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Background: Shenzhu Tiaopi granule (STG) has antidiabetic functions. Data-independent acquisition proteomic technology is an
integral part of systems biology. Herein, proteomics was used to analyse the effects of STG on type 2 diabetes mellitus (T2DM) and
the mechanism by which STG normalizes glucose metabolism.

Methods: Goto-Kakizaki (GK) T2DM model (Mod) rats, aged 15-16 weeks and with a fasting blood glucose (FBG) level of
>11.1 mmol/L, were treated with metformin or STG for 12 weeks. Wistar rats aged 15-16 weeks were included in the control (Con)
group. Body weight, FBG, total cholesterol (TC), total triglyceride (TG) levels and low-density lipoprotein (LDL-C) levels were
measured, and pathological observation, Western blot analysis and data-independent acquisition proteomics of the liver were
performed.

Results: Significant differences in FBG, TC, TG, LDL-C (p < 0.01) and pathological liver morphology were observed between the
Mod group and Con group, whereas both metformin and STG normalized the glucose and lipid metabolism indicators (p < 0.05 or p <
0.01). In total, 5856 proteins were identified via proteomic analysis, 97 of which were significantly differentially expressed in the liver
and affected fatty acid metabolism, unsaturated fatty acid biosynthesis, the peroxisome proliferator-activated receptor (PPAR)
signalling pathway, pyruvate metabolism, and terpenoid backbone biosynthesis. Screening identified 10 target proteins, including
perilipin-2 (Plin2), pyruvate dehydrogenase kinase 4, farnesyl diphosphate synthase (Fdps) and farnesyl-diphosphate farnesyltransfer-
ase 1. Among these proteins, the key proteins were Plin2 and Fdps, which were found to be associated with the PPAR signalling
pathway and terpenoid backbone biosynthesis via relationship networks. Plin2 and Fdps are closely related to hyperglycaemia. STG
can downregulate Plin2 and upregulate Fdps (p < 0.01).

Conclusion: STG ameliorated hyperglycaemia by significantly altering the expression of different proteins, especially Fdps and Plin2,
in the livers of GK rats. These findings may reveal the potential of traditional Chinese medicine for treating T2DM.
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Introduction
Type 2 diabetes mellitus (T2DM) is a very common metabolic disease characterised by hyperglycaemia that can lead to
many serious complications. Therefore, T2DM is considered a major health concern.' The liver plays an important role
in maintaining glucose homeostasis in the body, particularly through hepatic gluconeogenesis and glycogen synthesis.’
Metformin (Met) is widely used to treat T2DM by lowering blood glucose through the inhibition of glucose output from
the liver. The main adverse effects associated with Met use are gastrointestinal reactions and vitamin B12 deficiency.*
Compared with metabolomics and genomics, proteomics can better describe the mechanism of protein action in vivo
and reveal new therapeutic targets.>® Data-independent acquisition (DIA) proteomics has been extensively developed for
identification of novel differentially expressed targets.” DIA proteomics achieves precise and highly reproducible
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quantification of large amounts of proteins in each sample, including low-abundance protein information. Reliable
therapeutic protein biomarkers can be found via proteomic analysis of T2DM samples.® The GCKR, HLA-DRA,
RABIA, ARGI, and HHIP proteins and other plasma proteins are associated with T2DM according to proteome-wide
Mendelian randomization.” A study revealed that extracellular vesicles in the liver proteomic and phosphoproteomic
signatures of T2DM patients may underlie the development of T2DM.'? In recent years, researchers have applied
proteomics to explore the mechanism of action of traditional Chinese medicine (TCM) in treating diseases, which is
a method used in the study of the pharmacological mechanisms of TCM.'"!> The effects of TCM in T2DM patients can
be identified by proteomic differences.'® With respect to proteomic technology, Tiangi Jiangtang Capsule can be used to
treat T2DM via regulation of serum protein profiles.'* Mulberry leaf treatment reversed the changes in 19 differentially
expressed proteins in rats with T2DM according to proteomic analysis of skeletal muscle.'®

Previous studies have suggested that TCM could be effective for treating T2DM. Goto-Kakizaki (GK) rats are
a spontaneous T2DM research model. When these rats are 15-16 weeks old, they exhibit hyperglycaemia.'® This model
shows less mortality than does the chemical-induced diabetes model. Moreover, the blood glucose level can be used to
diagnose diabetes without being very high. Shenzhu Tiaopi granule (STG) is an herbal compound formula that has been
used to treat pre-T2DM and T2DM and can lower blood glucose, alleviate thirst, and relieve fatigue and has other
effects.'”'” However, the mechanism by which STG regulates blood glucose is not clear. DIA proteomics has the
advantage of being more precise than traditional proteomics. In this study, we conducted DIA proteomic studies to
further determine the impact of STG on liver glucose metabolism in a T2DM rat model. Furthermore, glycolipid
metabolism indicators were used to investigate the effects. This study may help elucidate the mechanism by which
STG alleviates T2DM, which may lead to the development of potential therapeutic biomarkers of TCM against T2DM.

Materials and Methods

Animals and Treatment

All animal procedures were performed in accordance with the Guidelines for the Care and Use of Laboratory Animals and
were approved by the Animal Ethics Committee of Anhui University of Chinese Medicine (AHUCM-rats-2021133). GK
rats (n = 70, male) aged 5—6 weeks were obtained from Changzhou Cavens Model Animal Co., Ltd. (China; certificate no.
202145537). Wistar rats (n = 10, male) aged 5-6 weeks were obtained from SiBeifu (Beijing) Biotechnology Co., Ltd.
(China; certificate no. 110324210106755915). All the animals were housed on a 12-hour dark—light cycle at 25 + 2 °C and
were allowed to eat and drink freely. The animals were acclimated to standard laboratory conditions for 10 weeks before
being assigned to an experimental group. GK rats (n = 32) with fasting blood glucose (FBG) levels >11.1 mmol/L were
used. The GK rats were then randomly divided into a model (Mod) group, a Met group, and a STG group (n = 8 per group).
The Wistar rats composed the control (Con) group (n = 8) (Figure 1). All the rats were fed a standard chow diet. The Met
group was orally administered a Met aqueous solution at a dosage of 150 mg/kg/d (Shanghai MACKLIN Biochemical
Technology Co., Ltd, China). The STG group was orally administered STG extract (The First Affiliated Hospital of Anhui
University of Chinese Medicine, China) at a dosage of 21 g/kg/d.*® After 12 weeks of intervening, the rats were fasted, and
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Figure | Animal flow chart.
Abbreviations: GK, Goto-Kakizaki; Con, control; Mod, model; Met, metformin; STG, Shenzhu Tiaopi granule.
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their body weights were determined with a scale. FBG levels were measured in blood samples acquired via the tail vein via
a glucose metre (ACCUCHEK Performa, Roche, Basel, Switzerland). All animals were sacrificed via 3% sodium
pentobarbital anaesthesia. Blood was collected in a tube and centrifuged (3000 X g, 15 minutes) to obtain serum, which
was stored at —80 °C. Liver tissues were dissected and weighed. The liver index was calculated as the liver weight/body
weight. Partial livers from the same anatomical site were fixed with 4% neutral formaldehyde fixative (Beijing Labgic
Technology Co., Ltd.), while the remaining tissues were stored at —80 °C.

Preparation of STG

STG consisted of Codonopsis Radix (Bozhou Huqiao Pharmaceutical Co., Ltd, China)., Atractylodis Macrocephalae
Rhizoma (Anhui Mengshi Traditional Chinese Medicine Pieces Co., Ltd, China)., Pinelliae Rhizoma (Anhui Puren
Traditional Chinese Medicine Pieces Co., Ltd, China)., Poria (Anhui Puren Traditional Chinese Medicine Pieces Co.,
Ltd)., Aurantii Fructus (Anhui Puren Traditional Chinese Medicine Pieces Co., Ltd, China)., Coptidis Rhizoma (Anhui
Xiehecheng Pharmaceutical Co., Ltd, China)., Dioscoreae Rhizoma (Bozhou Hugiao Pharmaceutical Co., Ltd, China).,
Bupleuri Radix (Anhui Xiehecheng Pharmaceutical Co., Ltd, China)., Gypsum Fibrosum (Bozhou Hugiao Pharmaceutical
Co., Ltd, China)., Lophatherum gracile (Anhui Puren Traditional Chinese Medicine Pieces Co., Ltd, China)., and
Ophiopogonis Radix (Anhui Xiehe Cheng Pharmaceutical Co., Ltd, China). The ratio of this dose was
10:10:4:5:5:2:10:4:5:10:5. A total of 210 g of STG was weighed and soaked in 2100 mL of water in a decoction container
for 30 minutes. The STG was boiled over high heat and then simmered over low heat for 30 minutes. The mixture was
filtered through a strainer, and the medicinal mixture was collected. Then, 2100 mL of water was added again, and the same
boiling method was used as before. The two medicinal solutions were combined to obtain the STG medicinal mixture. The
obtained extraction mixture was concentrated to 50 mL, with a crude concentration of 4.2 g/mL, sealed, and stored at 4 °C.

Liquid Chromatography—Mass Spectrometry (LC—MS) Detection and Metabolite

Identification

Fifty microlitres of the STG extraction mixture was transferred into a centrifuge tube, 400 puL of methanol:acetonitrile (1:1)
was added, and the mixture was extracted by ultrasonication at 5 °C for 30 minutes. The extraction mixture was left to stand
at —20 °C for 30 min and then centrifuged at 13,000 x g for 15 min at 4 °C, after which the supernatant was removed, dried
with nitrogen, and dissolved in 100 pL of acetonitrile:water (1:1). The mixture was vortexed and mixed for 30s, after which
it was extracted via ultrasonication at 5 °C for 5 minutes. The mixture was subsequently centrifuged at 13,000 x g for
10 minutes at 4 °C, after which the supernatant was transferred to an injection vial with an inner tube for analysis.

The instrument platform for this LC—MS analysis was ultrahigh-performance liquid chromatography—tandem Fourier
transform mass spectrometry coupled with ultrahigh-performance liquid chromatography (UHPLC), and the Q Exactive
system from Thermo Fisher Scientific (USA) was used. The chromatographic column used was an ACQUITY
UPLCBEHCI18 (100 mm x 2.1 mm i.d., 1.7 um). Mobile phase A was 2% acetonitrile in water (containing 0.1% formic
acid), mobile phase B was acetonitrile (containing 0.1% formic acid), the injection volume was 3 pL, and the column
temperature was 40 °C. The sample was ionized by an electric spray, and the mass spectrum signals were collected in
positive and negative ion scanning modes. The quality scanning range was 70—-1050 m/z, the heating temperature was
450 °C, the negative ion source voltage was —3000 V, the positive ion source voltage was 3500 V, the cyclic collision
energy was 20—-40-60 eV, the sheath gas flow rate was 50 arb, and the auxiliary gas flow rate was 13 arb. Positive and
negative ion chromatograms were subsequently obtained.

All ion fragment information obtained from mass spectrometric analysis was compared with that of MJBIOTCM
(China) to obtain annotation information for the metabolites.

Biochemical Assays and Liver Histological Analysis
The serum total cholesterol (TC), total triglyceride (TG) and low-density lipoprotein (LDL-C) levels were determined via a fully
automatic biochemical analyser (Shenzhen Rayto Life Sciences Corporation, China). The reagents used were compatible.
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For pathomorphological analysis, the liver was dehydrated in alcohol and cleared with xylene. The samples were
subsequently embedded in paraffin, deparaffinized, subjected to haematoxylin—eosin (HE) staining, and finally photo-
graphed via light microscopy (Nikon Corporation, Japan) at 200 magnification.

Liver Sample DIA Analysis

Protein Extraction

A total of 12 liver samples were collected from the four groups (3 samples per group). An appropriate amount of liver
tissue was weighed and transferred to a 2 mL centrifuge tube, two 5 mm magnetic beads were added, and an appropriate
amount of protein lysis solution containing sodium dodecyl sulphate (SDS) and a 1x cocktail with a final concentration
of ethylene diamine tetraacetic acid was added. An automatic grinder was used to break and decompose the mixture
before it was centrifuged at 25,000 x g and 4 °C for 15 minutes. Next, the supernatant was treated with dithiothreitol at
a final concentration of 10 mm and incubated in a water bath at 37 °C for 30 minutes. An iodoacetamide solution with
a final concentration of 55 mm was added, and the mixture was left in a dark room for 45 minutes. A total of 5 times the
volume of precooled acetone was added next, and the mixture was placed in a —20 °C refrigerator for 2 hours. The
mixture was then centrifuged at 25,000 x g and 4 °C for 15 minutes, after which the supernatant was discarded. After
precipitation, an appropriate amount of SDS-free protein lysis solution was added, and an automatic grinder was used to
promote protein dissolution. The mixture was subsequently centrifuged at 25,000 x g and 4 °C for 15 minutes to obtain
the supernatant, which was the protein mixture used for proteomic analysis.>! Data-independent acquisition protein
quantification was performed by BGI (China).

Protein Enrichment Analysis and Digestion

A solid-phase extraction (SPE) C18 column was activated with 1 mL of methanol at a rate of 3 drops/second. Then, 1 mL
of 0.1% formic acid solution was added to the SPE C18 column. The diluted serum/plasma protein mixtures were loaded
onto and passed through an SPE C18 column at a rate of 1 drop/second. If the volume of the mixture was greater than
1 mL, the operation was repeated 2-3 times. Then, 3 mL of 0.1% formic acid solution was used to wash the
nonspecifically bound proteins from the column. The enriched proteins were eluted with 800 puL of 75% acetonitrile at
a rate of 0.5 drops/second. The eluate was frozen and dried for further treatment. Next, trypsin was added to the protein
mixture at a ratio of 1:20 (w/w) for enzyme and protein analysis, and the mixture was incubated for 14 hours at 37 °C.

DIA Analysis by LC-MS

An Ultimate 3000 nanoLC coupled with a Q Exactive HF mass spectrometer (Thermo Fisher Scientific,USA) was used
for LC-MS analysis.*?> The sample was first enriched in the trap column and desalted and then entered a self-packed
tandem C18 column (75 um inner diameter, 1.8 pm particle size, and 25 cm in length) and separated with the following
gradient operated at a flow rate of 300 nL/min: 0 minutes, 2% mobile phase B (100% acetonitrile, 0.1% formic acid);
0~45 minutes, mobile phase B linearly increased from 2% to 22%; 45~50 minutes, mobile phase B increased from 25%
to 35%; 50~55 minutes, mobile phase B increased from 35% to 80%; and 55~60 minutes, 80% mobile phase B. The end
of the nano-LC column was directly connected to the mass spectrometer for MS detection.

The peptides separated by liquid chromatography were ionized by a nanoelectrospray ionization source and then
passed to a tandem mass spectrometer for detection in data-dependent acquisition mode. The main parameters were
a source voltage of 1.6 kV and a mobility range of 0.6-1.60 V-S/cm?, with a mass spectrometry 1 scanning range of
302-1,077 m/z. A total of 32 windows were used for continuous window fragmentation and data collection. The
fragmentation mode was collision-induced dissociation, the fragmentation energy was 10 eV, and the mass width of
each window was 25. Each DIA scan cycle lasted 3.3 seconds.

Western Blot Analysis

Liver tissues were homogenized in radioimmunoprecipitation assay lysis buffer and centrifuged at 12,000 x g for 10 min.
Total liver proteins were separated by SDS—polyacrylamide gel electrophoresis and transferred onto polyvinylidene
fluoride membranes. The membranes were blocked with 5% Tris-buffered saline with Tween and incubated with primary
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antibodies overnight at 4 °C. The membranes were washed and incubated for 1 h with secondary antibodies at room
temperature. Antibodies targeting Pin2 (ab108323, Abcam), Fdps (ab153805, Abcam), and B-actin (gb11001, Servicebio)
were used as loading and comparative controls. The immunoreactive bands were visualized via a chemiluminescence
reagent (Wuhan Servicebio Technology Co., Ltd, China). The quantification of the blot results was performed via ImageJ

software.

Data and Statistical Analyses

The DIA data were analysed via iRT peptides for retention time calibration. Then, on the basis of the target-decoy model
applicable to SWATH-MS, a false-positive control was analysed, with a false discovery rate of 1%, indicating reliable
quantitative results.”> MSstats was used to statistically evaluate differences in protein expression among different
samples.”* Then, screening of the differentially expressed proteins was performed, with the criteria of a fold change
>] or <—1 and a p value < 0.05 indicating a significant difference. OriginPro 2017 was used to perform principal
component analysis. Clustering heatmaps were created via Euclidean distance and systematic hierarchical clustering
methods. The online Panther database was used to classify the biological functions of the identified proteins. Gene
Ontology (GO) enrichment and Kyoto Encyclopedia of Genes and Genomes (KEGGQG) pathway analyses of the sig-
nificantly differentially expressed proteins were performed via the nonredundant protein sequence database, GO
database, and KEGG database with the analysis platform BGI (China).

The data were analysed via t tests, least significant difference or Tamhane’s T2 one-way analysis of variance
(ANOVA) tests and nonparametric Kruskal-Wallis 1-way ANOVA tests, and Pearson correlation analysis was performed
via IBM SPSS statistics for Windows, version 23 (IBM Corp., USA), and GraphPad Prism 5.0 (GraphPad Software Inc,
USA). Values of p < 0.05 were considered to indicate a significant difference.

Results
Chemical Profiles of STG

The total negative and positive ion chromatographs of STG are shown in Figure 2A and B. A total of 460 compounds
were characterized: 181 phenylpropanoids and polyketides, 10 alkaloids and derivatives, 30 benzenoids, 13 lignans,
neolignans and related compounds, 80 lipids and lipid-like molecules, 8 nucleosides, nucleotides, and analogues, 16
organic acids and derivatives, 29 organic oxygen compounds, 35 organoheterocyclic compounds, and 58 other types of
compounds. Furthermore, the marker components in STG, including berberine, atractylenolide III, caffeic acid, hesper-
etin, protocatechuic aldehyde, scopolin, naringin, baicalein, atractyloside A and ferulic acid, may be closely related to
hypoglycaemia.

Baseline Information and Liver Histological Analysis

Compared with those in the Con group, the weights in the Mod group were significantly lower (p < 0.01). However, there
was no significant improvement in weight in the Met group or the STG group. The levels of FBG, TC, TG and LDL-C
were significantly greater in the Mod group than in the Con group (p < 0.01). Moreover, the FBG, TC, TG and LDL-C
levels in the Met and STG groups were significantly lower (p < 0.01). The liver indices were significantly greater in the
Mod group than in the Con group, and compared with those in the Mod group, the liver indices in the Met and STG
groups were significantly lower (p < 0.05 or p < 0.01) (Table 1).

The liver cells in the Con group were round, plump, and arranged radially. Compared with the Con group, the Mod
group presented extensive cellular oedema, severe balloon-like degeneration, cytoplasmic laxity and light staining,
widespread fatty degeneration in liver cells, small circular vacuoles in the cytoplasm, and no obvious necrosis or
inflammatory cell infiltration. Compared with the Mod group, the Met and STG groups presented improvements in
cellular oedema, cytoplasmic laxity, cellular fatty degeneration, and the number of cup-shaped cells (Figure 3).
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Figure 2 Marker components in STG determined by UHPLC.

Notes: (A) Marker components with negative ions in STG according to UHPLC. (B) Marker components with positive ions in STG according to UHPLC.
Abbreviations: STG, Shenzhu Tiaopi granule; UHPLC, ultrahigh-performance liquid chromatography; TIC, total ion chromatography; NEG, negative; POS, positive; QC,
quality control.

Quantitative Changes in the Liver Proteome

In total, 5856 proteins were identified in the livers from the four different groups. Principal component analysis was
performed, as shown in Figure 4A, and all the groups were well separated. In total, 111 proteins (44 increased, 67
decreased) were considered differentially expressed between the Mod and Con groups (Figure 4B and C), 96 proteins (48
increased, 48 decreased) between the Met and Mod groups (Figure 4B and D), 79 proteins (53 increased, 26 decreased)
between the STG and Mod groups (Figure 4B and E), and 66 proteins (54 increased, 12 decreased) between the STG and
Mod groups (Figure 4B and F). A total of 97 proteins were considered significantly differentially expressed (p<0.05)
(Figure 4C—F). Moreover, the core common differentially expressed protein was perilipin-2 (Plin2) (Figure 4B).
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Table | Baseline Information for the Four Groups

Characteristic | Con Mod Met STG

Body weight (g) | 511.37+44.06 | 413.62+20.14** | 422.25+24.27 | 439.75£21.12

Liver index (%) | 2.190.19 3.8820.47 2.64+0.33% 2.3320.22
FBG (mmol/L) 6.18+0.82 19.566.24%* 5.86x1.03" | 875+3.14%
TG (mmollL) 0.60+£0.24 1.720.56%* 1.020.42 0.73+0.2"

TC (mmol/L) 1.61£0.49 2.920.7 |+ 1.76£0.21% | 1.57+0.28%
LDL-C (mmol/L) | 0.58+0.19 1.2520.44°+ 0.50+0.08" | 0.57+0.1 1%

Notes: Compared with the Con group, *p<0.01. Compared with the Mod group, #p<0.05; *p<0.01.
Abbreviations: FBG, fasting blood glucose; TC, total cholesterol; TG, total triglyceride; LDL-C, low-
density lipoprotein; Con, control; Mod, model; Met, metformin; STG, Shenzhu Tiaopi granule.

Analysis of Differentially Enriched Proteins

The Mod group revealed significantly upregulated and downregulated proteins than the Con group. Compared with that
in the Mod group, protein expression changed significantly after the administration of Met and STG (Figure 5). For
example, Plin2 protein expression was upregulated in the Mod group but downregulated in the Met and STG groups.
Moreover, the protein expression of fragile X mental retardation (Fmr1), farnesyl diphosphate synthase (Fdps), farnesyl-
diphosphate farnesyltransferase 1 (Fdftl) and pyruvate dehydrogenase kinase 4 (Pdk4) decreased in the Mod group but
increased in the Met and STG groups.

Liver Proteomic Analysis

As shown in Figure 6A—C, classification based on biological processes revealed that these proteins were related mainly to
biological regulation (34.33%), cellular processes (25.67%), metabolic processes (8.98%), and localization (6.42%). The
cellular component categories cells, cell parts, organelles and membranes accounted for more than 80% of the

Figure 3 Comparison of HE-stained images of rat liver tissues (200x).
Abbreviations: HE, haematoxylin—eosin;Con, control; Mod, model; Met, metformin; STG, Shenzhu Tiaopi granule.
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Abbreviations: Con, control; Mod, model; Met, metformin; STG, Shenzhu Tiaopi granule; PCI, principal component I; PC2, principal component 2.

differentially expressed proteins. In terms of molecular function, the differentially expressed proteins were associated

mainly with catalytic activity (35.48%) and binding (54.78%).

The differentially expressed proteins in the four groups were involved in 35 metabolic pathways. Compared with the

Mod and Con groups, the Met and STG groups showed regulation of multiple pathways. These pathways included fatty

acid metabolism, unsaturated fatty acid biosynthesis, the peroxisome proliferator-activated receptor (PPAR) signalling

pathway, pyruvate metabolism, terpenoid backbone biosynthesis, steroid hormone biosynthesis and steroid biosynthesis.

Among them, the differences in the PPAR signalling pathway were the most significant (Figure 7).
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Figure 5 Heatmap of differentially expressed proteins.
Notes: Red represents upregulated proteins, and blue represents downregulated proteins.
Abbreviations: Con, control; Mod, model; Met, metformin; STG, Shenzhu Tiaopi granule.

Screening of the Target Proteins

The differentially expressed proteins were imported into the String 12.0 database, “Rattus norvegicus” was selected as
the research species, an average value greater than the degree value was used as the screening criterion, and a confidence
level >0.4 was set to construct the differentially expressed protein—protein interaction (PPI) networks (Figure 8A). The
network topology characteristics of the PPIs were analysed via Network Analyser with Cytoscape software. On the basis
of the DMNC algorithm in the CytoHubba plugin, 10 target proteins, including Plin2, Pdk4, Fdps and Fdftl, were
identified by screening (Figure 8B). Figure 8C shows the network of relationships between the differentially expressed
proteins and related KEGG pathways, which includes 28 proteins and 10 signalling pathways. Moreover, Plin2 is an
important gene in the PPAR signalling pathway. Fdps is an important gene in terpenoid backbone biosynthesis. Among
them, 14 proteins were upregulated, and 14 proteins were downregulated in these signalling pathways.
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Selection of Key Proteins

On the basis of the analysis and screening of the differentially enriched proteins, Plin2 and Fdps were identified as shared
proteins in our research. The relationships between these two proteins and T2DM were determined via the T2DM
Knowledge Portal (https://t2d.hugeamp.org/) (Table 2). Plin2 was positively correlated with FBG, whereas Fdps was
negatively correlated with FBG. The r values in Figure 9A and B reflect the strength of this correlation. Compared with
those in the Con group, the Plin2 and Fdps levels in the Mod group were significantly different (p<0.05). Met and STG
decreased Plin2 expression and increased Fdps expression (p<0.05, p<0.01) (Figure 10A and B).

Discussion

Although STG has been clinically used for the treatment of T2DM, the underlying mechanism has not been fully elucidated.
Here, we reported a significant increase in FBG and weight loss in the Mod group, which is typical of T2DM. Moreover, the
liver index was significantly greater in the Mod group, which may be significantly associated with insulin resistance in the
liver.> This is one of the major reasons for the elevated FBG in Mod rats. In addition to elevated blood glucose, blood lipids
are more often disturbed in individuals with T2DM. In this study, the levels of TC, TG and LDL-C were significantly
elevated. However, STG can lower the FBG, liver index, and TC, TG and LDL-C levels, which may be related to its
components, including berberine, atractylenolide III, caffeic acid, hesperetin, and homoisoflavonoids.”® ' Extensive
cellular oedema and steatosis were observed in the livers of the Mod group. The findings of Nawrot M and Soon GST
et al revealed similar alterations in the liver.>*>> Liver lipid accumulation was ameliorated in the STG group. The
improvement in the liver lipid index and the HE-stained images of the liver tissue also reflected the alleviation of insulin
resistance. However, STG had no significant effect on body weight, which is consistent with the weight-lowering effect of

. . 4
its component berberine.’
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Figure 8 Analysis of target proteins.
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represent the names of the downregulated proteins. The orange dots represent the names of the upregulated proteins. The orange line represents metabolic pathways, and
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Abbreviations: PPl, protein—protein interaction; KEGG, Kyoto Encyclopedia of Genes and Genomes.

In this study, DIA proteomics was used to determine whether STG can regulate proteins in the liver, the target organ
of diabetes, to alleviate T2DM. Differentially expressed proteins play important roles in liver cell metabolism. These
proteins can participate in intracellular signal transduction via enzyme activity and binding activity, resulting in the
regulation of glucose metabolism. In this study, KEGG analysis revealed that insulin secretion, pyruvate metabolism, the
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Table 2 Relationships Between Plin2, Fdps and T2DM

Protein Phenotype HuGE Score Evidence Range
Plin2 T2DM adj BMI 3 Moderate

T2DM 3 Moderate
Fdps HbAIlc 3 Moderate

Fasting insulin adj BMI 3 Moderate

Abbreviations: T2DM, Type 2 diabetes mellitus; HuGE, Human Genetic Evidence; BMI, body
mass index; HbAlc, glycosylated haemoglobin Alc.

PPAR signalling pathway, bile secretion, and the AMPK signalling pathway are related to T2DM. The common pathways
of the PPAR signalling pathway and pyruvate metabolism were enriched after STG treatment. This effect may be the
main method of intervention. Catalpol is a component of Codonopsis pilosula that can normalize insulin sensitivity
through the PPAR signalling pathway in mice with T2DM.** Fufang Xueshuantong has therapeutic effects on diabetic
retinopathy via the PPAR signalling pathway.>® Hypoxanthine reduces the severity of insulin resistance and decreases
FBG via the PPAR signalling pathway.>” Agriophyllum oligosaccharides reduce blood glucose via the PPAR signalling
pathway, further protecting the liver in T2DM.*® Belamcanda chinensis (L.) leaves alleviate hyperglycaemia by
regulating PPAR to prevent insulin resistance.*” Berberine, caffeic acid, naringenin, baicalein, atractyloside, hesperetin
and ferulic acid are the main components of STG. Berberine, caffeic acid, naringenin and ferulic acid can modulate
PPAR expression.**** Radix Scutellariae, mulberry leaves and Coptidis Rhizoma can regulate pyruvate kinase activity to
promote glucose uptake for normalization of glucose metabolism.***® Coptidis Rhizoma is also included in STG. Ferulic
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Figure 9 Relationships among Plin2, Fdps and FBG.
Notes: (A) Relationships between Plin2 and FBG. (B) Relationships between Fdps and FBG.
Abbreviations: FBG, fasting blood glucose.
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Notes: *p<0.05; **p<0.01. (A) Plin2 and Fdps expression was evaluated in liver tissue. (B) Relative protein ratios of Plin2 and Fdps.
Abbreviations: Con, control; Mod, model; Met, metformin; STG, Shenzhu Tiaopi granule.
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acid might be a good supplement to metformin and thiazolidinedione for managing blood glucose.*’ Baicalein, atractylo-
side, hesperetin and berberine may affect pyruvate activity and inhibit hepatic gluconeogenesis.****° Caffeic acid
phenethyl ester is a derivative of caffeic acid. This molecule also has a similar role.’ Most Plin proteins regulate
lipolysis, and Plin2 is prone to free fatty acid spillover, which can lead to the induction of apoptosis and insulin resistance
in B-cells.’ Plin2 can ameliorate T2DM by mitigating endoplasmic reticulum stress and restoring p cells.”*** Plin2 is
commonly expressed in the liver and has been associated with liver insulin sensitivity.”>->® Plin2 overexpression increases
the expression of GSK3, which affects blood glucose levels.’” In our study, Plin2 expression was upregulated in the Mod
group and was found to be positively correlated with FBG. After intervention with STG, FBG decreased, which was
related to a decrease in Plin2 expression. In mice intraperitoneally injected with iron dextran, glucose tolerance was
significantly reduced.’® Sphingosine-1 phosphate lyase downregulates Plin2, which regulates pancreatic beta-cell failure
in T2DM.>® Acute exercise in GK rats with T2DM can downregulate Plin2 and normalize blood glucose.*® Plin2
overexpression leads to inflammatory pathways, thus inhibiting insulin-induced glucose uptake and causing insulin
resistance.’’ Loss of Plin2 attenuated FBG and insulin sensitivity.** Plin2 is involved in lipid homeostatic regulation.
When the sensitivity of the liver and fat to insulin decreases, insulin resistance occurs, which affects the insulin signalling
pathway. This process is related to the ability of Plin2 to improve insulin resistance in the liver.”> Attempts have been
made to use PPAR to treat T2DM.®* Plin2 is involved in the PPAR signalling pathway.®® These results suggest that Plin2
could be a potential target for further studies.

Fdps plays an important role in various biological processes.®® For example, Fdps has been implicated in the
pathogenesis of diabetic vascular lesions.®” In our study, Fdps expression was downregulated in the Mod group and
was negatively correlated with FBG. After intervention with STG, FBG decreased, which was related to the increase in
Fdps expression. Fdps was found to be associated with terpenoid backbone biosynthesis.®*®® Notably, metformin can
regulate terpenoid backbone biosynthesis pathways. In our study, STG also regulated terpenoid backbone biosynthesis.”®
Yu-Ye Tang is widely used to treat T2DM because it regulates terpenoid backbone biosynthesis.”' These results suggest
that Fdps could be a potential target for further studies.

Pdk4 is closely related to glucose metabolism. This molecule may be involved in apoptosis and insulin resistance.”>
Rosiglitazone is a hypoglycaemic drug that can upregulate genes and lower blood glucose.”® STG also has similar effects.
In addition, low Pdk4 expression may induce wound healing in patients with diabetes.”* Fdftl is a member of the
cholesterol metabolism network and represents a molecular link of T2DM.” In this study, Pdk4 has an indirect
connection with Fdftl. Fmrl is a biomarker that participates in the occurrence and progression of diabetic
nephropathy.”® Although this study revealed that STG has an effect on different proteins, the specific mechanism still
needs further research in the future.

In conclusion, the present study confirmed that STG can normalize glucose and lipid metabolism in individuals with
T2DM. The significantly differentially expressed proteins in the livers of the rats in the four groups were associated mainly
with glucose metabolism. Fdps and Plin2 have been identified as key proteins involved in carbohydrate metabolism. The
main signalling pathways affected by STG may be the PPAR signalling pathway and terpenoid backbone biosynthesis.
Proteomic research has expanded our understanding of T2DM pathogenesis. The findings presented here reveal potential
molecular mechanisms for the treatment of T2DM via TCM. The limitations present in this study also require our attention.
We chose GK rats as the model of spontancous T2DM. Whether these results can be found in other models of T2DM is
unclear. We will consider choosing other models of T2DM for further research. This study only quantified the protein levels
but did not assess post-translational modifications of the protein. In the future, we will conduct joint analysis to help
elucidate protein function and regulatory mechanisms. In addition, we selected only 8 rats per group, and increasing the
number of rats in the later stage is necessary to increase the reliability of the results. Moreover, we observed this
phenomenon only in the liver but not in the pancreas, adipose tissue or other tissues related to T2DM. If Fdps and Plin2
exhibit a common trend in multiple tissues, these research results will be highly important. This study is an animal
experiment on the treatment of T2DM with TCM. Further validation in T2DM patients is needed to strengthen the
conclusions. If liver samples from T2DM patients and healthy volunteers can be obtained, we will conduct proteomic
analyses on the liver tissues. Furthermore, the efficacy of the STG as a complementary or alternative treatment for T2DM
should be validated. Proteomics can provide comprehensive protein information, providing new perspectives and methods
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for the diagnosis, treatment, and prevention of diseases. TCM has the advantages of multiple targets and multiple pathway
interventions in diseases, so this is a good method for using proteomics to identify the molecular targets of TCM. Moreover,
we hope that proteomics can be applied to the study of TCM in the treatment of other diseases.
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