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Abstract: Yellow tea has been widely recognized for its health benefits. However, its effects
and mechanism are largely unknown. The current study investigated the mechanism of dietary
supplements of large yellow tea and its effects on metabolic syndrome and the hepatic steatosis in
male db/db mice. Our data showed that dietary supplements of large yellow tea and water extract
significantly reduced water intake and food consumption, lowered the serum total and low-density
lipoprotein cholesterol and triglyceride levels, and significantly reduced blood glucose level and
increased glucose tolerance in db/db mice when compared to untreated db/db mice. In addition, the
dietary supplement of large yellow tea prevented the fatty liver formation and restored the normal
hepatic structure of db/db mice. Furthermore, the dietary supplement of large yellow tea obviously
reduced the lipid synthesis related to gene fatty acid synthase, the sterol regulatory element-binding
transcription factor 1 and acetyl-CoA carboxylase o, as well as fatty acid synthase and sterol response
element-binding protein 1 expression, while the lipid catabolic genes were not altered in the liver of
db/db mice. This study substantiated that the dietary supplement of large yellow tea has potential as
a food additive for ameliorating type 2 diabetes-associated symptoms.
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1. Introduction

Metabolic syndrome is a group of the most dangerous risk factors associated with type 2 diabetes
and cardiovascular disease (CVD) [1-9]. According to the joint statement from the International
Diabetes Federation (IDF), the American Heart Association (AHA)/National Heart, the Lung and
Blood Institute (NHLBI), the World Heart Federation, the International Atherosclerosis Society,
and the International Association for the Study of Obesity, a person defined as having metabolic
syndrome must have three or more of the following risk factors: obesity, high plasma TG level
(>1.7 mmol/L), high blood pressure (systolic blood pressure > 130 mmHg or diastolic blood pressure
> 85 mmHg), high fasting plasma glucose (>5.6 mmol/L), and reduced HDL cholesterol (<1.0 mmol/L
in males, <1.3 mmol/L in females) [3,10,11]. Right now, there are approximately a quarter of
adults suffering from metabolic syndrome, and obesity is the primary and direct cause of metabolic
syndrome and type 2 diabetes [11,12]. Type 2 diabetes (T2D) is a long-term metabolic disorder that is
characterized by high blood glucose and insulin resistance. Diabetic complications include retinopathy,
hypertension, cardiovascular diseases, kidney failure, and even ketoacidosis [5]. The db/db mouse
is a leptin receptor mutant mouse model that is widely used for the study of T2D and metabolic
syndrome [13]. The phenotypes and pathogenesis of T2D in db/db mice are similar to those of human
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T2D mellitus [13,14]. The mutation mice show hyperphagia due to defects in leptin signaling, leading
to obesity, hyperinsulinemia, insulin resistance, dyslipidemia, hyperglycemia, and inflammation at the
age of 3-4 months [13-15].

Based on various manufacturing processes and the degrees of fermentation, tea—one of the three
most popular beverages worldwide—is classified into six main categories: non-fermented green tea,
slightly-fermented white tea, partly-fermented yellow tea, semi-fermented oolong tea, fully-fermented
black tea, and post-fermented dark tea [16]. At present, in addition to exploring effective drug
therapy, increasing attention has been paid to the use of tea as a supplementary treatment for metabolic
syndrome [17-20]. Some reports have suggested that the green tea extract can significantly reduce body
weight gain, decrease body mass index (BMI) and levels of total cholesterol (TC), triglyceride (TG), and
low-density lipoprotein (LDL) cholesterol, and increase energy expenditure and satiety at mealtime
on obese patients [18,19]. Moreover, Kang et al. [20] found that fermented green tea, compared with
green tea, had better anti-obesity, hypoglycemic, hypolipidemic, and antioxidant effects in db/db mice
and made the mice more resistant to type 2 diabetes. The researchers also focused on the regulation
and effect of glucose and lipid metabolism with an epigallocatechin-3-gallate (EGCG), a secondary
metabolite of tea. Ortsiter et al. [21] reported that, in db/db mice, EGCG reduced the pathological
changes of islets and increased the number and size of islet cells, thus accordingly improving the
function of pancreatic secretion, which helped to delay the course of metabolic syndrome. However, it
has been proven that high doses of EGCG produced cytotoxicity and hepatotoxicity, which indicates
that crude extracts might be safer than a single substance [22-25].

Large yellow tea, made from “one bud 6 leaves” of tea plant (Camellia sinensis), is one of the most
famous traditional yellow teas in China, which is very popular because of its unique burnt flavor.
A recent study from the Institute of Cancer Research (ICR) proved that yellow tea had a significant
anti-hyperglycemic effect in high-fat-diet-induced mice when compared with green tea, black tea, and
dark tea, which confirmed that yellow tea had a certain role in the recovery of glucose metabolism
disorder [22]. However, high-fat-diet-induced ICR mice are not typical diabetic mice, and there is a
lack of long-term experiments investigating the effect of yellow tea on rodent models of metabolic
syndrome. Therefore, the current study comparatively investigated the molecular mechanism of
dietary supplements of large yellow tea powder and its crude water extracts and their effects on
glucose and lipid metabolism as well as the hepatic steatosis of middle-age db/db mice over a 10 week
treatment period.

2. Results

2.1. Quantitative Analysis of Characteristic Components in Large Yellow Tea and Its Water Extract by High
Pressure Liquid Chromatography LYT and LWE by HPLC

The chromatographic pattern obtained from quantitative high-pressure liquid chromatography
(HPLC) analysis of large yellow tea and its water extract were compared with standards representing
epigallocatechin (EGC), catechin (C), epicatechin (EC), (—)-epigallocatechin-3-gallate (EGCG),
(—)-gallocatechin-3-gallate (GCG), (—)-epicatechin-3-gallate (ECG), theanine, and caffeine. The results
are listed in Table 1.

The quantitative analysis showed that ECGC was a major constituent identified in both LYT and
LWT. The concentration of EGCG in LYT and LWT was 4.250 + 0.023 mg/g and 13.774 & 0.543 mg/g,
respectively, which produced an almost equal concentration of EGCG in both the 5% large yellow
tea and 1.5% water extract diets used to feed db/db mice. Along with higher levels of caffeine
and theanine, LWE saw a remarkable amount of total catechins when compared with that in LYT
(27.910 £ 0.011 vs. 11.531 £ 0.035 mg/¢g).
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Table 1. Quantitative data for catechins, caffeine, and theanine in large yellow tea (LYT) and its water extract (LWE) via HPLC analysis.

Caffeine EGC C EC EGCG GCG ECG Theanine

LWE (mg/g)  18.766 & 0.394 1.133 £ 0.464 0.536 £ 0.096 1.231 £ 0.045 13.774 £ 0.543 2.970 +£ 0.107 4.117 £ 0.145 7.625 £1.257
LYT (mg/g) 8906 £0.282* 0.731 £0.003 ***  0.184 £0.002*  0.811 £ 0.002 ***  4.250 £ 0.023 ***  0.877 £ 0.002 ***  1.237 & 0.004 ***  0.648 £ 0.166 ***

Notes: Values are means & SE (1 = 3). * p < 0.05, ** p < 0.01, *** p < 0.001 when compared with large yellow tea water extract (LWE).
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2.2. Effect of LYT and LWE on Diabetic Syndrome on db/db Mice

T2D mellitus is characterized by increased eating and drinking as well as late-stage weight
loss [5,12-14]. We measured food consumption and water intake of control and db/db mice with
different dietary treatments in order to figure out the effect of large yellow tea and its water
extract on phenotypes in db/db mice. The food consumption and water intake in the db/db mice
were significantly increased when compared with the control mice at 10 weeks old (Figure 1A,D).
After four weeks of tea dietary supplement (14 weeks old), db/db + LYT, and db/db + LWE group
mice showed a dramatic decrease in both food consumption and water intake when compared with
db/db + SC mice (Figure 1B,E). Furthermore, this decrease in food consumption and water intake was
persistently observed throughout the experimental period (20 weeks old) (Figure 1C,F). However, there
was no difference in food consumption and water intake between the C + SC group and C + LYT group
mice (Figure 1A-F). Interestingly, we found that the db/db mice fed LYT had a more profound effect
on the reduction of water intake than that of db/db mice fed with the LWE diet (Figure 1E,F).
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Figure 1. Food consumption (A—-C) water intake (D-F) and body weight (G) of the control and
db/db mice. C + SC: control mice fed the standard AIN93 diet (SC); C + LYT: control mice fed SC
containing 5% of the large yellow tea powder (LYT); db/db + SC: db/db mice fed SC diet; db/db + LYT:
db/db mice fed LYT diet; db/db + LWE: db/db mice fed LWE diet. Values are means + SE (n = 3).
** p < 0.001 when compared with the C + SC group; # p < 0.05; ## p < 0.01; ### p < 0.001 when compared
with the db/db + SC group.

Moreover, we observed the body weights of the control and db/db mice 10-20 weeks old fed
various diets (Figure 1G). In the control groups, the body weights of the mice fed an AIN 93 standard
diet (C + SC) or an AIN 93 diet containing 5% large yellow tea powder (C + LYT) were increased
slightly from 11 to 20 weeks. There was no difference in body weight gain between the two groups.
However, the db/db mice fed with SC showed remarkable obesity, and the body weights were
significantly higher than the body weights of the control mice throughout the experimental period
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(p < 0.001). The T2D mouse model has phenotypes of obesity and emaciation in later stages due to
diabetic complications [14,26]. In our study, the body weights of db/db mice fed an AIN 93 diet
(db/db + SC) gradually increased from 11 to 14 weeks old and then consistently decreased from 14 to
20 weeks old due to the development of diabetic complications. However, the body weights of both
the db/db + LWE group and the db/db + LYT group increased gradually from 10 to 16 weeks old and
then decreased slowly until 20 weeks old (Figure 1G).

2.3. Protective Effect of LYT and LWE on Serum Lipids Profile of db/db Mice

Our data showed that the level of TG, LDL-C, and TC was significantly increased in db/db + SC
mice than those in the control mice fed a chow diet (Figure 2A-C). The db/db mice fed a diet containing
LYT and LWE showed greater reductions in the level of TG, LDL-C, and TC when compared with that
of the db/db mice fed a standard chow diet. Interestingly, after 10 weeks of dietary supplement, the
levels of TG, LDL-C, and TC in the db/db + LYT and db/db + LWE group mice were close to the levels
in the control mice fed a standard chow diet. However, the tea dietary supplement did not alter the
concentration of HDL-C (Figure 2D).
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Figure 2. Serum lipid profile of six groups of mice at 20 weeks old. Triglyceride (A); low-density
lipoprotein cholesterol (B); total cholesterol (C); and high-density lipoprotein cholesterol (D). Values are
means £ SE (n = 4-6). ** p < 0.01; *** p < 0.001 compared with C + SC group; # p < 0.05; ## p < 0.01;
### p < 0.001 when compared with the db/db + SC group; NS, no significant difference.

2.4. LYT Reduced the Blood Glucose and Improved Glucose Tolerance in db/db Mice

Hyperglycemia and glucose intolerance are major indicators of T2D mellitus [5,13,27].
Accordingly, we dynamically measured blood glucose during the entire experimental period. The data
showed that fasting blood glucose levels were significantly elevated in db/db mice fed a standard
chow diet compared to the control mice from 10 to 20 weeks old. In addition, the db/db mice were
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prone to becoming diabetic at the age of 11 weeks, with glucose levels over 300 mg/dL (Figure 3A).
Additionally, the db/db mice fed a standard chow diet showed gradually increased blood glucose
levels from 300 to approximately 500 mg/dL from 11 to 20 weeks old. Surprisingly, the blood glucose
level of db/db mice fed with LYT for 2 weeks was significantly decreased. After four weeks of dietary
supplement with LYT, the blood glucose level in the db/db + LYT mice decreased to the level almost
equal to the level of control mice. Furthermore, the blood glucose level of the db/db + LYT group mice
remained pretty low until 20 weeks old. In contrast, the db/db mice fed with LWE showed a greater
reduction in blood glucose level during the first four weeks (12 to 16 weeks old) of treatment and then
stayed at a high level (around 300 mg/dL) until 20 weeks old. These data suggest that the LYT dietary
supplement had a better effect on reducing blood glucose levels than did the LWE dietary supplement
in middle-age db/db mice.
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Figure 3. Blood glucose (A) and glucose tolerance test (B) in five group of mice. Values are means + SE
(n = 4-6). ** p <0.01; ** p < 0.001 when compared with the C + SC group; # p < 0.05; ## p < 0.01;
### p < 0.001 when compared with the db/db + SC group.

The glucose tolerance test (GTT) showed no significant difference between db/db + SC and the
db/db + LWE mice at 18 weeks old (Figure 3B). However, db/db + LYT mice efficiently catabolized
the blood glucose, despite failing to restore near normal values after 120 min of glucose injection
(Figure 3B). We found that LYT had a better effect on raising glucose tolerance than did LWE in
db/db mice at the age of 18 weeks

2.5. LYT and LWE Attenuate Hepatic Steatosis in db/db Mice

The liver weight to body weight ratio is an important index for fatty liver. Our data showed that
the liver weight to body weight ratio in db/db mice fed a chow diet was significantly higher than
that of the control mice fed a chow diet. Additionally, the db/db + LYT and db/db + LWE group
mice showed a significantly decreased liver-to-body weight ratio when compared with that of the
db/db mice fed a chow diet (Figure 4C). Furthermore, this index in the db/db + LYT mice was lower
than that in the db/db + LWE mice, suggesting that LYT had a better effect on preventing fatty liver
formation than LWE.

To better understand the protective effect of LYT and LWE on liver tissue structure in the five
groups of mice, we examined the hepatic histology (Figure 4A). After 10 weeks of feeding with LYT,
there was no difference in hepatic lobules between the C + SC and C + LYT mice. However, we found
that the db/db mice with a standard chow diet had severe nonalcoholic fatty liver cells. Obviously, we
observed diffuse hepatic fatty infiltration and amyloidosis in liver tissues, which caused a disruption
in the structure of hepatic lobules in db/db mice fed a standard chow diet. In db/db mice fed with LYT
and LWE diets, the liver tissues had smaller areas of fatty infiltration in liver cells, and the structure of
hepatic lobules was integral. We also calculated the ratio of normal liver cells to total hepatic cells in
the visual fields. We observed that db/db mice fed with LYT and LWE diets showed more normal
liver cells than those of db/db mice fed a standard chow diet (Figure 4B). Again, the db/db mice fed
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with LYT showed more profoundly influenced the attenuation of hepatic steatosis when compared to
the db/db mice fed with LWE.
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Figure 4. LYT and LWE diets attenuate hepatic steatosis and reduce liver-to-body weight ratio in
db/db mice. Liver hematoxylin—eosin HE staining (A); normal hepatic cells to total liver cell ratio (5 field
of view were randomly selected from each tissue sections for statistics (B); and liver-to-body weight ratio
(C©). Scale bars are equal to 1 um. Values are means + SE (1 = 4-6). *** p < 0.001 when compared with the
C + SC group; # p < 0.05; ## p < 0.01; ### p < 0.001 when compared with the db/db + SC group.

2.6. LYT and LWE Reduced Lipid Accumulation in Liver Tissues via Suppressing the Lipogenesis in db/db Mice

Our data proved that LYT and LWE dietary supplements played a pivotal role in improving serum
lipid profile and protecting fatty liver formation in db/db mice. To figure out the underlying mechanism,
we measured the mRNA levels of genes related to the lipid metabolism in liver tissue. The hepatic
gene expression data showed a significant increase in fatty acid synthase (Fasn), sterol regulatory
element-binding transcription factor 1 (Srebf1), and acetyl-CoA carboxylase x(Acaca) in db/db mice with a
standard chow diet when compared with control mice fed a standard chow diet (Figure 5A-C). Acaca, Fasn,
and Srebfl are genes that work in conjunction to regulate lipogenesis [13,14,28,29]. However, the level of
gene expression of Acaca, Fasn, and Srebfl was significantly decreased in db/db mice fed with LYT
when compared with db/db mice fed a standard chow diet. In addition, no greater difference was
observed in the level of these lipogenesis genes between the db/db mice fed with LWE and a standard
chow diet (Figure 5A-C).
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Figure 5. LYT diet decreases hepatic lipogenic gene expression in db/db mice. Fasn (A); Sebfl (B);
and Acaca (C). Values are means + SE (1 = 4-6). ** p < 0.001 when compared with the C + SC group;
## p < 0.01; ### p < 0.001 when compared with the db/db + SC group.

As the db/db mice supplemented with the LYE diet showed the significant downregulation of
genes mediating lipogenesis, we further analyzed the protein expression levels of FAS and SREBP-1
between the five groups of mice. In the db/db mice fed a standard chow diet, the expression level of
FAS and SREBP-1 was significantly higher than that in the control mice fed a standard chow diet, which
meant that lipid synthesis in the liver was significantly accelerated in db/db mice when compared
to control mice. However, the db/db mice fed LYT and LWE showed a significant decrease in the
protein expression level of FAS and SREBP-1 in contrast to the db/db mice fed a standard chow diet
(Figure 6A-D). Therefore, our data suggested that the effects of LYT and LWE on preventing fatty liver
formation and improving serum lipid profile in db/db mice after 10 weeks of dietary supplement
might be due to the suppression of hepatic lipogenesis.
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Figure 6. LYT and LWE diets decreased hepatic FAS and SREBP-1 protein expression in db/db mice.
Representative figure (A) and summarized data (C) for FAS; representative figure (B) and summarized
data (D) for SREBP-1. Values are means + SE (1 = 4-6). * p < 0.05 when compared with the C + SC group;
#p <0.05; ## p < 0.01 when compared with the db/db + SC group.

Interestingly, we found that there was no upregulation of predominant lipolysis genes such as
the adiponectin receptor protein 2 (Adipor2), carnitine palmitoyltransferase 1A (Cptla), peroxisome
proliferator-activated receptor alpha (Ppara), and peroxisome proliferator-activated receptor gamma
(Pparvy) in the livers of db/db mice fed with LYT and LWE when compared to the db/db mice fed a
standard chow diet (Figure 7A-D).
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Figure 7. The mRNA expression of genes involved in lipolysis in the liver of control and db/db mice
at age of 20 weeks. Adipor2 (A); Cptla (B); Ppara(C); and Ppary (D). Values are means + SE (n = 4-6).
*p < 0.05; *** p < 0.001 when compared with the C + SC group.

2.7. LYT Improved the Hepatic Glycometabolism in db/db Mice

The hepatic glucokinase (GCK) and glucokinase regulatory protein (GCKR) play key roles in
glucose homeostasis by increasing or decreasing glucose output and uptake during fasting and feeding.
To identify the mechanism of LYT diets decreasing blood glucose levels in db/db mice, we examined
the mRNA expressions of Gsk and Gskr in the liver tissues. The real-time polymerase chain reaction
(PCR) data revealed that the expression level of Gck in the db/db + SC mice liver was significantly
increased when compared with that of the control mice. Moreover, the Gck expression level in the liver
was further increased in the db/db + LYT mice when compared with the db/db + SC mice (Figure 8A).
GCKR controls both the activity and intracellular location of glucokinase through binding and moving
this key enzyme of glycometabolism [30-33]. Therefore, we also measured the expression of Gckr
in the liver among the five groups of mice. Our data showed that the db/db + SC mice showed an
increased level of Gckr mRNA expression in contrast to the control mice, and Gckr expression showed
a significant reduction in db/db mice fed LYT when compared to the db/db mice fed a standard chow
diet (Figure 8B). However, the db/db mice fed LWE saw no increase in Gck or any decrease in Gekr
expression when compared to the db/db mice fed a standard chow diet. These results potentially
validated the antagonism between Gck and Gckr.
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Figure 8. The mRNA expression of Gck (A) and Gckr (B) in the liver of the control and db/db mice
at 20 weeks old. Values are means + SE (1 = 4-6). * p < 0.05; ** p < 0.01 when compared with the
C + SC group; # p < 0.05 when compared with the db/db + SC group.
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3. Discussion

It is demonstrated for the first time here that large yellow tea is a potential natural health product
that attenuates nonalcoholic fatty liver and symptoms of T2D in db/db mice including hyperlipidemia
and hyperglycemia. Quantitative analysis of the total catechins provided a record of ECGC having
the highest level of presence in both LYT and LWE than other catechins subjected to quantification.
As many previous studies have investigated the health benefits of pure EGCG, we designed our
experiment to keep almost the same concentration of EGCG in both the LYT and LWE diet. If there were
any deferent phenotypes between the db/db + LYT and db/db + LWE group mice, we could speculate
that the phenotypes were effects of the other catechins or even other functional components rather
than EGCG. Considering the fact that people consume whole tea as a beverage or food supplements,
it was important to investigate the health benefits of tea powder and water extract. In this experiment,
a 5% LYT diet was used to feed mice, corresponding to the 20 g daily tea consumption of human [22].
Twenty grams of tea is approximately equal to drinking five cups of tea. This is a reasonable daily
amount for regular tea consumers.

It has been reported that teas and their extracts, especially green tea and black tea, have an effect on
losing weight in diet-induced obesity and diabetic rodent models [34,35], which was further confirmed
in human populations [36,37]. However, the beneficial effect of large yellow tea on losing weight in
db/db mice has yet to be reported. db/db mice are characterized by polydipsia, polyphagia, obesity,
and weight loss at later stages concerned with carbohydrate and lipid metabolic disorder [13,38].
In our research, the db/db mice showed the phenotype characteristic of excessive eating and drinking
as well as obesity, which was not significantly recorded in control mice since the age of 10 weeks
(Figure 1A-G). However, the db/db mice fed LYT and LWE showed significantly decreased food
consumption and water intake during the entire experimental period. These data suggest that dietary
supplements of LYT and LWE efficiently improved diabetic syndrome of db/db mice. The db/db + SC
group of mice gradually gained weight until 14 weeks and then steadily lost weight from 14 weeks to
the end of the experiment at 20 weeks due to the development of the T2D complication. However, the
db/db mice fed with LYT and LWE showed a consistent increase in body weight until the age of
16 weeks (Figure 1G), then gradually lost weight at a degree less than the db/db + SC group mice.
Our results indicated that LYT and LWE diets could delay the development of diabetic complications
in db/db mice.

The liver is a key metabolic organ that governs glucose and lipid metabolism and plays important
roles in the balance of energy [39,40]. Dysregulation of lipid metabolism leads to hepatic damage, and
even causes severe liver diseases [41]. Hyperglycemia and hyperlipidemia are important phenotypes
of metabolic syndrome in db/db mice [13,38]. It has been reported that green tea as well as black tea
decreased lipid accumulation via increasing lipolysis and suppressing lipogenesis in the liver of T2D
rodent models [34,35]. In our research, the mRNA expression levels of Acaca, Fasn and Srebfl in liver
tissues were significantly increased in db/db mice fed a standard chow diet when compared with the
control mice. Acaca, Fasn, and Srebfl were all involved in lipid synthesis, which indicated increased
lipogenesis in the db/db + SC group of mice (Figure 5A-C). However, the mRNA expression levels
of Acaca, Fasn, and Srebfl in the livers of db/db mice treated with LYT were significantly attenuated
when compared to db/db mice fed a standard chow diet at 20 weeks old. In addition, Western blot
results showed that the protein expression levels of FAS and SREBP1 were also dramatically decreased
in the liver tissues of db/db mice fed with LYT and LWE when compared to that of db/db mice
fed a standard chow diet. Additionally, FAS or SREBP1 is a key enzyme or a transcriptional factor
in regulating lipid and glucose metabolism. These results demonstrated that LYT and LWE dietary
supplements regulated the glucose and lipid metabolism in db/db mice by decreasing the FAS and
SREBP1 expression. Furthermore, this set of data was consistent with the decreased levels of TG,
LDL-C, and TC in the serum of db/db mice fed with LYT (Figure 2A—C). In contrast, our data indicated
that the mRNA levels of main lipolysis genes, Adipor2, Cptla, Ppara, and Ppary were not altered in the
liver of db/db mice fed with LYT and LWE when compared to db/db mice fed a standard chow diet
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(Figure 7A-D). Put together, our data suggested that dietary supplements of LYT or LWE decreased
lipid accumulation and that the prevention of fatty liver formation might be involved in suppressing
lipogenesis rather than increasing lipolysis. It is possible that the downregulation of Srebfl and its
target gene Fasn catalyzes the downregulation of Acaca in fatty acid synthesis and that this potential
molecule contributes to the reduction in de novo lipogenesis [42].

At the age of 10 weeks, the db/db + SC mice showed a significant increase of blood glucose level
when compared to the C + SC mice (p < 0.001). Surprisingly, the blood glucose level was significantly
decreased to a level very close to normal glucose levels in db/db mice fed with LYT from 14 to
20 weeks old (Figure 3A). In addition, db/db mice fed with LYT significantly raised glucose tolerance
at the age of 20 weeks (Figure 3B). This result is very important as the dietary supplement of LYT had
a very strong effect on decreasing blood glucose in the T2D db/db mice, while the dietary supplement
of LWE significantly decreased the blood glucose level of db/db mice for only the first two weeks of
treatment (12-14 weeks old), and blood glucose then gradually increased from 14 to 16 weeks and
stayed at approximately 300 mg/dL until the end of the experiment (20 weeks). What we found here
was that a dietary supplement of large yellow tea powder was better able to decrease blood glucose
than the water extract supplement in db/db mice.

We further investigated the mechanism of this effect. GCKR, a protein highly expressed in liver
cells, plays a crucial role in the inhibition of GCK activity and thus accordingly regulates glucose
metabolism in T2D rodent models. Previous studies have reported that GCK activity is decreased in
T2D [30-33]. At the age of 20 weeks, we found that the mRNA expression level of Gckr in db/db mice
was higher than that in the control mice (Figure 8B), which suggested that db/db mice developed a
glucose metabolism disorder by increasing the expression of GCKR and further decreasing the activity
of GCK. This result is consistent with the results reported previously [43—45]. As expected, when
compared with the db/db mice fed a standard chow diet, the mRNA expression level of Gckr in the
liver of db/db mice fed the LYT diet was significantly decreased. Accordingly, the mRNA expression
level of Gck showed obvious upregulation in the db/db mice fed LYT (Figure 8A). These data suggested
that the dietary supplement of large yellow tea powder may regulate glucose metabolism in T2D
db/db mice by accordingly decreasing the expression of GCKR and increasing the expression of GCK
in the liver. However, there were no significant differences in the mRNA expressions of Gckr and
Gck between the db/db + SC mice and db/db + LWE mice at the age of 20 weeks. This may be a
reason why the water extract of large yellow tea had less effect on reducing blood glucose levels and
improving glucose tolerance in db/db mice.

Overweight, obesity, and diabetes are emerging as major global health issues. If tea could prevent
or delay the development of these diseases, the public health implications would be tremendous [17].
So far, most of the beneficial effects of tea are believed to be attributed to the polyphenols in the tea.
Although there have been many published studies, the exact functional components and molecular
mechanisms are still not fully understood. Yellow tea, as well as green tea and white tea, contain
characteristic polyphenolic compounds known as catechins, and EGCG is the major form of tea
catechin [46]. Therefore, previous research has mainly focused on EGCG inhibiting obesity, metabolic
syndrome in db/db mice [21], and high-fat-diet-fed mice [46—48]. Similar results were also observed
using black tea extract (BTE) [34] and green tea extract (GTE) [49]. To the best of our knowledge, this is
the first work to comparatively investigate the effect of dietary supplements of large yellow tea powder
and its water extract on metabolic syndrome, serum lipid profile, and hepatic steatosis in db/db mice.
Most of the data generated by this study have shown that dietary supplement of large yellow tea
powder has more profound protective effects than its water extract in metabolic syndrome, especially
in regulating glucose metabolism in the middle stage of T2D in db/db mice. As stated previously,
we designed our study to keep almost the same concentration of EGCG in the large yellow tea powder
diet and its water extract diet. Our results suggested that the other catechins or even other chemical
components rather than EGCG may play important roles in alleviating metabolic syndrome, especially
in regulating glucose metabolism in db/db mice. The water extract of large yellow tea contains only
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water-soluble components, while large yellow tea contains not only water-soluble substances, but
also various fat-soluble substances [16,17]. Therefore, we hypothesize that a range of substances
not extracted by water in large yellow tea may contribute the principal effects of decreasing blood
glucose and alleviating metabolic syndrome in db/db mice. These exact functional components need
further investigation.

4. Materials and Methods

4.1. The Extract of Large Yellow Tea

The large yellow tea purchased from Bao Er Zhong Xiu Tea Industry Co., Ltd. (Huoshan, Anhui,
China) was extracted with pure water at 100 °C (the ratio of tea powder to pure water was 1:20), for
20 min, then extraction was assisted by ultrasonic (KQ-500DE Shumei, Kunshan, China) in a water
bath for 30 min at 75 °C. The resulting water extract of large yellow tea was further filtered and
subjected to concentration using a rotary evaporator (IKA® HB 10, Staufen, German). Finally, the
concentrated extraction was freeze-dried to form a solid powder in order to add to the AIN93 standard
diet for experiment.

4.2. Analysis of Major Chemical Components of Large Yellow Tea and Its Water Extract

The catechins, theanine, and caffeine were analyzed on a Waters High Performance Liquid
Chromatography (HPLC) system supported with a Waters 600 controller and Waters 2489 UV /Visible
Detector (280 nm). Chromatographic separation was performed on a Phenomenex Gemini C18 column.
The column temperature was set at 25 °C. The injection volume of sample was 5 pL, the elution rate
was 1 mL/min, and the detection wavelength was set at 278 nm. The mobile phase consisted of mobile
phase A (deionized water with 0.17% acetic acid) and mobile phase B (100% acetonitrile). The linear
gradient at a flow rate of 1.0 mL/min was set as follows: mobile phase B from 8-28.4% (v/v) in 30 min
was initiated, from 28.4-100% (v/v) for 8 min, and from 100-8% (v/v) for another 10 min.

4.3. Animal Experiments

C57BLKsJ-db/ + mice (control mice, n = 12) and male C57BLKs]-db/db (db/db mice, n = 18)
were purchased from the National Resource Center of Model Mice (NRCMM, Nanjing, China) and
allowed to acclimate to the environment of the specific pathogen free (SPF) laboratory animal center
at Anhui Agricultural University, which was controlled with a constant temperature (22 = 1 °C) and
humidity (50 £ 5%) under a 12:12 h light-dark cycle falls on 8:00 a.m. to 8:00 p.m. All animals were
housed in cages and had free access to water and diet. Animals were fed normally until 10 weeks old,
and then control mice were randomly divided into two groups, while db/db mice were divided into
three groups fed with different diets. The detailed group assignments for the mice are described in
Figure 1. All animal procedures were approved by the Institutional Animal Care and Use Committee
of the Anhui Agricultural University (ethical approval code: AHAU 2016-007).

The standard AIN93 diet (SC), SC containing 5% of the large yellow tea powder (LYT), and SC
containing 1.5% of the large yellow tea water extract (LWE) were purchased from Trophic Animal
Feed High-Tech Co., Ltd. (Nantong, China). The water consumption and food intake were monitored
daily, fasting blood glucose level, and body weights were measured at weekly intervals. Blood was
obtained from the tail, and the glucose concentrations were measured using Nova StatStrip Xpresst™
Glucose CR Meter (Nova Biomedical, Waltham, UK) with Nova StatStrip Xpresst™ Glu-test Strips
(Nova Biomedical, Waltham, UK).

At the end of the 10 week dietary treatments, the mice fasted for 12 h, were anesthetized via
injection with 4% chloral hydrate (10 mL/kg, i.p.), and were then sacrificed after the peripheral blood
collection from the ophthalmic vein. Serum was obtained by centrifugation at 3000 rpm/min for 5 min
at 4 °C then stored at —80 °C. The levels of triglyceride (TG), low-density lipoprotein cholesterol
(LDL-C), high-density lipoprotein cholesterol (HDL-C), and total cholesterol (TC) in the serum were
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measured using micro test kits from Nanjing Jiancheng Bioengineering Institute (Nanjing, Jiangsu,
China). Liver weights were measured on a scale to determine liver mass. All other tissue samples
were harvested for further biochemical, molecular, and immunostaining analyses. Small pieces of
the liver tissues were preserved in RNAlater solution for gene expression experiments, and the other
small pieces of the liver tissues were fixed in formaldehyde solution from ZHANYUN (Wuxi, Jiangsu,
China) at 4 °C preserved for histological experiment, and the rest of the liver tissues were immediately
liquid nitrogen frozen before being stored at —80 °C for the protein expression experiment.

4.4. Glucose Tolerance Test

Glucose tolerance test (GTT) were performed at the age of 18 weeks. The fasting mice were given
an intraperitoneal injection of glucose (D-(+)-Glucose (SIGMA, St. Louis, MO, USA) at the dosage of
1.5 g/kg body weight and the blood samples were collected from tail veins of the mice and glucose
levels were measured at 0, 30, 60, 90, and 120 min before and after injection [50].

4.5. Hematoxylin—Eosin Staining

All of the liver tissues for the histological chemistry experiment were fixed in 10% neutrally
buffered formalin solution at room temperature, dehydrated, and embedded in paraffin (Paraplast
Tissue Embedding Medium, LEICA, Buffalo Grove, IL, USA) using a modular tissue embedding
system (LEICA EG1150 H, Buffalo Grove, IL, USA). Hematoxylin—eosin (HE) staining was carried out
on 5 um sections using a fully automated rotary microtome (LEICA RM2255, Nussloch, Germany) and
mounted onto positive charged slides (Adhesion Microscope Slides, CITOGLAS, Shanghai, China).
HE staining of the liver paraffin sections was performed using an HE staining kit (Boster Biological
Technology Company, Pleasanton, California, USA) and was pictured by microscope (LEICA DM500,
Wetzlar, Germany) with a supporting camera (LEICA ICC50 W, Wetzlar, Germany). The hepatic
adipose infiltration cells were counted manually using Image] software (Version 1.51q).

4.6. Real-Time Polymerase Chain Reaction PCR

Total RNA was extracted from the liver tissues, which were fixed in RNA stabilization solution
(Thermo Fisher Scientific, Waltham, Massachusetts, USA) at —80 °C, and was isolated using RNA
isolator (Vazyme Biotech Co., Ltd., Nanjing, Jiangsu, China) as per the manufacturer’s instructions.
Reverse transcription was performed using HiScript® II 1st Strand cDNA Synthesis kit (Vazyme Biotech
Co., Ltd., Nanjing, China), and reverse transcriotion-polymerase chain reaction (RT-PCR) was
performed using the Bio-Rad CFX System and AceQ qPCR SYBR Green Master Mix kit (Vazyme Biotech
Co., Ltd., Nanjing, China). Real-time PCR was performed following the method described previously
in [51-54]. Primer sequences were designed for mice and listed in Table 2.

Table 2. Primer sequences used for RT-PCR gene expression experiment.

Primer Sequences

Gene Forward (5'-3') Reverse (5'-3')

36b4 CCC TGA AGT GCT CGA CAT CA TGC GGA CAC CCT CCA GAA

Fasn CGT GTG ACC GCC ATC TAT ATC G TGA GGT TGC TGT CGT CTG TAGTCT T

Srebfl AGT CCA GCC TTT GAG GAT AGC C CCG TAG CAT CAG AGG GAGTGA G

Acaca AGG AGG GAA AGG GAT CAG AAA AG CAG AGC AGT CAC GACCAA ACA AA

Adipor2 CCT TTC GGG CCT GTT TTA AGA GAG TGG CAG TAC ACC GTG TG

Cptla CTT CAA AAA CAG CAA GAT AGGCAT A TTA CAG TGT CCA TCC TCT GAG TAG C

Ppara TAC GCT CCC GACCCATCTTTA GACTCCTTG GCA GTGTCC ATCT

Pparg GAA AGA CAA CGG ACA AAT CAC CAT CGG CTT CTA CGG ATC GAA ACT G
Gck AGA CGA AAC ACC AGA TGT ATT CC GAA GCC CTT GGT CCA GTT GAG
Gckr GAC CCG GAA CTT GGA CAA AG AAT GCC ATA CGA CCA GAG GTG
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4.7. Western Blot Analysis

Western blot was performed following the method described previously in [52-54]. In brief, the
frozen liver tissues were homogenized using a 2 x SDS buffer. Equal amounts of denatured proteins
were separated by SDS-PAGE gels and transferred to nitrocellulose membranes. The membranes were
blocked with 5% skimmed milk powder in PBS-T solution for 1 h and were incubated with fatty acid
synthase (FAS) (Santa Cruz Biotechnology, Santa Cruz, CA, USA), sterol regulatory element-binding
protein-1 (SREBP-1) (Santa Cruz Biotechnology, Santa Cruz, CA, USA), and (3-Actin (Proteintech™,
Wuhan, Hubei, China) at 4 °C overnight, then incubated with appropriate secondary antibodies
(ProteintechTM, Wuhan, Hubei, China) for 1 h at room temperature. Protein bands were detected by
enhanced chemiluminescent (ECL) reagent (Vazyme Biotech Co., Ltd., Nanjing, China) and analyzed
using the ChemicDoc™ MP Imaging System (Bio-Rad, Hercules, CA, USA) with supporting system
(ImageLab., Bio-Rad, Hercules, CA, USA).

4.8. Statistical Analysis

The results were expressed as mean = SEM. Comparisons between the two groups were
performed with an unpaired 2-tailed Student’s t-test, and multiple group comparisons were performed
by one-way ANOVA followed by Tukey’s test. p < 0.05 was used to consider statistical significance.
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