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. This work was designed to explore the effective components and targets of herbal medicine AS1350
and its effect on “Kidney-Yang Deficiency Syndrome” (KYDS) based on a chinmedomics strategy which
is capable of directly discovering and predicting the effective components, and potential targets,
of herbal medicine. Serum samples were analysed by UPLC-MS combined with pattern recognition
analysis to identify the biomarkers related to the therapeutic effects. Interestingly, the effectiveness

: of AS1350 against KYDS was proved by the chinmedomics method and regulated the biomarkers and

. targeting of metabolic disorders. Some 48 marker metabolites associated with alpha-linolenic acid

© metabolism, fatty acid metabolism, sphingolipids metabolism, phospholipid metabolism, steroid

. hormone biosynthesis, and amino acid metabolism were identified. The correlation coefficient between

. the constituents in vivo and the changes of marker metabolites were calculated by PCMS software and

. the potential effective constituents of A51350 were also confirmed. By using chinmedomics technology,

. the components in AS1350 protecting against KYDS by re-balancing metabolic disorders of fatty acid

* metabolism, lipid metabolism, steroid hormone biosynthesis, etc. were deduced. These data indicated

. that the phenotypic characterisations of AS1350 altering the metabolic signatures of KYDS were multi-

: component, multi-pathway, multi-target, and overall regulation in nature.

. The 2015 Nobel Prize in Physiology or Medicine was won by a pharmacologist, Youyou Tu, who was the first
© China-based Nobel scientist. Tu’s discovery of artemisinin, a key antimalarial drug rooted in ancient Chinese
. herbal medicine, promoting traditional Chinese medicine (TCM) to the forefront among global research commu-
. nities. Herbal medicine, such as TCM, has been extensively applied in preventing diseases or safe guarding health
. in oriental countries for thousands of years and it has received widespread recognition because of its reliable
© therapeutic effects!. Due to the development of technologies and the effectiveness of evaluation methods used,
: metabolomics technology and serum pharmaco-chemistry are beneficial to the assessment of the characteristics
: of TCM?*. However, because of the complexity of the herbs used, the identification of effective constituents in
: vivo related to the efficacy mechanisms has formed a bottleneck in the understanding and data flow”. It is impera-
: tive for modern medical scientists to discover a biological language elucidating the efficacy of TCM scientifically.
Under this background, chinmedomics has been proposed by our team®. It is a newly defined theory and research
. method for expressing the efficacy of TCMs based on the biomarkers’ discovery of syndromes and elucidation of
. the efficacy of TCM formulae. It will shed new lights on the discovery of effective constituents, and finally clarify
. the scientific value of TCM.
: The efficacy of TCM is directly related to syndrome and TCM formulae, however, the vagueness of syndromes
and the complexity of formulae make the diagnosis and evaluation of the efficacy of TCMs difficult, which greatly
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limits the discovery of effective constituents of TCMs. Therefore, biochemical characteristics of syndromes and
the efficacy of formulae are key scientific problems hindering TCM. Our team has engaged in the innovation
and research methods of TCM for a long time, and aim to solve the key scientific issues such as the nature of the
biochemical essence of syndrome and efficacy of TCM formulae. In the early 19905, we established the theory
and method of serum pharmaco-chemistry of TCM, providing a methodology for the discovery of constituents
in vivo from TCMs, but the constituents had not been linked with the efficacy of a formula due to the lack of
biomarkers of the syndrome®. In the 21st century, we integrated serum pharmaco-chemistry of TCM with metab-
olomics, developed a theory and systematic method for elucidating the biochemical essence of syndrome and
efficacy of TCMs as well as the effective material basis thereof, and this theory and method have been defined as
chinmedomics’. Briefly, using metabolomic technology to clarify the biomarkers of a syndrome, we evaluate the
efficacy of TCM formulae, using serum pharmaco-chemistry to discover the active constituents in vivo originat-
ing from TCM formulae under effective conditions, then analysed the correlation between the exogenous constit-
uents of formulae in vivo and endogenous biomarkers of each syndrome, and finally find the effective constituents
were highly associated with the clinical efficacy of the formulae.

AS1350 is a TCM formulae consisting of eight herbs: Cornua Cervi Pantotrichum(Lu-Rong), Cinnamomi
Cortex (Rou-Gui), Radix Rehmanniae Praeparata (Shu-Di-Huang), Schisandra Chinensis Fructus (Wu-Wei-Zi),
Barbary Wolfberry Fruit (Gou-Qi-Zi), Semen Juglandis (He-Tao-Ren), Arillus Longan(Long-Yan-Rou) and Fructus
Ziziphi Jujubae (DA-Zao). All of these herbs were confirmed as being able to regulate the neuroendocrine hypo-
function®1%, which is closely related to multiple disordered metabolic pathways of “Kidney-Yang deficiency
syndrome” (KYDS) such as damage to the hypothalamic-pituitary-target gland (adrenal, thyroid, and gonad)
axis!®20. However, the therapeutic mechanism, effective constituents, and potential targets of AS1350 effects on
KYDS are unclear. In this study, ultra-high performance liquid chromatography combined with triple TOF mass
spectrometry (UPLC-TOF/MS/MS) was employed to detect the global profile of endogenous metabolites and
exogenous constituents from serum samples. This work was designed to explore the effective components and
potential targets of AS1350 and its effects on KYDS based on a chinmedomics strategy.

Results

Clinical chemistry results and histological changes. On day 22, compared with control group 1, the
serum CORT level was elevated significantly, whereas, the levels of CRH, ACTH, 17-OHCS, T3, T4, T, cAMP, and
c¢GMP were decreased in model group 1 (Fig. 1a). All these results indicated that the neuroendocrine immune
system of model group rats was in a state of inhibition, implying that the rat model of KYDS was established
successfully. Meanwhile, pathological hypothalamic, pituitary, adrenal, and thyroid sections with H&E staining
were carried out proving the extent of KYDS (Fig. 1b). The pathological histology results showed that the typical
pathological features of HPA and HPT were inhibited in model group 1: the number of depauperate hypotha-
lamic neurons was reduced and the counts of basophilic cells in hypophysis was decreased; besides, the atrophic
adrenocorticals were found by observing thinning of cortex; the thyroid folliculars were atrophic and deformed;
furthermore, the interstitial fibrous matter seen around thyroid follicular was proliferated.

Figure 2a showed that the hypothalamic neurons, adrenocortical cells and thyroid follicles were still severely
atrophic, indicating that the neuroendocrine immune system of KYDS rats remained in an inhibited state after
21 days’ spontaneous recovery. On day 43, the biochemical results showed that the levels of CORT, 17-OHCS, T,
T4, cGMP, and cAMP in model group 2 were significantly decreased compared with control group 2 (Fig. 2b).
However, after treatment with AS1350, various levels of CORT, 17-OHCS, T, T4, cAMP, and cGMP in treatment
groups could be retraced to the level of control group 2 and the extent of treatment effect was further proved by
morphology results: neuronal cell counts in the hypothalamus and basophils were increased, adrenocortical cells
were arranged evenly and the number of atrophic cells was decreased significantly, thyroid follicles were large and
plump as well as the interstitial hyperplasia also being reduced to a regular arrangement.

Metabolic profiling and multivariate data analysis results. Firstly, a principal component analysis
(PCA) of serum profiles was performed to obtain a global overview of response in rat injected exogenous corti-
costerone subcutaneously and administrated to AS1350. The relevant information of PCA analysis in score plots
were shown in Figs 1¢ and 2c: each point represented an individual sample, rats of model groups were completely
separated from control groups, indicating that the metabolic networks of KYDS model rats were disordered on
day 22, and the KYDS rats could not recover to control in spite of 21 days’ spontaneous recovery. However, due
to the effects of AS1350, rats in treatment groups were different from model group 2 and closer to control group
2, indicating that AS1350 played an aggressive role in reversing KYDS included by exogenous corticosterone.

Then, OPLS-DA was conducted for further analysis and the feature ions were considered as potential bio-
markers for KYDS. From the corresponding VIP plots in Fig. 1c, ions furthest from the origin were regarded as
potential biomarkers responsible for the difference between control group 1 and model group 1. The VIP plots
from OPLS-DA with a threshold of 1.0 and p < 0.05 (Student’s t-test) were generated to identify the metabolites
which significantly contributed to the clustering between groups. Some 48 endogenous metabolites were identi-
fied as potential biomarkers (listed in Table S1) and the related pathways were performed by Kyoto Encyclopedia
of Genes Genomes (http://www.genome.jp/kegg/), Human Metabolome Database (http://www.hmdb.ca/), and
MetaboAnalyst 3.0 (http://www.metaboanalyst.ca/MetaboAnalyst/). The results suggested that fatty acid metabo-
lism, sphingolipids metabolism, phospholipid metabolism, steroid hormone biosynthesis, and amino acid metab-
olism were involved in the pathological process of KYDS.

In vivo components of AS1350. On the basis of the therapeutic effect of AS1350 on KYDS, the tran-
sitional components of AS1350 were determined by UPLC/MS with IDA. The structures of compounds were
deduced based on high-accuracy [M — H]~ and [M + FA — H] "~ (in negative ion mode) or [M+H]*, [M+ Na]*
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Figure 1. The evaluation system diagrams of Kidney-Yang Deficiency Syndrome related to neuroendocrine
hypofunction (day 22). (a) H&E staining for histological evaluation. The pictures of KYDS model rats

showed that the number of depauperate hypothalamic neurons was reduced, the counts of basophilic cells in
hypophysis was decreased, the atrophic adrenocorticals were found by observing thinning of the cortex, the
thyroid follicules were atrophic, deformed, and the interstitial fibrous matter around the thyroid follicules were
proliferated therein. (b) The biochemical characteristics for evaluation of neuroendocrine system. Significant
changes in the concentrations of CRH, ACTH, 17-OHCS, T3, T4, T, cAMP, and cGMP were decreased in
KYDS model rats (Student’s ¢-test; *significant difference from control group 1 at p < 0.05, **significant
difference from control group 1 at p < 0.01). (c) Multivariate data analyses resulting from the UPLC/MS spectra
of serum samples. Score plots of PCA discriminated control group 1 and model group1, then score plots of
VIP analysed by OPLS-DA extracted the significant contribution of different ions to the separation between
control group 1 and model group1 rats. Meanwhile, a heat-map of the metabolites in two groups was derived
from MetaboAnalyst 3.0 software, which exhibited a significant difference between control group 1 and model
groupl rats.

and [M+NH,]* (in positive ion mode) on precursor ions whose product ions were used. The results were listed
in Table S2 and Fig. 3, which showed that a total of 47 compounds (35 compounds in positive ion mode and 12
compounds in negative ion mode) were identified from the constituents of AS1350 such as betaine, catechin,
5-hydroxymethyl-2-furaldehyde, scoparone, clovene, stepharine, nordihydroguaiaretic acid, riboflavine, rutin,
scopoletin, efc. These compounds were critical to the effect of KYDS.
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Figure 2. The evaluation system diagrams of the therapeutic effects of AS1350 on Kidney-Yang Deficiency
Syndrome (day 43). (a) H&E staining results of hypothalamus, pituitary, thyroid, adrenal glands, and testes in
the rats of control group 2, model group 2, and AS1350-treated group as observed by visible light microscope:
all of the evidence showed that the extent of the treatment effect of AS1350 was proved by morphology results:
neuronal cells in hypothalamus and basophils were increased, adrenocortical cells were arranged evenly and
the atrophic cells were decreased, thyroid follicles were large and plump as well as the interstitial hyperplasia
also being reduced to a regular arrangement. (b) The biochemical characteristics used for evaluation of the
therapeutic effects of AS1350 on Kidney-Yang Deficiency Syndrome. Box and whisker diagrams comparing the
level of hormones in neuroendocrine systems with each group (control group 1, model group 2, and AS1350-
treated groups). After the treatment of AS1350, various levels of CORT, 17-OHCS, T, T4, cAMP, and cGMP in
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treatment groups returned to the level of control group 2 (1-way ANOVA with a Bonferroni correction;

V significant difference from control group 2 at p < 0.05/4, V'V significant difference from control group 2 at

P <0.01/4; #significant difference from model group 2 at p < 0.05/4, ## significant difference from model group
2atp<0.01/4.). (c) Metabolomic in vivo evaluation of AS1350. PCA plots showed separation between control
group 2, model group 2, and AS1350-treated. AS1350-treated groups were closer to control group 2 than model
group 2, which suggested that AS1350 could reverse the pathological process of KYDS. The prediction set also
annotated the therapeutic effect of each dose of AS1350, which showed the same results as the PCA plots.

Correlation analysis between marker metabolites and absorbed constituents. Under the pre-
supposition of therapeutic efficacy of AS1350, we extracted the correlation when its absolute value was greater
than 0.65 using PCMS software to reveal which compounds contributed to the therapeutic effect of AS1350
against KYDS. According to the results shown in Fig. 4b, 9 components such as betaine, scoparone, clovene,
stepharine, longipedunin C, gomisins, schizandrin, auxin A, and 1,11-undecanedicarboxylicacid were selected as
highly positively, and negatively, correlated to the effects of AS1350 on KYDS.

Potential targets prediction of the correlated constituents. After analysis by PCMS, 9 ingredients
absorbed into the blood were highly correlated with the therapeutic effect of AS1350 on KYDS. To confirm the
effect of these compounds, the ingredients were uploaded to the Pharmapper server (http://lilab.ecust.edu.cn/
pharmmapper/index.php) to predict the protein targets, which were closely or directly related to the functional
mechanisms. Prediction results discovered that 44 potential protein targets (prediction by Z-score > 0.8?!) were
found in Table S3 and Fig. 5, including fatty acid-binding protein 2, sex hormone-binding globulin, corticosteroid
11-beta-dehydrogenase isozyme 1, androgen receptor, estrogen-related receptor gamma, testis isoform, acetyl-
cholinesterase, cAMP-dependent protein kinase catalytic subunit alpha, cAMP-specific 3,5-cyclic phosphodi-
esterase 4D, tryptophan biosynthesis protein trpCEF, tyrosine-protein kinase ITK/TSK, tyrosine-protein kinase
BTK, choloylglycine hydrolase, metabotropic glutamate receptor 1, retinoic acid receptor RXR-alpha, nitric oxide
synthase, brain efc. Through the KEGG pathway annotation, these potential protein targets were supposed to
participate in 51 pathways, such as fatty acid biosynthesis, fatty acid metabolism, the thyroid hormone signalling
pathway, thyroid hormone synthesis, androgen receptor, renin secretion, cAMP signalling pathway, cGMP-PKG
signalling pathway, bile secretion, secondary bile acid biosynthesis, retrograde endocannabinoid signalling, FoxO
signalling pathway, GABAergic synapse, neuroactive ligand-receptor interaction, GnRH signalling pathway, glyc-
erophospholipid metabolism, cholinergic synapse, oestrogen-related receptor gamm, testis isoform, neurotrophin
signalling pathway, primary bile acid biosynthesis, etc. Of concern was that the fatty acid biosynthesis, fatty acid
metabolism, thyroid hormone signalling pathway, thyroid hormone synthesis, androgen receptor, renin secretion,
cAMP signalling pathway, cGMP-PKG signalling pathway, and glycerophospholipid metabolism were related
to the mechanisms of KYDS, which meant that schizandrin, gomisin S, betaine, scoparone, clovene, stepharine,
longipedunin C, gomisins, auxin A, and 1,11-undecanedicarboxylicacid from AS1350 were active ingredients for
the treatment of KYDS.

Discussion

After the rats were induced by corticosterone over sufficient time, the hypothalamus, pituitary, and adrenal organs
showed varying degrees of atrophy, especially the hypothalamus neuronal cells, which eventually led to the dis-
order of the hypothalamus-pituitary-adrenal axis®, meaning that the cellular damage or function degeneration
was an important mechanism in KYDS, as found in clinical manifestations of KYDS in humans. The fatty acids
were the energy source of multiple organs and tissues, whose cytomembranes were composed of phosphatide
including two fatty acids?>. Among them, n-3 polyunsaturated fatty acids (n-3 PUFAs) played a critical role in the
development and the function of brain and nervous system, which was not only the necessary substance for the
neurons and glial cell membrane, but also the main component of the myelin sheath, affecting the division and
proliferation of nerve cells and brain cells as well as the extension of neuronal axons and the formation of new
synapses*>?%. Besides, a-linolenic acid was a simple constituent of n-3 PUFAs which could be turned into a type
of more bioactive long-chain polyunsaturated fatty acid, such as eicosapentaenoic acid (EPA) or docosahexaenoic
acid (DHA), through stearidonic acid®. Therefore, a-linolenic acid and stearidonic acid could directly determine
the conversion process of EPA, influencing the protection of related nerve cells and brain cells. Otherwise, the
biological derivative compound of fatty acids also has physiological activity, such as acetylcarnitine, a potential
biomarker modulating the activity of brain neurotransmitters, the effect of which was analogous to acetylcholine,
which could affect the biosynthesis of glutamate??”. In addition, acetylcarnitine conferred a neuroprotective role
on ischemic brain damage and could improve the neurological symptoms, reduce the free radical-mediated pro-
tein oxidation, and restore the brain energy metabolites®->1. Nervous system diseases such as Alzheimer’s disease,
depression, diabetes, and chronic fatigue syndrome were closely related to the reduction of acetylcarnitine®>-4,
Therefore, long-term acetylcarnitine replacement therapy has been used for the treatment of these nervous sys-
tem diseases®~#!. The reduced levels of fatty acids in KYDS rats (Supplementary Figure 1a) suggested that the
recovery of cells requires a lot of acetylcarnitine, a-linolenic acid, and other fatty acids. When the supply of the
fatty acids could not meet the imposed, long-term, neuron demand, the burden of mitochondria biosynthesis
fatty acids would be aggravated, which finally resulted in mitochondrial injury and fatty acid metabolism abnor-
malities. AS1350 could improve the neuroendocrine system, recover atrophic nerve cells, adrenal cells, and thy-
roid gland cells as evinced by its having regulated fatty acid metabolism, such as the elevated levels of a-linolenic,
stearidonic acid, acetylcarnitine, and other fatty acids in serum (Supplementary Figure 1b).

SCIENTIFICREPORTS | 6:38437 | DOI: 10.1038/srep38437 5


http://lilab.ecust.edu.cn/pharmmapper/index.php
http://lilab.ecust.edu.cn/pharmmapper/index.php

www.nature.com/scientificreports/

2.5E+06 e
= C,chm Positive
2.0E+06 0 1 cl2 c ! |C2
c4 [ ' C13 , €27 |/c30
! . \ ‘I “ i ci7 cle €20 C23 Ly V 7
1.5E+06 a\ cs LYY ey g e 1 C80 Hosy
U= O T vk ‘,czz.é2 T A
L9 1 1 ! | 1 [} [ 4
10E+06 | C2 \‘ |‘ 1 CP % .‘ \ .‘ |I ll i || C}ﬁ\ V' : \‘ \‘ i ”f ,', ,'J 1,| Jes j," 5
! W1 LR T 1 .Cl\5\ i & 1 |H|"'4'|[’, vle |l ! e
SOE+05 || g LR T R R T S ) LT e
1 AS | AN
x RS IR T O AR T R WY1 |
0.0E+00 = u a A U T AN J J [ ;
0 1 2 3 4 5 6 7 8 9 10 11 12 13 14
T — = e _
t Fd 4 dip 4 VY | ¢ (
i@ . Vv S iy "
2.0E+05 ) e A . 1 111]
f } ' b i ' Ty ca7 .
. ‘o ; \ C48
4.0E+05 C36 C38 JJ C41 : " ', ‘a6 Il
C39 40 c42 | G5
6.0E+05 43
CA3 o
$.0E+05 ‘I
T Negative

Figure 3. The characteristics of the base peak chromatogram (BPC) of rat serum after oral administration

of AS1350 with PeakView™" in positive ion mode (POS) and negative ion mode (NEG). The information was
listed in Table S2.

In corticosterone-induced KYDS, steroid hormone biosynthesis pathway was proved to be significant,
whereas the decrease in levels of hormones in the neuroendocrine system, and 3a,123-dihydroxy-583-cholanoic
acid in serum had been verified (Supplementary Figure 1a). When exogenous corticosterone was given to rats,
long-term and in vitro, the secretion of CRH in the hypothalamus was in negative feedback regulatory mode,
inhibiting the HPA axis by disturbing the steroid hormone biosynthesis pathway®. Once exogenous corticosterone
was removed, the inhibited nervous cells could barely regulate the lack of hormones in the HPA axis, leading to
rapid onset of disorders of the entire nervous endocrine system. AS1350 could partly restore the steroid hor-
mone biosynthesis pathway as evinced by the increasing level of hormones in the neuroendocrine system and 3c
, 123-dihydroxy-503-cholanoic acid in serum.

Glycerolphospholipid, a main constituent composing cell membranes and organelles of biofilm, played a crit-
ical role in biological function. Glycerophosphorylcholine (GPC) was a derivative choline metabolite in the cyto-
plasm disintegrated from phosphatidylcholine (PC). As one of the organic penetrative cell factors, GPC could
change the concentration of intracellular osmotic regulation substances and the intensity of extracellular pene-
tration during adaptation to counteract the effects of urease and other macromolecules. In normal physiological
conditions, the kidney could regulate the extracellular solute concentration by accumulating GPC, inositol, tri-
methyl glycine, and free amino acids from other organs in response to high osmotic pressure*>*>. The methods
of intracellular accumulation of osmotic substances include: increasing inositol absorption and glycerolphos-
phate biosynthesis, reducing GPC decomposition, and reducing the release of osmotic substances. Whether GPC
was accumulated or reduced, it could identify the state of the disease. It was reported that cerebrospinal cho-
line metabolite was increased in the on-going neurodegenerative process in Alzheimer’s patients, resulting in
increased GPC levels and cytomembrane degradation, thus, GPC could be deemed as a level marker in the diag-
nosis of Alzheimer’s disease*. In our research, under the interference of exogenous corticosterone, GPC in serum
of KYDS rats was increased significantly, showing the glycerolphospholipid metabolism as abnormal, improving

the process of glycerophospholipid transfer into GPC, leading the degradation of cell membrane, and expressing
the vacuoles of hypothalamus and the atrophy of adrenal cortex cells. Therefore, GPC can be regarded as a key
biomarker to evaluate the KYDS rat model. AS1350 could partly restore the pathway, as evinced by reversing the
GPC level to normal, it showed that AS1350 could regulate the extracellular solute concentration, and restrict the
process of glycerophospholipid transfer into GPC.

Sphingolipids, a component of mammalian cytomembrane containing a common skeleton of sphingoid base,
was made up of long silk amino acid and fatty chain acylcoenzyme A, and then converted into ceramide, sphin-
gomyelin, glycosphingolipid, and other compounds. Besides, as part of the cell signalling process*, sphingolip-
ids could be activated by G-protein-coupled-receptor or a nuclear receptor. A recent study reported that many
sphingolipid constituents are parts of signal molecules, or the secondary messenger systems*. In normal cells,
steady sphingolipid metabolism regulated basic functions such as: membrane balance, endocytosis, cell move-
ment, nutrition transportation, protein synthesis, etc.*’, however, the synthesis and degradation of sphingolip-
ids will be disrupted when the cells were stimulated by external substance such as cytokines, hormones, X-ray
or ultraviolet (UV) radiation, whose consequence was that the ceramide content increased**. Sphingolipid
metabolites, especially sphingosine-1-phosphate(S1P), a sheath lipid derived from amide®, were closely related
to calcium regulation®, cell growth, and apoptosis. Currently, S1P is the key substance in various physiological
and pathophysiological processes including kidney diseases®?, immunomodulatory disorders®, arteriosclerosis®,
osteoporosis®, Alzheimer’s disease™, etc., the mechanism of which is associated with the action of S1P and S1P
receptors®”>%. Therefore, as a transmission component of cell signals, the level of S1P will indicate an increasing,
or decreasing, trend on account of the influencing factors acting thereon. In our research, the KYDS rat model
was copied successfully by injecting corticosterone subcutaneously to restrain the neuroendocrine system, and
the results demonstrated that the S1P content in blood were increased significantly, which agreed with published
findings® in which glucocorticoid could activate the sphingolipid metabolism enzyme to increase S1P level in
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Figure 4. The heat-maps and scatter diagrams of correlation between marker metabolites and serum
constituents in AS1350. In the heat-maps: M, highly positively correlated; M, highly negatively correlated; M,
highly positively correlated; M, highly negatively correlated; ", low correlation; B1 to B48 were marker
metabolites (listed in Table S1); C1 to C47 were chemical components (listed in Table S2). The scatter diagram
was derived from the absolute value of correlation from heat-maps, and the yellow part met the criteria:
0.65<|r|<1.

order to protect the kidney. It was discovered, in the adrenal pathological results, that many adrenal cortex cells
were atrophied, perhaps because of reasons related to the disordered sphingolipid metabolism. S1P was accumu-
lated in serum due to the exogenous corticosterone, however, S1P could not reach the level needed for activing
the signal to repair damaged cells, or S1P receptor activity might be reduced. AS1350 could partly enhance the
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Figure 5. The diagram for the connection of potentially effective constituent-potential target-pathways
(listed in Table S3).

sphingolipid synthesis pathway as evinced by the increasing S1P level, which indicated that AS1350 could active
cell signalling by promoting S1P synthesis to enhance its ability to undergo cytothesis.

In summary, this study investigated the influence of chemical components in vivo to metabolic markers with
chinmedomics technology for revealing the effective substances of TCM. In accordance with pathological and
biochemical characterisation of a syndrome, we established a rat model of KYDS, confirmed the overall therapeu-
tic effect of chinmedic formulae and the corresponding relationship between KYDS and formulae. Eventually, the
potential targets of the correlated constituents were verified to make sure that these potential effective substances
were related to the functional mechanism of the applied formulae. The results showed that 48 biomarkers asso-
ciated with fatty acid metabolism, lipid metabolism, steroid hormone biosynthesis, and amino acid metabolism
were identified and AS1350 were investigated to retrace the related metabolic pathways of KYDS. The effective
substances of AS1350 including: betaine, scoparone, clovene, stepharine, longipedunin C, gomisin S, schizandrin,
auxin A, and 1,11-undecanedicarboxylicacid, were extracted by PCMS analysis method, whose potential protein
targets participated in fatty acid biosynthesis, fatty acid metabolism, the thyroid hormone signalling pathway,
thyroid hormone synthesis, androgen receptor, renin secretion, cAMP signalling pathway, cGMP-PKG signalling
pathway, retrograde endocannabinoid signalling, GABAergic synapse, neuroactive ligand-receptor interaction,
GnRH signalling pathway, glycerophospholipid metabolism, cholinergic synapse, oestrogen-related receptor
gamma, testis isoform, neurotrophin signalling pathway, efc. These pathways were related to the functional mech-
anism of AS1350. The activity of these compounds, and related pathways, needs to be verified by subsequent
assay. The chinmedomics strategy could offer a high-throughput manner of discovery and screening of potential
effective constituents from TCM.

Methods

Chemicals and materials. Acetonitrile (HPLC grade) was obtained from Merck (Darmstadt, Germany);
methanol (HPLC grade) was supplied by Fisher Scientific Corporation (Loughborough, UK); ultrapure water
was purchased from Watson’s Food & Beverage Co., Ltd (Guangzhou, China). AS1350 was provided by Infinitus
(China) Company Ltd (Guangzhou, China); Corticosterone was produced from Sigma Ltd. The Corticotropin
releasing hormone (CRH) kit, corticosterone (CORT) kit, adrenocorticotropic hormone (ACTH) kit were pro-
vided by Beijing Huaying Biological Ltd; the triiodothyronine (T3) kit, thyroxine (T4) kit, testosterone (T) kit,
17-hydroxy-cortico-steroid (17-OHCS) kit, cyclic adenosine monophosphate (cAMP) kit, and cyclic guanosine
monophosphate (cGMP) kit were provided by Nanjing Jiancheng Bioengineering Institute.

Preparation of AS1350. AS1350 was extracted by hot water from Cornua Cervi Pantotrichum (Lu-Rong),
Cinnamomi Cortex (Rou-Gui), Radix Rehmanniae Praeparata (Shu-Di-Huang), Schisandra Chinensis
Fructus (Wu-Wei-Zi), Barbary Wolfberry Fruit (Gou-Qi-Zi), Semen Juglandis (He-Tao-Ren), Arillus Longan
(Long-Yan-Rou), and Fructus Ziziphi Jujubae (DA-Zao) in the proportions: 2:2:10:3:10:9:12:12. After concentra-
tion, the extraction contained 1620 mg/ml of AS1350 and was considered to be a high-dose solution, then the
high-dose solution was diluted to 810 mg/ml and 405 mg/ml as a moderate-dose solution and low-dose solution,
respectively.
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Animals and treatments. A total of 56 male Wistar rats (mass 250 & 10 g) were provided by Weitong-Lihua
Experimental Animal Centre (Beijing, China). Rats had free access to food and drinking water under the follow-
ing standard laboratory conditions: humidity of 50 4= 5%, a temperature of 25 + 1°C, and a 12 h light-dark cycle.
After a further week of acclimatisation (individually, in metabolism cages), all the rats were randomly divided
into seven groups of eight rats each: control groups 1 and 2, model groups 1 and 2, treatment groups at high dose
(ASH), moderate dose (ASM), and low dose (ASL). From day 1 to day 21, rats from model groups and treatment
groups were injected subcutaneously with corticosterone (10 mg/ml, dissolved in olive oil) daily at a dose of 1 ml/
kg, meantime, rats in control groups were injected subcutaneously with olive oil daily at a dose of 1 ml/kg instead.
On day 22, rats from control group 1 and model group 1 were sacrificed to collect biosamples for KYDS model
evaluation and biomarker assay. From day 23 to day 43, rats of the treatment groups were orally administered
with the corresponding concentration of AS1350 (dissolved in saline) at a dose of 1 m1/100 g once daily, at the
same time; rats in control group 2 and model group 2 were orally administered saline instead. The experimental
protocols were approved by the Animal Care and Use Committee of Heilongjiang University of Chinese Medicine
(HUCM-2014-08717) and conducted according to the principles expressed in the Declaration of Helsinki.

Collection of serum and tissue samples. On day 22, after the rats in three treatment groups were treated
for 15min, 1 ml blood was collected from the caudal vein for transitional component analysis. On day 43, blood
was collected from the abdominal aorta, in all rats, for metabolomic analysis and clinical chemistry analysis: the
blood was then transferred into tubes immediately and centrifuged at 3000 rpm for 10 min at 4 °C within 2h of
collection. Before all rats were sacrificed, the hypothalamus, pituitary, adrenal, thyroid, and testis were removed
and fixed in 10% formalin for histopathological observation. All samples were collected and stored at —80°C
having been flash-frozen until analysis.

Pre-treatment of serum sample for metabolomics. Before UPLC-MS analysis, 200 pl of thawed serum
was transferred into a 1 ml centrifuge tube and mixed with 800 pl of methanol, the mixture was vortexed 1 min
for protein precipitation and then it was centrifuged at 13,000 rpm for 10 min at 4°C. Some 850 pul of supernatant
was dried under nitrogen and dissolved in 200 pl of 80% methanol. All the pre-treated serum was filtered through
a 0.22 pm membrane filter.

Pre-treatment of serum components in AS1350. AS1350 and the serum samples were pre-treated as
described above: 4 ul phosphoric acid was added to a 200 ul sample and then vortexed for 60s. The mixed solution
was applied to a pre-actrbate Oasis HLB solid phase extraction column (Waters, USA) which was washed with
1 ml of methanol and 1 ml of water. Then, after 1 ml of 100% water was washed through, the mixed solution was
eluted by 100% methanol and the elute collected and dried under a stream of nitrogen gas at 45 °C. Each dried
sample was thawed in 100 ul of 80% methanol and centrifuged at 13,000 rpm for 10 min at 4 °C, and then filtered
through a 0.22 pm membrane before UPLC/MS analysis.

Clinical chemistry analysis and histopathology analysis. Biochemical parameters of the serum were
analysed on a microplate reader or an automatic counting instrument. The hypothalamic, pituitary, adrenal, and
thyroid sections were stained with hematoxylin and eosin (H&E) and then observed by visible light microscopy
and photographed. Image analysis was performed using Motic Medical 6.0 software (Xiamen Motic Software
Engineering Co., Ltd). The histopathology analysis was done by the affiliated hospital of Heilongjiang University
of Chinese Medicine.

Chromatography conditions. Chromatographic separation was performed by UHPLC system (Eksigent
Ekspert ultra LC 100, AB SCIEX, CA) consisting of a binary solvent manger, a sample manager and a column
compartment. Chromatographic separation was undertaken on an HSS C,5 column (100 mm X 2.1 mm i.d.,
1.8 um, Waters Corporation, Milford, USA). The column temperature was maintained at 40 °C. The flow rate
was 0.4 ml/min. The injected sample volume was 3 ul for each run. All the samples were kept at 4 °C during the
analysis. The optimal mobile phase containing a linear gradient elution program of 0.1% formic acid in water
(solvent A) and 0.1% formic acid in acetonitrile (solvent B) was performed as follows: 0 min at 99% A; 0—5.5min
at 99-62% A; 5.5-7.5min at 62-50% A; 7.5-9.0 min at 50-34% A; 9.0-13.0min at 34-100% A; 13.0-15.0 min
at 0-0% A.

Mass spectrometry. High-definition mass spectrometry was performed on a triple TOF 56007 MS/MS
system (AB SCIEX, CA) equipped with an electrospray ion (ESI) source in both positive, and negative, ion mode.
The optimal conditions of analysis were as follows: parameters in positive mode were an ion spray voltage of
5500V, ion source heater temperature set to 600 °C, curtain gas pressure 35 psi, ion source gas 1 & 2 pressure
55 psi; parameters in negative mode were an ion spray voltage of 4000V, ion source heater temperature set to
600°C, curtain gas pressure 35 psi, and ion source gas 1 & 2 pressures of 65 psi. Meantime, to complete the
TOFMS-IDA-MS/MS analysis, TOFMS and MS/MS experiments were run with 250 ms, and 100 ms, accumula-
tion times, respectively: and the parameters of collision energy (CE) and collision energy spread (CES) were set at
35eV and 15eV in these MS/MS experiments. In addition, information-dependent acquisition (IDA) was used to
trigger the acquisition of MS/MS spectra for ions matching the IDA criteria. DBS (dynamic background subtrac-
tion) was used to fulfil the IDA criteria. The application of DBS could intelligently differentiate the background
and matrix-related MS/MS ions from the MS/MS ions of endogenous or exogenous components. Based on this,
the top eight ions of endogenous, or exogenous, components in every 100-ms accumulation time interval were
specific ions that matched the IDA criteria.
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Data processing and multivariate data analysis. The primary data files (formatted as wiff and wiff.
scan files) for serum at days 22, and 43, were uploaded onto Progenesis QI 1.0 software (Nonlinear Dynamics,
2014, version: 1.0) respectively. The chromatographic alignment (AS1350 samples data was selected as a refer-
ence), data normalisation, and peak picking were performed by Progenesis QI for quantitative metabolomics. A
three-dimensional matrix was created and then exported into EZinfo 2.0 software for multivariate data analysis. A
Pareto scaling transformation was applied to the data before principal component analysis (PCA) and orthogonal
partial least squares discriminant analysis (OPLS-DA) were performed. PCA, an unsupervised multivariate sta-
tistical approach, was used for variable reduction and separation into classes. Variables of interest were listed from
VIP-plots constructed with OPLS-DA, which had significant contributions to discrimination between control
group 1 and model group 1, and were considered as potential biomarkers. Then these selected ions were trans-
ferred back into Progenesis QI and marked with tag I, meanwhile, tag IT was added to the ions whose p-value (as
measured by Student’s ¢-test) were less than 0.05. Finally, the ions marked with both tags I and II were subjected
to further identification to derive information including the molecular formula and a list of the relative inten-
sities of each ion. The primary data files (formatted as wiff and wiff.scan files) of AS1350 and medicated serum
were also uploaded onto Progenesis QI 1.0 software for the serum pharmaco-chemistry, [M + H]*, [M + Na]*
and [M + NH,]* were selected for the positive mode process;[M — H]~ and [M + FA — H]~ were selected for the
negative mode process, then chromatographic alignment (AS1350 samples data was selected as a reference) and
peak picking were performed by Progenesis QI, and the ions which contained the mass fragments were marked
with tag III and subjected to further identification.

Identification and pathway analysis. The marked ions (tags I, II, and III) were found from the primary
data files with the MS/MS information in Progenesis QI and were deduced by the fragmented patterns with the
aid of high-resolution mass combined with the identification method which was designed to support identi-
fications from serious of different databases, such as HMDB, LIPID MAPS (LIPID Metabolites And Pathways
Strategy), and KEGG. Then the identified compounds lists, including compound molecular weights, compound
names, compound identification scores, and fragmentation scores, were exported as. csv files. The molecular and
structural formulae of the candidate compounds were retrieved by comparison and then confirmed by MS/MS
scans for the characteristic ions and fragmentation patterns of the compounds. The construction, interaction,
and pathway analysis of potential biomarkers were performed by MetaboAnalyst 3.0 software based on data-
base sources including: HMDB (http://www.hmdb.org/), KEGG (http://www.genome.jp/kegg/), the Metlin data-
base (http://metlin.scripps.edu/), and LIPID MAPS (http://dev.lipidmaps.org) to identify the related pathways.
Pathway analysis was applied to determine the statistical significance of each pathway.

PCMS analysis. The matrix of constituents in blood (AS1350) and the changes in biomarkers were imported
into PCMS software for analysis. The parameters were set as follows: correlation 1 is 0.65, correlation 2 is 0.85,
then the result was exported to a heat-map. In the heat-map, the ingredients whose absolute phase relationship
value |r| were greater than 0.65 were extracted as highly correlated ingredients. The count of these highly cor-
related ingredients was considered as a standard to screen potentially effective constituents. Generally, it made
sense that the count of these highly correlated ingredients accounted for 10% of the total amount of biomarkers.

Statistical analysis. SPSS 18.0 for Windows was used for statistical analysis of the biochemical and metab-
olomics data. Statistically significant differences (P < 0.05) in mean values were calculated by Student’s ¢-test
or 1-way ANOVA and Bonferroni multiple comparisons which were post-tested as appropriate. The prediction
module in the EZinfo 2.0 software was used to reveal the detailed therapeutic effect on each rat in all treatment
groups. PCMS software was used to calculate the correlation coeflicients between compounds and biomarkers
to reveal the potential effective constituents from AS1350. The pharmmapper server (http://lilab.ecust.edu.cn/
pharmmapper/index.php) was used to predict the potential targets of compounds.

References
1. Keith, C. T., Borisy, A. A. & Stockwell, B. R. Multicomponent therapeutics for networked systems. Nat Rev Drug Discov 4, 71-78
(2005).
2. Sun, H., Zhang, A. & Wang, X. Potential role of metabolomic approaches for Chinese medicine syndromes and herbal medicine.
Phytother Res 26, 1466-1471 (2012).
3. Zhang, A. et al. Metabolomics study on the hepatoprotective effect of scoparone using ultra-performance liquid chromatography/
electrospray ionization quadruple time-of-flight mass spectrometry. Analyst 138, 353-361 (2013).
4. Zhang, A. et al. Advancing drug discovery and development from active constituents of yinchenhao tang, a famous traditional
chinese medicine formula. Evidence-Based Complementary and Alternative Medicine. 2013 (2013).
5. Wang, X., Zhang, A. & Sun, H. Future perspectives of Chinese medical formulae: chinmedomics as an effector. Omics: a journal of
integrative biology 16, 414-421 (2012).
6. Wang, X. et al. An integrated chinmedomics strategy for discovery of effective constituents from traditional herbal medicine. Sci Rep
6, 18997 (2016).
7. Wang, X., Zhang, A, Sun, H., Han, Y. & Yan, G. Discovery and development of innovative drug from traditional medicine by
integrated chinmedomics strategies in the post-genomic era. TrAC Trends in Analytical Chemistry 76, 86-94 (2016).
8. Tseng, S. et al. Effects of velvet antler with blood on bone in ovariectomized rats. Molecules 17, 10574-10585 (2012).
9. Wu, E et al. Deer antler base as a traditional Chinese medicine: a review of its traditional uses, chemistry and pharmacology. J.
Ethnopharmacol 145, 403-415 (2013).
10. Lau, B. W. et al. Polysaccharides from wolfberry prevents corticosterone-induced inhibition of sexual behavior and increases
neurogenesis. Plos One 7, €33374 (2012).
11. Mizoguchi, K., Yuzurihara, M., Ishige, A., Aburada, M. & Tabira, T. Saiko-ka-ryukotsu-borei-to, a herbal medicine, ameliorates
chronic stress-induced depressive state in rotarod performance. Pharmacol Biochem be 75, 419-425 (2003).

SCIENTIFICREPORTS | 6:38437 | DOI: 10.1038/srep38437 10


http://www.hmdb.org/
http://www.genome.jp/kegg/
http://metlin.scripps.edu/
http://dev.lipidmaps.org
http://lilab.ecust.edu.cn/pharmmapper/index.php
http://lilab.ecust.edu.cn/pharmmapper/index.php

www.nature.com/scientificreports/

12.

13.
14.
15.
16.
17.
18.
19.
20.
21.
22.
23.
24.
25.
. White, H. L. & Scates, P. W. Acetyl-L-carnitine as a precursor of acetylcholine. Neurochem Res 15, 597-601 (1990).
27.
28.
29.
30.
3L
32.

33.
34.

35.

36.
37.

38.
39.

40.

41.

42.

43.

44.

45.
46.

47: Morales, A., Lee, H., Goni, E. M., Kolesnick, R. & Fernandez-Checa, J. C. Sphingolipids and cell death. Apoptosis 12, 923-939 (2007).
0
51.
52.

53.
54.

55.

Dong, W. et al. Ultra-performance liquid chromatography-high-definition mass spectrometry analysis of constituents in the root of
Radix Stemonae and those absorbed in blood after oral administration of the extract of the crude drug. Phytochem Anal 23, 657-667
(2012).

Lin, J. H. et al. Sustainable veterinary medicine for the new era. Revue scientifique et technique-Office international des épizooties 22,
949-964 (2003).

Chen, J. et al. A standardized extract of the fruit of Ziziphus jujuba (jujube) induces neuronal differentiation of cultured PC12 cells:
a signaling mediated by protein kinase A. J. Agr Food Chem 62, 1890-1897 (2014).

Sun, E, Yan, D. Q,, Zhang, G. L., Yu, J. & Xiao, E. N. Miscarriage prevention tea affects plasma 3-endorphin concentrations in women
with early threatened abortions. The American journal of Chinese medicine 27, 277-282 (1999).

Huang, D. ef al. An integrated plasma and urinary metabonomic study using UHPLC-MS: Intervention effects of Epimedium
koreanum on ‘Kidney-Yang Deficiency syndrome’rats. J. Pharmaceut Biomed 76, 200-206 (2013).

Lu, X. et al. Metabonomic study on ‘Kidney-Yang Deficiency syndromeand intervention effects of Rhizoma Drynariae extracts in
rats using ultra performance liquid chromatography coupled with mass spectrometry. Talanta 83, 700-708 (2011).

Zhou, X. H. et al. Novel chinmedomics strategy for discovering effective constituents from ShenQiWan acting on ShenYangXu
syndrome. Chin ] Nat Med 14, 561-581 (2016).

Nan, Y. et al. Serum metabolomics strategy for understanding pharmacological effects of ShenQi pill acting on kidney yang
deficiency syndrome. Journal of Chromatography B $1570-0232, 30328-30337 (2015).

Zhang, A. et al. Phenotypic characterization of nanshi oral liquid alters metabolic signatures during disease prevention. Sci Rep 6,
19333 (2015).

Zidan, A. M., Hemeida, A. A., Hussein, A. M. & Hashem, M. H. Glycogen Synthase Kinase 3 b prediction as primary cellular target
to mediate anti- Hepatitis C effect of Nitazoxanide. International Research Journal of Pharmacy 4, 37-39 (2013).

Turner, N., Cooney, G. J., Kraegen, E. W. & Bruce, C. R. Fatty acid metabolism, energy expenditure and insulin resistance in muscle.
J. Endocrinol 220, T61-T79 (2014).

Madore, C. et al. Nutritional n-3 PUFAs deficiency during perinatal periods alters brain innate immune system and neuronal
plasticity-associated genes. Brain, behavior, and immunity 41, 22-31 (2014).

Sinn, N. et al. Effects of n-3 fatty acids, EPA v. DHA, on depressive symptoms, quality of life, memory and executive function in older
adults with mild cognitive impairment: a 6-month randomised controlled trial. Brit J. Nutr 107, 1682-1693 (2012).

Calder, P. C. Mechanisms of action of (n-3) fatty acids. The Journal of nutrition 142, 5925-599S (2012).

Imperato, A., Ramacci, M. T. & Angelucci, L. Acetyl-L-carnitine enhances acetylcholine release in the striatum and hippocampus of
awake freely moving rats. Neurosci Lett 107, 251-255 (1989).

Scafidi, S. et al. Metabolism of acetyl-1-carnitine for energy and neurotransmitter synthesis in the immature rat brain. . Neurochem
114, 820-831 (2010).

Calvani, M. & Arrigoni-Martelli, E. Attenuation by acetyl-L-carnitine of neurological damage and biochemical derangement
following brain ischemia and reperfusion. International journal of tissue reactions 21, 1-6 (1998).

Al Majed, A. A. et al. Carnitine esters prevent oxidative stress damage and energy depletion following transient forebrain ischaemia
in the rat hippocampus. Clin Exp Pharmacol P. 33, 725-733 (2006).

Rosenthal, R. E., Williams, R., Bogaert, Y. E., Getson, P. R. & Fiskum, G. Prevention of postischemic canine neurological injury
through potentiation of brain energy metabolism by acetyl-L-carnitine. Stroke 23, 1312-1317 (1992).

Masuda, A., Nakayama, T., Yamanaka, T., Hatsutanmaru, K. & TEL, C. Cognitive behavioral therapy and fasting therapy for a patient
with chronic fatigue syndrome. Internal Med 40, 1158-1161 (2001).

Chiechio, S., Copani, A., Gereau, R. W. IV & Nicoletti, F. Acetyl-L-Carnitine in Neuropathic Pain. Cns Drugs 21, 31-38 (2007).
Rump, T.]. et al. Acetyl-L-carnitine protects neuronal function from alcohol-induced oxidative damage in the brain. Free Radical
Bio Med 49, 1494-1504 (2010).

Masuda, A., Nakayama, T., Yamanaka, T., Hatsutanmaru, K. & TEIL C. Cognitive behavioral therapy and fasting therapy for a patient
with chronic fatigue syndrome. Internal Med 40, 1158-1161 (2001).

Spagnoli, A. et al. Long-term acetyl-L-carnitine treatment in Alzheimer’s disease. Neurology 41, 1726 (1991).

Pettegrew, J. W., Klunk, W. E., Panchalingam, K., Kanfer, J. N. & McClure, R. J. Clinical and neurochemical effects of acetyl-L-
carnitine in Alzheimer’s disease. Neurobiol Aging 16, 1-4 (1995).

Wang, S. et al. A review of current evidence for acetyl-l-carnitine in the treatment of depression. J. Psychiatr Res 53, 30-37 (2014).
Zuena, A. R. et al. Transplacental exposure to AZT induces adverse neurochemical and behavioral effects in a mouse model:
protection by L-acetylcarnitine.PLoS One 8, 55753 (2013).

Miranda-Massari, J. R., Gonzalez, M. J., Jimenez, E. J., Allende-Vigo, M. Z. & Duconge, J. Metabolic correction in the management
of diabetic peripheral neuropathy: improving clinical results beyond symptom control. Current clinical pharmacology 6,260 (2011).
Sima, A. A., Calvani, M., Mehra, M. & Amato, A. Acetyl-1-Carnitine Improves Pain, Nerve Regeneration, and Vibratory Perception
in Patients With Chronic Diabetic Neuropathy An analysis of two randomized placebo-controlled trials. Diabetes Care 28, 89-94
(2005).

T6kés, T. et al. Protective effects of 1-alpha-glycerylphosphorylcholine on ischaemia-reperfusion-induced inflammatory reactions.
EurJ. Nutr 54, 109-118 (2015).

Zhang, A. H. et al. Ultraperformance liquid chromatography-mass spectrometry based comprehensive metabolomics combined
with pattern recognition and network analysis methods for characterization of metabolites and metabolic pathways from biological
data sets. Anal Chem 85, 7606-7612 (2013).

Walter, A. et al. Glycerophosphocholine is elevated in cerebrospinal fluid of Alzheimer patients. Neurobiol Aging 25, 1299-1303
(2004).

Wang, X. Lipid signaling. Curr Opin Plant Biol 7, 329-336 (2004).

Eyster, K. M. The membrane and lipids as integral participants in signal transduction: lipid signal transduction for the non-lipid
biochemist. Adv Physiol Educ 31, 5-16 (2007).

Breslow, D. K. & Weissman, J. S. Membranes in balance: mechanisms of sphingolipid homeostasis. Mol Cell 40, 267-279 (2010).

Stancevic, B. & Kolesnick, R. Ceramide-rich platforms in transmembrane signaling. Febs Lett 584, 1728-1740 (2010).

Thomas, D. M., Yusuf, A. H. & Lina, M. O. Ceramide synthases at the centre of sphingolipid metabolism and biology. Biochem J. 441,
789-802 (2012).

Hinkovska-Galcheva, V., VanWay, S. M., Shanley, T. P. & Kunkel, R. G. The role of sphingosine-1-phosphate and ceramide-1-
phosphate in calcium homeostasis. Current opinion in investigational drugs (London, England: 2000) 9, 1192-1205 (2008).

Jo, S. K., Bajwa, A., Awad, A. S., Lynch, K. R. & Okusa, M. D. Sphingosine-1-phosphate receptors: biology and therapeutic potential
in kidney disease. Kidney Int 73, 1220-1230 (2008).

Spiegel, S. & Milstien, S. The outs and the ins of sphingosine-1-phosphate in immunity. Nat Rev Immunol 11, 403-415 (2011).
Linsel-Nitschke, P. & Tall, A. R. HDL as a target in the treatment of atherosclerotic cardiovascular disease. Nat Rev Drug Discov 4,
193-205 (2005).

Duong, L. T. Therapeutic inhibition of cathepsin K [mdash] reducing bone resorption while maintaining bone formation. Bone KEy
reports 1, 67 (2012).

SCIENTIFICREPORTS | 6:38437 | DOI: 10.1038/srep38437 11



www.nature.com/scientificreports/

56. Di Paolo, G. & Kim, T. Linking lipids to Alzheimer’s disease: cholesterol and beyond. Nat Rev Neurosci 12, 284-296 (2011).

57. Maceyka, M., Harikumar, K. B., Milstien, S. & Spiegel, S. Sphingosine-1-phosphate signaling and its role in disease. Trends Cell Biol
22, 50-60 (2012).

58. Hla, T. & Dannenberg, A. J. Sphingolipid signaling in metabolic disorders. Cell Metab 16, 420-434 (2012).

59. Forster, A. et al. Glucocorticoids protect renal mesangial cells from apoptosis by increasing cellular sphingosine-1-phosphate.
Kidney Int 77, 870-879 (2010).

Acknowledgements

This work was supported by grants from the Key Program of Natural Science Foundation of State (Grant No.
81430093, 81373930, 81302905, 81202639, 81473584, 90709019), National Key Subject of Drug Innovation
(Grant No. 2015Z2X09101043-005, 2015ZX09101043-011), Special Fund of TCM State Administration for the
Public Interest (2015468004), Natural Science Foundation of Heilongjiang Province of China (H2015038), Youth
Innovative Talent Program of Heilongjiang Province of China (UNPYSCT-2015118).

Author Contributions

Q.L. wrote the main manuscript text and prepared figures. A.Z. revised and improved the language within the
manuscript. QL., A.Z., LW, G.Y,, H.S,, ] H., LK., X.Z. and Y.N. performed the experiments and analyzed the
raw data. H.Z., S.Z. and C.M. provided the AS1350. X.W. designed the experiments. All authors reviewed the
manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep

Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Liu, Q. et al. High-throughput chinmedomics-based prediction of effective components
and targets from herbal medicine AS1350. Sci. Rep. 6, 38437; doi: 10.1038/srep38437 (2016).

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images
G o1 other third party material in this article are included in the article’s Creative Commons license,

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2016

SCIENTIFICREPORTS | 6:38437 | DOI: 10.1038/srep38437 12


http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	High-throughput chinmedomics-based prediction of effective components and targets from herbal medicine AS1350
	Introduction
	Results
	Clinical chemistry results and histological changes
	Metabolic profiling and multivariate data analysis results
	In vivo components of AS1350
	Correlation analysis between marker metabolites and absorbed constituents
	Potential targets prediction of the correlated constituents

	Discussion
	Methods
	Chemicals and materials
	Preparation of AS1350
	Animals and treatments
	Collection of serum and tissue samples
	Pre-treatment of serum sample for metabolomics
	Pre-treatment of serum components in AS1350
	Clinical chemistry analysis and histopathology analysis
	Chromatography conditions
	Mass spectrometry
	Data processing and multivariate data analysis
	Identification and pathway analysis
	PCMS analysis
	Statistical analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                High-throughput chinmedomics-based prediction of effective components and targets from herbal medicine AS1350
            
         
          
             
                srep ,  (2016). doi:10.1038/srep38437
            
         
          
             
                Qi Liu
                Aihua Zhang
                Liang Wang
                Guangli Yan
                Hongwei Zhao
                Hui Sun
                Shiyu Zou
                Jinwei Han
                Chung Wah Ma
                Ling Kong
                Xiaohang Zhou
                Yang Nan
                Xijun Wang
            
         
          doi:10.1038/srep38437
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep38437
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep38437
            
         
      
       
          
          
          
             
                doi:10.1038/srep38437
            
         
          
             
                srep ,  (2016). doi:10.1038/srep38437
            
         
          
          
      
       
       
          True
      
   




