO and 
intragastric administration of HX. Meanwhile, 
empagliflozin administration markedly suppressed 
SUA in KK-Ay mice with HUA, suggesting the 
hypouricemic effect of empagliflozin in T2DM mice. 

It is well known that kidney is the main organ 
for excretion of approximately two thirds of the total 
UA [28]. UA handling involves several classes of UA 
transporters responsible for UA handing. In brief, 
after glomerular filtration, UA is reabsorbed through 
URAT1 and GLUT9, and secreted through ABCG2, 
OAT1, and OAT3. According to previous studies, 
about one third of the total UA was excreted into the 

intestinal tract [29], and decreased extra-renal UA 
excretion is a common cause of HUA [30]. Intestinal 
transporters play significant roles in mediating UA 
mobilization as well. ABCG2 is expressed on the 
apical membrane in intestines as well as kidneys [31]. 
ABCG2 regulates SUA via physiologically important 
roles in both renal and intestinal UA excretion [31]. 
Increased SUA in patients with ABCG2 dysfunction 
could be explained by the decreased excretion of UA 
from the intestine [32]. Previous studies suggested 
that GLUT9 which was localized to the apical and 
basolateral enterocyte membranes, was abundantly 
expressed in intestine [33, 34], especially in the 
jejunum and ileum [34]. Furthermore, it functioned to 
regulate enterocyte UA clearance, and enterocyte 
GLUT9-deficient mice developed HUA, 
hyperuricosuria and early-onset metabolic syndrome 
[34]. Consistently, we detected low expression of 
ABCG2 in the KK-Ay group and KK-Ay+HUA group. 
In contrast, after empagliflozin administration, the 
SUA were decreased and the ABCG2 expression was 
up-regulated in both renal and ileal tissues in KK-Ay 
mice. This finding suggested that empagliflozin might 
exert anti-hyperuricemic effects by facilitating UA 
excretion through promoting ABCG2 expression in 
kidneys and ilea. 
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Figure 7. Luciferase reporters in HEK-293A cells. (A-B) Relative DNA levels of ABCG2. ABCG2 was overexpressed compared with their blank negative control. (C-D) 
Western blot and analysis of CREB in HEK-293A cells. CREB was overexpressed compared with their blank negative control. (E) Luciferase reporter gene assays of HEK-293A 
cells transiently co-transfected with different groups. The luciferase activity in the group of ABCG2+CREB was significantly increased. (F) Mutation sequence from 511 to 518, 
833 to 840 sites or both of the ABCG2 promoter region. (G) Luciferase reporter gene assays of HEK-293A cells transiently co-transfected with different mutants. 833 to 840 
mutant-sites group showed significantly reduced luciferase activity. Two tailed, unpaired Student’s t-test was applied in statistical analysis between two groups. One-way ANOVA 
followed by Tukey’s test was applied to compare the differences between any two of the four groups. The data are presented as the mean ± SEM (n = 3). *P < 0.05 vs. ABCG2NC 
group; #P < 0.05 vs. CREBNC group; $P < 0.05 vs. ABCG2NC+CREBNC group; &P < 0.05 vs. ABCG2+CREBNC group; †P < 0.05 vs. ABCG2NC+CREB group; ‡P < 0.05 vs. 
ABCG2+CREB group. ABCG2NC, empty plasmid as control for ABCG2 promoter plasmid; ABCG2, ABCG2 promoter plasmid; CREBNC, empty plasmid as control for CREB 
plasmid; CREB, CREB plasmid; ABCG2NC+CREBNC, empty plasmids as control for ABCG2 promoter plasmid and empty plasmid as control for CREB plasmid; 
ABCG2+CREBNC, ABCG2 promoter plasmid and empty plasmid as control for CREB plasmid; ABCG2NC+CREB, empty plasmid as control for promoter ABCG2 promoter 
plasmid and CREB plasmid; ABCG2+CREB, ABCG2 promoter plasmid and CREB plasmid; ABCG2 mut511+CREB, mutation of the promoter at 511 to 518 sites in ABCG2 
promoter region and CREB plasmid; ABCG2 mut833+CREB, mutation of the promoter at 833 to 840 sites and CREB plasmid; ABCG2 double mut511/833+CREB, mutation of 
the promoter at 511 to 518 sites and 833 to 840 sites and CREB plasmid. 
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SGLT2 inhibitors have recently emerged as a 
promising novel class of glucose lowering drugs to 
facilitate glucose excretion in urine independent of 
insulin [35]. Accumulating data indicated their anti- 
hyperuricemic effects in both clinical [18, 19, 36] and 
basic studies [37, 38]. One of basic studies performed 
in vitro using Xenopus oocytes indicated that luseog-
liflozin lowered the SUA level due to inhibition of UA 
reabsorption mediated by GLUT9 isoform 2 at the 
collecting duct of the renal tubule [38]. Another study 
conducted in STZ-induced diabetic rats suggested 
that empagliflozin may exert anti-hyperuricemic 
effects via regulating URAT1 and ABCG2 [37]. 
However, our study demonstrated that empagliflozin 
promoted ABCG2 expression in kidney and ileum in 
KK-Ay mice with HUA, but has little impact on the 
other transporters. The difference of the animal model 
may explain the difference to a certain extent. 
Although SGLT2 transporters are primarily located in 
the kidney, they are also found in other tissues, such 
as the small intestine, especially ileum [39]. In our 
investigation, we also confirmed that SGLT2 was 
expressed in ileum (Supplemental figure. 2A-B). 

Empagliflozin has been previously reported to 
trigger AMPK activation [40], which increased 
phosphorylation of AKT [41], resulting in CREB 
phosphorylation [42]. Furthermore, a previous study 
implied that the CREB facilitated ABCG2 expression 
through promoter activation [43]. The present study 

showed that empagliflozin treatment significantly 
promoted CREB directly bind to ABCG2 promoter 
through activating AMPK/AKT/CREB pathway. 
Moreover, with the application of AMPK inhibitor 
(Compound C), our data further confirmed that 
empagliflozin enhanced ABCG2 expression by 
promoting phosphorylation of AMPK, AKT and 
CREB. 

Conclusions 
As summarized in Figure 8 our study 

demonstrated that empagliflozin treatment possessed 
anti-hyperglycemic effects and was attributed to UA 
excretion promotion through up-regulating ABCG2 
expression in kidney and ileum in KK-Ay mice with 
HUA and in HK-2 cells. We also found that 
empagliflozin promoted the phosphorylation of 
AMPK, AKT and CREB and further activated ABCG2 
by facilitating CREB binding to the promoter of 
ABCG2 to induce transcription. The findings in our 
studies lead to a new understanding of the 
mechanism about the effects of empagliflozin on 
improving HUA, and provided novel insights into the 
targeted therapies for HUA. Further studies are 
needed to explore whether other mechanisms are also 
involved in the SUA-lowering effect of empagliflozin 
in T2DM with HUA. 

 

 
Figure 8. Proposed mechanism of UA reduction by empagliflozin. Empagliflozin treatment improved hyperuricemia by promoting UA excretion through up-regulating 
ABCG2 expression in diabetes with hyperuricemia. Furthermore, empagliflozin treatment promoted the phosphorylation of AMPK, AKT and CREB and further activated ABCG2 
by facilitating CREB binding to the promoter of ABCG2 to induce transcription. 
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Materials and Methods  
Animals 

Six-week-old male C57BL/6J (24±0.5g) and 
KK-Ay mice (25 ± 0.4g) were obtained from Beijing 
HFK Bioscience Co. Ltd. (Beijing, China). They were 
housed at 24 ± 2°C. C57BL/6J mice were fed regular 
chow and there were considered as control group. 
KK-Ay mice were a kind of T2DM mouse model, and 
allowed free access to high-fat diet which consisted of 
48.5% carbohydrates, 17.5% protein, 17.9% fat (Beijing 
HFK Bio-Technology Co. Ltd). KK-Ay mice were 
randomly assigned to 3 groups: diabetic control group 
(KK-Ay group, n=10), T2DM with HUA group 
(KK-Ay+HUA group, n=10), empagliflozin-treated 
KK-Ay mice with HUA group (KK- 
Ay+HUA+EMP group, n=10). The hyperuricemic 
model was induced by combination of peritoneal 
injection of PO at dose of 250mg/kg and intragastric 
administration of HX at dose of 300mg/kg daily, and 
mice in the KK-Ay+HUA+EMP group were orally 
administered with empagliflozin (10 mg/kg) in 
KK-Ay mice with HUA daily for 8 weeks. The dose of 
empagliflozin was determined based on previous 
studies [44]. The study was approved by the ethical 
committee of Tianjin Medical University, and all 
procedures involving mice were conducted according 
to the Guide for the Care and Use of Laboratory 
Animals of the National Institutes of Health as well as 
the guidelines of the Animal Welfare Act. 

Biochemical Analysis 
At the end of treatment, 10 mice from each group 

were placed in individual metabolic cages for 24 
hours to collect the urine. The samples of blood were 
obtained from the retroorbital venous plexus. The 
blood and the urine were then used for analysis of 
SUA, urine UA with an automatic biochemistry 
analyzer (Roche). The fractional excretion of uric acid 
(FEUA) was calculated according to the formula: 
FEUA= (urine UA× serum creatinine) / (serum UA × 
urine creatinine) × 100, expressed as percentage [45]. 
Mice were sacrificed by intraperitoneal injection of 
chloral hydrate. 
Hematoxylin-Eosin Staining and Periodic 
Acid–Schiff Staining of Renal Tissues 

Kidneys were fixed in 4% paraformaldehyde and 
were then made into paraffin blocks. After 
deparaffinization and dehydration, HE staining and 
PAS staining of renal tissues were performed 
according to the manufacturer’s instructions (Leagene 
Biotechnology, Beijing). 

Immunohistochemistry 
For Immunohistochemistry staining, kidney 

sections were heated in sodium citrate buffer (pH 6.0) 
for antigen retrieval. After they were blocked with 3% 
H2O2 and 5% BSA, they were incubated with primary 
antibodies ABCG2 (1:200, Affinity), GLUT9 (1:100, 
Novus), URAT1 (1:100, Abbiotec), OAT1 (1:100, 
Bioworld), OAT3 (1:100, Bioworld) overnight at 4 °C. 
Secondary antibodies were subsequently used to 
incubate for 30 minutes at 37°C and a 
diaminobenzidine (DAB) kit was performed to 
visualize the positive expression. After that, sections 
counterstained with haematoxylin. Stained sections 
were captured with a light microscopy in 10 randomly 
cortical sections (×400) and quantified with Image Pro 
Plus 6.0 software. 

Cell culture 
HK-2 cells were cultured with DMEM/F12 

medium containing 10% fetal bovine serum (FBS) and 
1% penicillin/streptomycin in the presence of 5% 
CO2. The cells were divided into four groups: (1) high 
glucose (HG) group incubated in DMEM/HG 
medium, (2) HG+UA group incubated in UA 
(10mg/dl) added to DMEM/HG medium (HG+ UA) 
group, (3) HG+UA+EMP group incubated in 
DMEM/HG medium with UA (10mg/dl) and treated 
with 50 μM empagliflozin, (4) HG+UA+ Compound C 
group incubated in DMEM/HG medium with UA 
(10mg/dl), AMPK inhibitor Compound C (10μM) and 
empagliflozin (50 μM) for 48 hours. 

Transfection 
HEK-293A cells were cultured with DMEM/HG 

medium containing 10% FBS and 1% penicillin/ 
streptomycin. Transient transfection was performed 
using Lipofectamine 2000 (Invitrogen, USA) 
according to the manufacturer’s instructions. To study 
whether CREB activated ABCG2 expression by 
facilitating CREB binding to the promoter of ABCG2, 
HEK-293A cells were divided to the following groups: 
(1) empty plasmid as control for ABCG2 promoter 
plasmid (ABCG2NC), (2) ABCG2 promoter plasmid 
(ABCG2), (3) empty plasmid as control for CREB 
plasmid (CREBNC), (4) CREB plasmid (CREB), (5) 
ABCG2 promoter plasmid and empty plasmid as 
control for CREB plasmid (ABCG2+CREBNC), (7) 
empty plasmid as control for ABCG2 promoter 
plasmid and CREB plasmid (ABCG2NC+CREB), (8) 
ABCG2+CREB, ABCG2 promoter plasmid and CREB 
plasmid, (9) mutation of the promoter at 511 to 518 
sites in ABCG2 promoter region and CREB plasmid 
(ABCG2mut511+CREB); (10) mutation of the 
promoter at 833 to 840 sites and CREB plasmid 
(ABCG2mut833+CREB); (11) mutation of the 
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promoter at 511 to 518 sites and 833 to 840 sites and 
CREB plasmid (ABCG2 double mut511/833+CREB). 

Quantitative RT-PCR 
Total RNA was extracted using E.Z.N.A. Total 

RNA Kits (OMEGA, GA, USA). 1 μg of RNA was 
reverse-transcribed with Revert Aid First Strand 
cDNA Synthesis Kits (Thermo, MA, USA) according 
to the manufacturer’s instructions. Reverse 
transcription polymerase chain reaction (RT-PCR) 
was performed using the CFX96 real-time PCR system 
(Bio-Rad, USA) with the SYBR Green PCR Kit 
(Takara, Otsu, Japan). The primers were listed in the 
table 2. 

 

Table 2. Primer sequence used in real time RT-PCR 

Gene (protein)  Sequence (5' to 3') 

ABCG2 Forward CAGCTGTGGAGCTGTTCGTA 
Reverse GGCAAGAACCTCATGGGGAG 

SLC22A6 (OAT1) Forward CTAGGGAAAGGCTGTCTGGC 
Reverse AGCGCCGAAGATGAAGAGAG 

SLC22A8 (OAT3) Forward CCTGGCCCTCATCTTTGTGT 
Reverse CATACTTCCCACTCGAGCCC 

SLC2A9 (GLUT9) Forward GGGTGTTCCTGGCTACCTTC 
Reverse CAGGTGTAGTGCTGGGTCAG 

SLC22A12 (URAT1) Forward CGATGTTCTTCTGGCCGTCT 
Reverse TGGTCGTAAACCCAGCCATC 

GAPDH Forward GGAGAGTGTTTCCTCGTCCC 
Reverse ATGAAGGGGTCGTTGATGGC 

 
 

Western blot analysis 
After protein extracts from kidney, ileum and 

cells were boiled in lysis buffer, and they were 
subsequently loaded in 10% SDS-PAGE gels for 
electrophoresis. Then the protein was transferred to a 
PVDF membrane (Millipore, MA, USA). After 
blocked in 5% non-fat milk in TBST for 2 hours at 
room temperature, the membrane was incubated with 
primary antibody overnight at 4 °C. The primary 
antibodies included ABCG2 (1:100, Santa Cruz 
Biotechnology), GLUT9 (1:1000, Novus), URAT1 
(1:200, Abbiotec), OAT1 (1:500, Bioworld), OAT3 
(1:500, Bioworld), p-AMPK (1:1000, Cell Signaling), 
AMPK (1:1000, Cell Signaling), p-CREB (1:1000, Cell 
Signaling), CREB (1:1000, Cell Signaling), p-AKT 
(1:1000, Cell Signaling), AKT (1:1000, Cell Signaling). 
After that, they were incubated with the appropriate 
secondary antibody for 2 hours at room temperature. 
ECL kit (Advansta, USA) was used to visualize the 
bands and ImageJ software was performed to 
quantify the band intensity. 

Immunofluorescence staining 
After 48 hours of intervention, different groups 

of HK-2 cells cultured in 24-well plates were fixed 
with 4% paraformaldehyde. After that, cells were 
blocked with 1% BSA and then incubated with 

anti-ABCG2 (1:25, Affinity) at 4°C overnight. Then, 
the cells were incubated with secondary antibodies at 
37 °C for 1 hour and cell nucleus was stained by DAPI 
for 2 minus in the dark. 

Chromatin immunoprecipitation assay 
Cells were first cross-linked with 1% 

formaldehyde, and then lysed by Micrococcal 
Nuclease (Cell Signaling). Chromatin was harvested 
and subjected to immunoprecipitation with IgG 
antibody and p-CREB antibody (1:50, Cell Signaling). 
The protein-DNA complexes were reversed and the 
DNA was purified using the Simple ChIP Kit (Cell 
Signaling). The enrichment of the particular DNA 
sequence was detected by PCR (Bio-Rad, USA). 

Luciferase reporter gene assay 
A luciferase reporter gene assay was performed 

using a Secrete-Pair Gaussia Luciferase Assay kit 
(Gene Copoeia, Inc.). HEK-293A cells were seeded at a 
density of 1.5x104/ml into 96-well plates. After 12 
hours, the cells were transiently co-transfected with 
0.1 μg plasmid per well. 48 hours after transfection, 
supernatants of transfected cells were collected, and 
then the luciferase activity in the supernatants was 
measured using SynergyMx (BioTek, USA) according 
to the manufacturer's instructions. 

Statistical Analysis 
All the data were presented as mean ± standard 

error of mean (SEM). Two tailed, unpaired Student’s 
t-test was applied in statistical analysis between two 
groups. One-way analysis of variance (ANOVA) was 
performed to determine statistical significance among 
more than three groups, and Tukey’s post hoc test 
was used to compare any two groups among them. P 
< 0.05 was considered significant. 

Abbreviations 
ABCG2: ATP-binding cassette subfamily G 

member 2; AMPK: AMP-activated protein kinase; 
ANOVA: one-way analysis of variance; CKD: chronic 
kidney disease; CREB: cAMP-response element 
binding protein; DAB: diaminobenzidine; FBS: fetal 
bovine serum; GLUT9: glucose transporter 9; HE: 
hematoxylin-eosin; HG: high glucose; HK-2: human 
kidney proximal tubular epithelial cells; HUA: 
hyperuricemia; HX: hypoxanthine; OAT1: organic 
anion transporter 1; OAT3: organic anion transporter 
3; PAS: periodic acid–Schiff; PO: potassium oxonate; 
RT-PCR: reverse transcription polymerase chain 
reaction; SEM: standard error of mean; SGLT2: 
sodium–glucose co-transporter 2; SUA: serum uric 
acid; T2DM: type 2 diabetes; UA: uric acid; URAT1: 
urate transporter 1. 



Int. J. Biol. Sci. 2020, Vol. 16 
 

 
http://www.ijbs.com 

541 

Supplementary Material  
Supplementary figures.  
http://www.ijbs.com/v16p0529s1.pdf  

Acknowledgments 
This work was supported by National Natural 

Science Foundation of China (81470187), a grant from 
the Natural Science Foundation of Tianjin (15ZXHLS 
Y00460, 18JCYBJC26100 and 18JCZDJC35500), a grant 
from National Natural Science Foundation of China 
(31800722), a grant from Tianjin Municipal Education 
Commission (2017KJ210). 

Author Contributions 
Y.H.L. contributed to acquisition and interpreta-

tion of data; Y.P.C contributed to writing the 
manuscript; T.L., H.F. and C.J.L. contributed to expert 
study design and data analysis; X.Y.L., M.X., Y.C. 
contributed to experimental assistance; Z.Y.M., Z.H., 
and B.S. contributed to the study design and proof-
reading of the manuscript; L.M.C. contributed to the 
study design, acquisition of data, revision of the 
manuscript, and approval of the version to be 
submitted. 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Komers R, Xu B, Schneider J, Oyama TT. Effects of xanthine oxidase inhibition 

with febuxostat on the development of nephropathy in experimental type 2 
diabetes. British journal of pharmacology. 2016; 173: 2573-88. 

2. Mantovani A, Rigolon R, Civettini A, Bolzan B, Morani G, Bonapace S, et al. 
Hyperuricemia is associated with an increased prevalence of paroxysmal atrial 
fibrillation in patients with type 2 diabetes referred for clinically indicated 
24-h Holter monitoring. Journal of endocrinological investigation. 2018; 41: 
223-31. 

3. Woyesa SB, Hirigo AT, Wube TB. Hyperuricemia and metabolic syndrome in 
type 2 diabetes mellitus patients at Hawassa university comprehensive 
specialized hospital, South West Ethiopia. BMC endocrine disorders. 2017; 17: 
76. 

4. Ito H, Abe M, Mifune M, Oshikiri K, Antoku S, Takeuchi Y, et al. 
Hyperuricemia is independently associated with coronary heart disease and 
renal dysfunction in patients with type 2 diabetes mellitus. PloS one. 2011; 6: 
e27817. 

5. Bartakova V, Kuricova K, Pacal L, Nova Z, Dvorakova V, Svrckova M, et al. 
Hyperuricemia contributes to the faster progression of diabetic kidney disease 
in type 2 diabetes mellitus. Journal of diabetes and its complications. 2016; 30: 
1300-7. 

6. Liang CC, Lin PC, Lee MY, Chen SC, Shin SJ, Hsiao PJ, et al. Association of 
Serum Uric Acid Concentration with Diabetic Retinopathy and Albuminuria 
in Taiwanese Patients with Type 2 Diabetes Mellitus. International journal of 
molecular sciences. 2016; 17. 

7. Liu P, Wang H, Zhang F, Chen Y, Wang D, Wang Y. The Effects of Allopurinol 
on the Carotid Intima-media Thickness in Patients with Type 2 Diabetes and 
Asymptomatic Hyperuricemia: A Three-year Randomized Parallel-controlled 
Study. Internal medicine. 2015; 54: 2129-37. 

8. Li LX, Dong XH, Li MF, Zhang R, Li TT, Shen J, et al. Serum uric acid levels are 
associated with hypertension and metabolic syndrome but not atherosclerosis 
in Chinese inpatients with type 2 diabetes. Journal of hypertension. 2015; 33: 
482-90; discussion 90. 

9. So A, Thorens B. Uric acid transport and disease. The Journal of clinical 
investigation. 2010; 120: 1791-9. 

10. Xu X, Li C, Zhou P, Jiang T. Uric acid transporters hiding in the intestine. 
Pharmaceutical biology. 2016; 54: 3151-5. 

11. DeFronzo RA, Norton L, Abdul-Ghani M. Renal, metabolic and cardiovascular 
considerations of SGLT2 inhibition. Nature reviews Nephrology. 2017; 13: 
11-26. 

12. Grempler R, Thomas L, Eckhardt M, Himmelsbach F, Sauer A, Sharp DE, et al. 
Empagliflozin, a novel selective sodium glucose cotransporter-2 (SGLT-2) 
inhibitor: characterisation and comparison with other SGLT-2 inhibitors. 
Diabetes, obesity & metabolism. 2012; 14: 83-90. 

13. Fitchett D, Inzucchi SE, Lachin JM, Wanner C, van de Borne P, Mattheus M, et 
al. Cardiovascular Mortality Reduction With Empagliflozin in Patients With 
Type 2 Diabetes and Cardiovascular Disease. Journal of the American College 
of Cardiology. 2018; 71: 364-7. 

14. Mancia G, Cannon CP, Tikkanen I, Zeller C, Ley L, Woerle HJ, et al. Impact of 
Empagliflozin on Blood Pressure in Patients With Type 2 Diabetes Mellitus 
and Hypertension by Background Antihypertensive Medication. 
Hypertension. 2016; 68: 1355-64. 

15. Parving HH, Lambers-Heerspink H, de Zeeuw D. Empagliflozin and 
Progression of Kidney Disease in Type 2 Diabetes. The New England journal 
of medicine. 2016; 375: 1800-1. 

16. Yoon KH, Nishimura R, Lee J, Crowe S, Salsali A, Hach T, et al. Efficacy and 
safety of empagliflozin in patients with type 2 diabetes from Asian countries: 
pooled data from four phase III trials. Diabetes, obesity & metabolism. 2016; 
18: 1045-9. 

17. Thomas L, Grempler R, Eckhardt M, Himmelsbach F, Sauer A, Klein T, et al. 
Long-term treatment with empagliflozin, a novel, potent and selective SGLT-2 
inhibitor, improves glycaemic control and features of metabolic syndrome in 
diabetic rats. Diabetes, obesity & metabolism. 2012; 14: 94-6. 

18. Rosenstein R, Hough A. Empagliflozin, Cardiovascular Outcomes, and 
Mortality in Type 2 Diabetes. The New England journal of medicine. 2016; 374: 
1093-4. 

19. Lytvyn Y, Skrtic M, Yang GK, Yip PM, Perkins BA, Cherney DZ. 
Glycosuria-mediated urinary uric acid excretion in patients with 
uncomplicated type 1 diabetes mellitus. American journal of physiology Renal 
physiology. 2015; 308: F77-83. 

20. Lu J, Hou X, Yuan X, Cui L, Liu Z, Li X, et al. Knockout of the urate oxidase 
gene provides a stable mouse model of hyperuricemia associated with 
metabolic disorders. Kidney international. 2018; 93: 69-80. 

21. Zoppini G, Targher G, Chonchol M, Ortalda V, Abaterusso C, Pichiri I, et al. 
Serum uric acid levels and incident chronic kidney disease in patients with 
type 2 diabetes and preserved kidney function. Diabetes care. 2012; 35: 99-104. 

22. Desai RJ, Franklin JM. An evaluation of longitudinal changes in serum uric 
acid levels and associated risk of cardio-metabolic events and renal function 
decline in gout. 2018; 13: e0193622. 

23. Zhang L, Long J, Jiang W, Shi Y, He X, Zhou Z, et al. Trends in Chronic Kidney 
Disease in China. The New England journal of medicine. 2016; 375: 905-6. 

24. Gliozzi M, Malara N, Muscoli S, Mollace V. The treatment of hyperuricemia. 
International journal of cardiology. 2016; 213: 23-7. 

25. Gil MS, Cho J, Thambi T, Giang Phan VH, Kwon I, Lee DS. Bioengineered 
robust hybrid hydrogels enrich the stability and efficacy of biological drugs. 
Journal of controlled release : official journal of the Controlled Release Society. 
2017; 267: 119-32. 

26. Meng X, Mao Z, Li X, Zhong D, Li M, Jia Y, et al. Baicalein decreases uric acid 
and prevents hyperuricemic nephropathy in mice. Oncotarget. 2017; 8: 
40305-17. 

27. Yong T, Zhang M, Chen D, Shuai O, Chen S, Su J, et al. Actions of water extract 
from Cordyceps militaris in hyperuricemic mice induced by potassium 
oxonate combined with hypoxanthine. Journal of ethnopharmacology. 2016; 
194: 403-11. 

28. Yun Y, Yin H, Gao Z, Li Y, Gao T, Duan J, et al. Intestinal tract is an important 
organ for lowering serum uric acid in rats. PloS one. 2017; 12: e0190194. 

29. Sorensen LB. Role of the intestinal tract in the elimination of uric acid. Arthritis 
and rheumatism. 1965; 8: 694-706. 

30. Ichida K, Matsuo H, Takada T, Nakayama A, Murakami K, Shimizu T, et al. 
Decreased extra-renal urate excretion is a common cause of hyperuricemia. 
Nature communications. 2012; 3: 764. 

31. Fujita K, Ichida K. ABCG2 as a therapeutic target candidate for gout. 2018; 22: 
123-9. 

32. Takada T, Ichida K, Matsuo H, Nakayama A, Murakami K, Yamanashi Y, et al. 
ABCG2 dysfunction increases serum uric acid by decreased intestinal urate 
excretion. Nucleosides, nucleotides & nucleic acids. 2014; 33: 275-81. 

33. Phay JE, Hussain HB, Moley JF. Cloning and expression analysis of a novel 
member of the facilitative glucose transporter family, SLC2A9 (GLUT9). 
Genomics. 2000; 66: 217-20. 

34. DeBosch BJ, Kluth O, Fujiwara H, Schurmann A, Moley K. Early-onset 
metabolic syndrome in mice lacking the intestinal uric acid transporter 
SLC2A9. Nature communications. 2014; 5: 4642. 

35. Vallon V, Thomson SC. Targeting renal glucose reabsorption to treat 
hyperglycaemia: the pleiotropic effects of SGLT2 inhibition. Diabetologia. 
2017; 60: 215-25. 

36. Davies MJ, Trujillo A, Vijapurkar U, Damaraju CV, Meininger G. Effect of 
canagliflozin on serum uric acid in patients with type 2 diabetes mellitus. 
Diabetes, obesity & metabolism. 2015; 17: 426-9. 

37. Toyoki D, Shibata S, Kuribayashi-Okuma E, Xu N, Ishizawa K, Hosoyamada 
M, et al. Insulin stimulates uric acid reabsorption via regulating urate 
transporter 1 and ATP-binding cassette subfamily G member 2. American 
journal of physiology Renal physiology. 2017; 313: F826-F34. 



Int. J. Biol. Sci. 2020, Vol. 16 
 

 
http://www.ijbs.com 

542 

38. Chino Y, Samukawa Y, Sakai S, Nakai Y, Yamaguchi J, Nakanishi T, et al. 
SGLT2 inhibitor lowers serum uric acid through alteration of uric acid 
transport activity in renal tubule by increased glycosuria. Biopharmaceutics & 
drug disposition. 2014; 35: 391-404. 

39. Chen J, Williams S, Ho S, Loraine H, Hagan D, Whaley JM, et al. Quantitative 
PCR tissue expression profiling of the human SGLT2 gene and related family 
members. Diabetes Ther. 2010; 1: 57-92. 

40. Zhou H, Wang S, Zhu P, Hu S, Chen Y, Ren J. Empagliflozin rescues diabetic 
myocardial microvascular injury via AMPK-mediated inhibition of 
mitochondrial fission. Redox biology. 2018; 15: 335-46. 

41. Peng Y, Liu J, Shi L, Tang Y, Gao D, Long J, et al. Mitochondrial dysfunction 
precedes depression of AMPK/AKT signaling in insulin resistance induced by 
high glucose in primary cortical neurons. Journal of neurochemistry. 2016; 137: 
701-13. 

42. Zhao Z, Zhang L, Guo XD, Cao LL, Xue TF, Zhao XJ, et al. Rosiglitazone Exerts 
an Anti-depressive Effect in Unpredictable Chronic Mild-Stress-Induced 
Depressive Mice by Maintaining Essential Neuron Autophagy and Inhibiting 
Excessive Astrocytic Apoptosis. Frontiers in molecular neuroscience. 2017; 10: 
293. 

43. Zhang L, Guo X, Zhang D, Fan Y, Qin L, Dong S, et al. Upregulated miR-132 in 
Lgr5(+) gastric cancer stem cell-like cells contributes to cisplatin-resistance via 
SIRT1/CREB/ABCG2 signaling pathway. 2017; 56: 2022-34. 

44. Kern M, Kloting N, Mark M, Mayoux E, Klein T, Bluher M. The SGLT2 
inhibitor empagliflozin improves insulin sensitivity in db/db mice both as 
monotherapy and in combination with linagliptin. Metabolism: clinical and 
experimental. 2016; 65: 114-23. 

45. Wang R, Ma CH, Zhou F, Kong LD. Siwu decoction attenuates 
oxonate-induced hyperuricemia and kidney inflammation in mice. Chinese 
journal of natural medicines. 2016; 14: 499-507. 

 


