
© C
OPYRIG

HT U
PM 

 

UNIVERSITI PUTRA MALAYSIA 
 

NUCLEAR MAGNETIC RESONANCE METABOLOMICS APPROACH IN 
CHEMICAL AND PROTECTIVE EVALUATIONS OF Orthosiphon 
stamineus BENTH. LEAF EXTRACTS ON CISPLATIN-INDUCED 

NEPHROTOXICITY 
 

 
 
 
 
 
 
 
 
 

RAGHUNATH PARIYANI 
 
 
 
 
 
 
 
 
 
 
 
 

IB 2016 23 



© C
OPYRIG

HT U
PM

  

 
 

 

NUCLEAR MAGNETIC RESONANCE METABOLOMICS APPROACH IN 

CHEMICAL AND PROTECTIVE EVALUATIONS OF Orthosiphon stamineus 

BENTH. LEAF EXTRACTS ON CISPLATIN-INDUCED 

NEPHROTOXICITY 

 

 

 

 

 

 

 

 

 

 

 

 

 

By 

 

 

RAGHUNATH PARIYANI 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Thesis Submitted to the School of Graduate Studies, Universiti Putra Malaysia, 

in Fulfillment of the Requirements for the Degree of Doctor of Philosophy 

 

 

December 2016  

 



© C
OPYRIG

HT U
PM

  

COPYRIGHT 

 

 

All material contained within the thesis, including without limitation text, logos, icons, 

photographs, and all other artwork, is copyright material of Universiti Putra Malaysia 

unless otherwise stated. Use may be made of any material contained within the thesis 

for non-commercial purposes from the copyright holder. Commercial use of material 

may only be made with the express, prior, written permission of Universiti Putra 

Malaysia. 

 

 

Copyright© Universiti Putra Malaysia  

 

 

  

 



© C
OPYRIG

HT U
PM

  

DEDICATION 

 

 

This thesis is dedicated to my beloved parents 

 

 

 

 

 

 



© C
OPYRIG

HT U
PM

i 
 

Abstract of thesis presented to the Senate of Universiti Putra Malaysia in fulfillment 

of the requirement for the Degree of Doctor of Philosophy 
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NEPHROTOXICITY 

 

 

By 
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December 2016 
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Orthosiphon stamineus (OS), locally known in Malaysia as ‘Misai Kucing’, is a 

herbaceous shrub belonging to the family Lamiaceae. Dried leaves of OS is gaining 

wide acceptance and marketed in the form of herbal tea, known as Java tea, owing to 

its traditional and scientific claims on various health benefits. OS has been a well-

known renoprotective agent primarily due to its diuretic potential. This research 

investigated the effects of commonly employed drying methods of OS leaves on their 

chemical constituent profile, and in vivo biological properties of the protective role in 

cisplatin induced nephrotoxicity using rats, through Nuclear Magnetic Resonance 

(NMR) metabolomics approach. The NMR spectra of rat urine and the OS leaf extracts 

were analysed and correlated using multivariate data analysis techniques employing 

metabolomics platform.  

 

The 1H NMR metabolite profiling of aqueous extract of OS leaves resulted in the 

identification of 31 metabolites. The presence of biologically active secondary 

metabolites including phenylpropanoids such as caffeic acid, protocatechuic acid, 

chlorogenic acid, flavonoids such as luteolin and apigenin, gallic acid and orthosiphol 

derivatives were confirmed by J resolved NMR technique. The HPLC - MS/MS 

analysis further confirmed the presence of these secondary metabolites. Metabolite 

fingerprinting in combination with multivariate analysis has successfully 

differentiated the three differently dried (Freeze, microwave and shade) OS leaves and 

established that the levels of 15 metabolites were varied significantly between the 

samples. The shade drying method retained maximum secondary metabolites followed 

by the microwave, while freeze drying retained the least. Assessment of the main 

beneficial properties, such as antioxidant, total phenolic and flavonoid contents of any 

tea preparation, confirmed that all the differently dried Java tea leaves gave good 

antioxidant activity, with the shade dried leaves recorded the highest level with an 

IC50 of 48.09 μg/mL. The chemical constituents correlated to the high antioxidant 

activity of the shade dried leaves were extracted from a Partial Least Square regression 
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(PLS) model. In addition, the toxicity profile of the microwave dried OS leaves was 

investigated through acute oral toxicity test in Sprague Dawley (SD) rats of both sexes, 

whereby, the no-observed-adverse-effect level (NOAEL) of aqueous, 50% ethanolic 

and ethanolic extracts of the microwave dried OS was determined as 5000 mg/kg body 

weight/day. Thus, it is presumed that the microwave dried leaves are safe to be used 

as an oral health supplement. 

 

Cisplatin is an anticancer drug, which induces nephrotoxicity in a long term use. 

Metabolomic analysis of the rats’ urine revealed the involvement of a total of 17 

biochemical markers from TCA cycle, carbohydrate, amino acid, and polyamine 

metabolic pathways in cisplatin nephrotoxicity. To the best of knowledge, 6 of the 17 

involved metabolites are newly established in this study. In order to evaluate the 

protective efficacy of OS in cisplatin nephrotoxicity, shade and microwave dried OS 

extracts were administered at doses of 100, 200 and 400 mg/kg body weight to rats.  

The results suggested the dose independency of the extracts. Treatment with 50% 

aqueous ethanolic extract of shade dried OS leaves (OSFS) exhibited moderate 

ameliorative effect observed through a statistically significant reduction in the levels 

of 8 biomarkers. It was also revealed that the aqueous extract of the shade dried leaves 

(OSAS) exhibited slightly deteriorative activity via disturbance in the energy 

metabolism and gut microflora. The higher concentration of the secondary metabolites 

such as caffeic acid, chlorogenic acid, protocatechuic acid and orthosiphol in OSFS 

could be correlated to the ameliorative activity as revealed from a Principal 

Component Analysis (PCA) between OSAS and OSFS. A prediction model on 

nephroprotective effect of OS was constructed through PLS regression analysis.  

 

Thus, the impact of different drying techniques on chemical constituents of OS leaves 

was established. The metabolomics approach has proved to be successful in shedding 

light to the even minute variations in the biological profiles of the low intensity 

metabolites involved in the renal toxicity caused by cisplatin. A global comprehensive 

view of the OS effect in cisplatin toxicity was successfully profiled and correlated. 
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Orthosiphon stamineus (OS), dikenali di Malaysia sebagai 'Misai Kucing'. Ia 

merupakan sejenis pokok herba renek dalam keluarga Lamiaceae. Daun OS yang telah 

dikeringkan semakin diterima ramai lalu dipasarkan dalam bentuk teh herba, yang 

dikenali sebagai teh jawa. Ini terjadi atas kepelbagaian manfaat kesihatan yang diuar-

uarkan melalui pendekatan tradisional dan saintifik. OS telah dikenali sebagai ejen 

perlindungan buah pinggang yang terkenal kerana potensi diuretiknya. Kajian 

mengenai kesan kaedah pengeringan yang telah biasa diamalkan turut dilakukan pada 

daun OS bagi menentukan profil konstituen kimianya serta kajian biologi turut 

dilakukan secara in vivo bagi memastikan peranan perlindungannya pada tikus aruhan 

cisplatin yang mengakibatkan kesan nefrotoksik. Ia dilakukan melalui pendekatan 

metabolomik Nuklear Magnetik Resonan (NMR). Spektrum NMR daripada sampel 

air kencing tikus dan estrak daun OS dianalisis dengan mengaitkan platform 

metabolomik menggunakan teknik analisis data multivariat. 

 

Metabolit profil pada 1H NMR ekstrak air daun OS telah mengenalpasti 31 jenis 

metabolit. Kehadiran metabolit biologi sekunder yang aktif termasuk phenyl-

propanoids seperti asid caffeic, asid protocatechuic, asid chlorogenic, flavonoid 

seperti luteolin dan apigenin, asid Gallic dan derivatif orthosiphol telah disahkan 

melalui teknik “J resolve” NMR. Analisis lanjut HPLC - MS / MS mengesahkan 

kehadiran metabolit sekunder ini. Teknik pengkelasan metabolit ditambah dengan 

analisa multivariat telah berjaya membezakan tiga kaedah pengeringan (sejuk beku, 

ketuhar gelombang mikro dan bawah teduhan) daun OS dan telah membuktikan 

bahawa 15 metabolit telah mengalami perbezaan ketara antara sampel. Kaedah 

pengeringan dibawah teduhan berjaya mengekalkan kehadiran metabolit sekunder 

yang paling tinggi diikuti oleh pengeringan gelombang mikro, serta penyejuk bekuan 

menunjukkan nilai yang paling rendah. Penilaian terhadap manfaat utama seperti 

antioksida mendapati, jumlah fenolik dan kandungan flavonoid sesuatu penyediaan 

teh mengesahkan bahawa kesemua daun teh jawa yang berbeza kaedah 
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pengeringannya memberikan aktiviti antioksidan yang baik di mana daun yang 

dikeringkan dibawah teduhan telah merakamkan nilai IC50 yang paling tinggi pada 

48.09 μg / mL. Selanjutnya analisa separa persegi (PLS) telah digunakan untuk 

mengenalpasti konstituen kimia yang bertanggungjawab terhadap aktiviti antioksida 

yang tinggi dalam daun OS yang dikeringkan di bawah teduhan ini. Di samping itu, 

profil toksik daun OS yang dikeringkan dengan menggunakan gelombang mikro telah 

dikaji dengan menjalankan ujian oral toksiti pada kedua-dua jantina tikus Sprague 

Dawley (SD). Keputusan menunjukkan tiada pemerhatian-taraf-kesan-buruk 

(NOAEL) bagi ekstrak air, 50% etanol dan etanol pada dos 5000 mg/kg berat 

badan/hari. Oleh itu, daun OS yang telah dikeringkan menggunakan gelombang mikro 

dianggap selamat untuk digunakan sebagai makanan tambahan kesihatan melalui oral. 

 

Cisplatin adalah ubat anti-kanser yang boleh menyebabkan implikasi nefrotoksik jika 

digunakan dalam jangka masa panjang. Analisa metabolomik ke atas air kencing tikus 

mendedahkan sebanyak 17 penanda biokimia daripada kitaran TCA, karbohidrat, asid 

amino, dan laluan metabolik poliamina dalam aktiviti nefrotoksik yang disebabkan 

oleh cisplatin. Enam, daripada 17 metabolit merupakan metabolit terbaru yang telah 

dibuktikan dalam kajian ini. Untuk menilai keberkesanan perlindungan OS dalam 

menangani kesan nefrotoksik ini, daun OS yang diekstrak melalui pengeringan di 

bawah teduhan dan ketuhar gelombang mikro telah digunakan dan diberi pada 

beberapa dos rawatan iaitu 100, 200 dan 400 mg / kg berat badan tikus. Hasil kajian 

mendapati keberkesanan ekstak tidak bergantung kepada dos rawatan yang diberikan. 

Sementara itu, awatan dengan 50% ekstrak ethanol daripada daun OS yang 

dikeringkan di bawah teduhan (OSFS) menunjukkan kesan rawatan yang sederhana. 

Ini disebabkan oleh pemerhatian terhadap kadar penurunan yang signifikan pada 8 

penandabio. Ia juga mendedahkan bahawa ekstrak air daripada daun OS yang 

dikeringkan di bawah teduhan (OSAS) hanya mempunyai sedikit penurunan nilai 

aktiviti melalui gangguan dalam metabolisme tenaga dan usus mikroflora. Metabolit 

sekunder yang lebih tinggi kepekatannya seperti asid caffeic, asid chlorogenic, asid 

protocatechuic dan orthosiphol dalam OSFS boleh dikaitkan dengan aktiviti membaik 

pulih seperti yang dinyatakan daripada Analisia Komponen Utama (PCA) antara 

OSAS dan OSFS. Satu model ramalan mengenai kesan nefroprotektif OS telah dibina 

melalui analisis regresi PLS. 

 

Oleh itu, kajian ini telah membuktikan bahawa teknik pengeringan yang berbeza akan 

memberi kesan kepada konstituen kimia dalam daun OS. Pendekatan metabolomik 

juga telah berjaya memberi penjelasan terhadap perubahan kecil dalam profil biologi 

metabolit yang terlibat dalam masalah toksik buah pinggang yang disebabkan oleh 

cisplatin. Rumusannya, liputan yang menyeluruh terhadap kesan toksik cisplatin telah 

berjaya diprofilkan dan dihubungkaitkan.  
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CHAPTER 1 

INTRODUCTION 

1.1 Research background 

Historically, plants have been the forerunners in the prevention and cure against a wide 
spectrum of diseases. Apart from their use in traditional system treatment, the 
abundant store of unique and diverse chemical compounds present in plants has served 
as a prominent source of lead molecules in the modern drug discovery process. This 
is evident from the fact that natural products (NP) and their derived compounds 
constitute a nearly 50% share of total new chemical entities approved in the span of 
the past 33 years, until December 2014 (Newman and Cragg, 2012; Newman and 
Cragg, 2016).  

However, the progress made in drug discovery in terms of the number of novel drugs 
based on NP is not in proportion with the magnitude of ethno-pharmacological claims 
on various plants. The commonly adopted approaches in NP research such as bioassay 
guided isolation of active principles and high throughput screening often failed to elicit 
the optimum activity. This is primarily due to the fact that the bioactivity of a plant 
often resulted from a cumulative interaction of a large number of phytoconstituents, 
which deprives the isolated compound from exhibiting the activity as how a complex 
matrix of crude extract does (Cordell and Colvard, 2012; Yuliana et al., 2013) .  

Recent developments in the field of systems biology such as metabolomics allow the 
evaluation of the biological activity of unfractionated complex extracts using proper 
bioassays (Robinette et al., 2011). Here, a broad range of analytical techniques such 
as nuclear magnetic resonance (NMR) spectroscopy, mass spectrometry (MS) and/or 
chromatography characterises the complex diverse metabolite classes present in the 
crude extract and an overall picture of metabolites correlating to the bioactivity could 
be derived using proper data mining methods. Thus, this holistic approach facilitates 
the identification of multiple active compounds from a single extract and their 
interaction either synergistically or antagonistically in in vivo systems.  

Metabolomic fingerprinting has been applied to novel research areas such as 
pharmacological properties of medicinal plants, drug discovery via bioprospecting and 
quality control of herbal drugs. High-resolution NMR spectroscopy is a simple, 
powerful and fastest approach and has been used in the NP research to identify and 
correlate both primary and secondary plant metabolites with the elucidated bioactivity. 
The applications of NMR in metabolic profiling of plant extracts have been well 
reviewed in several recent articles (Kim et al., 2011; Schripsema, 2010).  

Orthosiphon stamineus (OS) is a herbal remedy used traditionally in the cure of 
various system disorders, primarily that of kidney. It is locally known as Misai Kucing 
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in Malaysia. An aqueous infusion of dried leaves of OS, known as Java tea, is widely 
consumed by the people in South - East Asia (SEA) and Europe as a health adjuvant 
and general tonic (Ameer et al., 2012; Yuliana et al., 2009). The standardization of 
herbal products is of paramount importance in order to ensure consistent biological 
effects. So far the standardisation of OS was based on the quantification of certain 
marker compounds such as rosmarinic acid or sinensetin, and the practice was to 
generalize the observed biological activity to the variations of these selected markers. 
However, the metabolomic approach offers a platform to realistically correlate the 
responsible metabolites to the activity, and enables simultaneous standardization of 
several compounds present in the extract with minimal time and effort.  
 
 
Variations in the metabolic profiles of NP might be due to multitude of factors 
including differences in species, pre- and post-harvesting methods, adulteration, and 
extraction among many others (Van der Kooy et al., 2009; Wang et al., 2009). The 
subsequent effects on bioactivity profile warrant proper monitoring of these 
metabolite changes in order to ensure their safe and effective usage. Drying technique 
deserves special attention as one of the most important variables in the preparation of 
Java tea (OS) leaves. A metabolomic analysis on the differently dried (shade, 
microwave and freeze) Java tea leaves thus would be helpful in fingerprinting the 
metabolites, which serves as the basis for standardisation and quality control tools. 
 
 
The metabolomics platform has proved its usefulness in the field of toxicology as it 
derives a comprehensive picture of the effect of toxin in the body by the determination 
of global metabolome levels and their interrelations (Ramirez et al., 2013). OS has 
been known particularly for the beneficial effects on renal system owing to its diuretic 
and free radical scavenging activities (Arafat et al., 2008; Olah et al., 2003). However, 
to the best of our knowledge, the potential of OS in the protection of kidney from 
toxins, which is one of the most important sites of toxicity, has not yet been studied. 
A systematic exploration using metabolomics allows the simultaneous understanding 
of the complex mode of action of the toxin as well as the potential intervention of the 
OS. The toxico-metabolomics approach thus helps in understanding the mechanisms 
of toxicity, identify the biomarkers, and predict the bioactivity of the extract, thus, 
results in improvement of safety, to the shortening of the lead identification and a cost 
reduction (Robertson et al., 2011; Ulrich-Merzenich et al., 2009).  
 
 
A holistic evaluation of long term perspective rational evidence-based herbal 
treatment could lead to the discovery and development of effective phytomedical 
intervention, taking into account the interaction of multiconstituents in synergism or 
antagonism, thus ensuring better safety and efficacy of the usage of herbs used in 
traditional system treatment.  
 
 
In this research, it is hypothesized that different drying methods employed in the 
production of OS leaves affect the chemical profile and biological properties of OS. 
Identification of a proper drying method, which retains maximum beneficial chemical 
constituents, and safe, as well as efficient pharmacological activity is important to be 
ensured before its usage. 
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1.2 Aims and objectives 
 
The work presented in this thesis aimed to investigate the effects of the drying methods 
exerted on the chemical and biological properties of OS leaves using NMR 
metabolomics approach. The metabolomics tool was employed to detect and 
discriminate the modulatory effects of OS on cisplatin nephrotoxicity. The general 
objective of this research was to evaluate the quality, safety, efficacy and consistency 
(QSEC) parameters of OS leaves with regard to different drying techniques employed.  

 
 

These were achieved through the following set of specific objectives: 
 

• To establish the metabolic fingerprint of shade, microwave and freeze dried 
OS leaf extracts, and to correlate their antioxidant activity with the overall 
bioactive compounds.  

• To determine primary toxicity profile of microwave dried OS leaves.  
• To identify the biomarkers and underlying metabolic pathways involved in 

cisplatin nephrotoxicity. 
• To evaluate the modulatory effect of various OS extracts in cisplatin-induced 

nephrotoxic biomarkers and to develop a validated regression model, 
correlating the phytoconstituents to nephroprotective activity. 
 
 

1.3 Outline of thesis 
 
This thesis is presented in seven chapters. The general introduction is described in 
Chapter 1. Chapter 2 focusses on the comprehensive review of the literatures related 
to this research. Relevant literatures on pharmacological and phytochemical studies 
on OS, metabolomics and cisplatin nephrotoxicity are reviewed. Chapter 3 discusses 
the application of nuclear magnetic resonance (NMR) spectroscopy and chemometric 
methods in achieving the metabolic fingerprint of shade, microwave and freeze dried 
leaves. The correlation of antioxidant activity of the OS leaf to its phytoconstituents 
was established using Partial Least Square (PLS) regression analysis. Chapter 4 
emphasizes on the preliminary phytochemical and toxicological studies on microwave 
dried OS leaves. A comparative evaluation of the microwave and shade dried OS 
leaves chemical constituent profile using liquid chromatography-mass spectrometry 
(LC-MS/MS) analysis and an acute oral toxicity test to assess the safety of microwave 
dried OS leaves are described here. Chapter 5 deals with the NMR spectroscopic 
profiling of the metabolites in cisplatin nephrotoxic and normal rats. The chemometric 
data analysis tools were used to identify the biomarkers and the underlying metabolic 
pathways involved in cisplatin nephrotoxicity. Chapter 6 discusses the NMR 
metabolomic analysis of rat urine in order to understand the metabolic perturbations 
induced by the OS intervention in cisplatin nephrotoxic biomarkers. A correlation 
model comprising of the nephroprotective activity with the phytoconstituents of OS 
was established using PLS. Finally, the overall conclusions are summarised in chapter 
7, along with the future perspectives of the results obtained in this thesis.  
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Robinette, S.L., Brüschweiler, R., Schroeder, F.C. and Edison, A.S., 2011. NMR in 

metabolomics and natural products research: two sides of the same coin. 
Accounts of Chemical Research 45(2), 288-297. 

 
Sahib, H., Ismail, Z., Othman, N., Majid, A.A., 2009. Orthosiphon stamineus Benth. 

methanolic extract enhances the anti-proliferative effects of tamoxifen on 
human hormone dependent breast cancer. International Journal of 
Pharmacology 5(4), 273-276. 

 
Santos, N.A., Catao, C.S., Martins, N.M., Curti, C., Bianchi, M.L., Santos, A.C., 2007. 

Cisplatin-induced nephrotoxicity is associated with oxidative stress, redox 
state unbalance, impairment of energetic metabolism and apoptosis in rat 
kidney mitochondria. Archives of Toxicology 81(7), 495-504. 

 
Santoso, J.T., Lucci, J.A., 3rd, Coleman, R.L., Schafer, I., Hannigan, E.V., 2003. 

Saline, mannitol, and furosemide hydration in acute cisplatin nephrotoxicity: 
a randomized trial. Cancer Chemotherapy and Pharmacology 52(1), 13-18. 

 
Sarimeseli, A., 2011. Microwave drying characteristics of coriander (Coriandrum 

sativum L.) leaves. Energy Conversion and Management 52(2), 1449-1453. 
 
Schripsema, J., 2010. Application of NMR in plant metabolomics: techniques, 

problems and prospects. Phytochemical Analysis 21(1), 14-21. 
 
Schut, G., Zwaving, J., 1993. Pharmacological investigation of some lipophilic 

flavonoids from Orthosiphon aristatus. Fitoterapia 64, 99-102. 
 
Sellami, I.H., Wannes, W.A., Bettaieb, I., Berrima, S., Chahed, T., Marzouk, B., 

Limam, F., 2011. Qualitative and quantitative changes in the essential oil of 
Laurus nobilis L. leaves as affected by different drying methods. Food 
Chemistry 126(2), 691-697. 

 
Sellers, R.S., Mortan, D., Michael, B., Roome, N., Johnson, J.K., Yano, B.L., Perry, 

R., Schafer, K., 2007. Society of Toxicologic Pathology position paper: organ 
weight recommendations for toxicology studies. Toxicologic Pathology 35(5), 
751-755. 



© C
OPYRIG

HT U
PM

142 
 

Şener, G., Şatiroglu, H., Kabasakal, L., Arbak, S., Öner, S., Ercan, F., Keyer‐Uysal, 
M., 2000. The protective effect of melatonin on cisplatin nephrotoxicity. 
Fundamental and Clinical Pharmacology 14(6), 553-560. 

 
Shyur, L.F., Yang, N.S., 2008. Metabolomics for phytomedicine research and drug 

development. Current Opinion in Chemical Biology 12(1), 66-71. 
 
Sogi, D.S., Siddiq, M., Greiby, I., Dolan, K.D., 2013. Total phenolics, antioxidant 

activity, and functional properties of ‘Tommy Atkins’ mango peel and kernel 
as affected by drying methods. Food Chemistry 141(3), 2649-2655. 

 
Son, J.Y., 2011. Orthosiphon stamineus Reduces Appetite and Visceral Fat in Rats. 

Journal of the Korean Society for Applied Biological Chemistry 54(2). 
 
Stampoulis, P., Tezuka, Y., Banskota, A.H., Tran, K.Q., Saiki, I., Kadota, S., 1999a. 

Staminol A, a Novel Diterpene from Orthosiphon stamineus. Tetrahedron 
Letters 40, 4239-4242. 

 
Stampoulis, P., Tezuka, Y., Banskota, A.H., Tran, K.Q., Saiki, I., Kadota, S., 1999b. 

Staminolactones A and B and Norstaminol A: Three Highly Oxygenated 
Staminane-Type Diterpenes from Orthosiphon stamineus. Organic Letters 
1(9), 1367-1370. 

 
Stankovic, M.S., Niciforovic, N., Topuzovic, M., Solujic, S., 2011. Total phenolic 

content, flavonoid concentrations and antioxidant activity, of the whole plant 
and plant parts extracts from Teucrium montanum L. var. montanum, f. 
supinum (L.) Reichenb. Biotechnology and Biotechnological Equipment 
25(1), 2222-2227. 

 
Sumaryono, W., Proksch, P., Wray, V., Witte, L., Hartmann, T., 1991. Qualitative and 

quantitative analysis of the phenolic constituents from Orthosiphon aristatus. 
Planta Medica 57(02), 176-180. 

 
Suzuki, R., Hasuike, Y., Hirabayashi, M., Fukuda, T., Okada, Y., Shirataki, Y., 2013. 

Identification of a xanthine oxidase-inhibitory component from Sophora 
flavescens using NMR-based metabolomics. Natural Product 
Communications 8(10), 1409-1412. 

 
Takeda, Y., Matsumoto, T., Terao, H., Shingu, T., Futatsuishi, Y., Nohara, T., 

Kajmoto, T., 1993. Orthosiphol D and E, minor diterpenes from Orthosiphon 
stamineus. Phytochemistry 33(2), 411-415. 

 
Tapp, H. S., and Kemsley, E. K., 2009. Notes on the practical utility of OPLS. Trends 

in Analytical Chemistry 28, 1322–1327.  
 
Terpinc, P., Čeh, B., Ulrih, N.P., Abramovič, H., 2012. Studies of the correlation 

between antioxidant properties and the total phenolic content of different oil 
cake extracts. Industrial Crops and Products 39, 210-217. 



© C
OPYRIG

HT U
PM

143 
 

Tezuka, P, S., AH, B., S, A., KQ, T., I, S., S., K., 2000. Constituents of the vietnamese 
medicinal plant Orthosiphon stamineus. Chemical and Pharmaceutical 
Bulletin 48(11), 1711-1719. 

 
Thukral, S.K., Nordone, P.J., Hu, R., Sullivan, L., Galambos, E., Fitzpatrick, V.D., 

Healy, L., Bass, M.B., Cosenza, M.E., Afshari, C.A., 2005. Prediction of 
nephrotoxicant action and identification of candidate toxicity-related 
biomarkers. Toxicologic Pathology 33(3):343-355  

 
Torras‐Claveria, L., Berkov, S., Jáuregui, O., Caujapé, J., Viladomat, F., Codina, C., 

Bastida, J., 2010. Metabolic profiling of bioactive Pancratium canariense 
extracts by GC‐MS. Phytochemical Analysis 21(1), 80-88. 

 
Trygg, J., and Wold, S., 2002. Orthogonal projections to latent structures (O-PLS). 

Journal of Chemometrics 16, 119–128.  
 
Tsuruya, K., Tokumoto, M., Ninomiya, T., Hirakawa, M., Masutani, K., Taniguchi, 

M., Fukuda, K., Kanai, H., Hirakata, H., Iida, M., 2003. Antioxidant 
ameliorates cisplatin-induced renal tubular cell death through inhibition of 
death receptor-mediated pathways. American Journal of Physiology-Renal 
Physiology 285(2), F208-F218. 

 
Uehara, T., Horinouchi, A., Morikawa, Y., Tonomura, Y., Minami, K., Ono, A., 

Yamate, J., Yamada, H., Ohno, Y., Urushidani, T., 2014 Identification of 
metabolomic biomarkers for drug-induced acute kidney injury in rats. Journal 
of applied Toxicology : JAT 34(10):1087-95  

 
Ueki, M., Ueno, M., Morishita, J., Maekawa, N., 2013. Curcumin ameliorates 

cisplatin-induced nephrotoxicity by inhibiting renal inflammation in mice. 
Journal of Bioscience and Bioengineering 115(5), 547-551. 

 
Ulrich-Merzenich, G., Panek, D., Zeitler, H., Wagner, H., Vetter, H., 2009. New 

perspectives for synergy research with the “omic”-technologies. 
Phytomedicine 16(6), 495-508. 

 
Van De Poll, M.C., Soeters, P.B., Deutz, N.E., Fearon, K.C., Dejong, C.H., 2004. 

Renal metabolism of amino acids: its role in interorgan amino acid exchange. 
The American Journal of Clinical Nutrition 79(2):185-197  

 
Van der Kooy, F., Maltese, F., Choi, Y.H., Kim, H.K., Verpoorte, R., 2009. Quality 

control of herbal material and phytopharmaceuticals with MS and NMR based 
metabolic fingerprinting. Planta Medica 75(7), 763-775. 

 
Verpoorte, R., Choi, Y.H., Kim, H.K., 2007. NMR-based metabolomics at work in 

phytochemistry. Phytochemistry Reviews 6(1), 3-14. 
 
Vogelgesang, B., Abdul-Malak, N., Reymermier, C., Altobelli, C., Saget, J., 2011. On 

the effects of a plant extract of Orthosiphon stamineus on sebum-related skin 
imperfections. International Journal of Cosmetic Science 33(1), 44-52. 



© C
OPYRIG

HT U
PM

144 
 

Wang, J., van der Heijden, R., Spruit, S., Hankermeier, T., Chan, K., van der Greef, 
J., Xu, G., Wang, M., 2009. Quality and safety of Chinese herbal medicines 
guided by a systems biology perspective. Journal of Ethnopharmacology 
126(1), 31-41. 

 
Wang, M., Lamers, R.J.A., Korthout, H.A., van Nesselrooij, J.H., Witkamp, R.F., van 

der Heijden, R., Voshol, P.J., Havekes, L.M., Verpoorte, R., van der Greef, J., 
2005. Metabolomics in the context of systems biology: bridging traditional 
Chinese medicine and molecular pharmacology. Phytotherapy Research 19, 
173-182. 

 
Waters, N.J., Waterfield, C.J., Farrant, R.D., Holmes, E., Nicholson, J.K., 2005. 

Metabonomic deconvolution of embedded toxicity: application to 
thioacetamide hepato-and nephrotoxicity. Chemical Research in Toxicology 
18, 639-654. 

 
Weijl, N., Elsendoorn, T., Lentjes, E., Hopman, G., Wipkink-Bakker, A., 

Zwinderman, A., Cleton, F., Osanto, S., 2004. Supplementation with 
antioxidant micronutrients and chemotherapy-induced toxicity in cancer 
patients treated with cisplatin-based chemotherapy: a randomised, double-
blind, placebo-controlled study. European Journal of Cancer 40(11), 1713-
1723. 

 
Weiss, R.H., Kim, K., 2012. Metabolomics in the study of kidney diseases. Nature 

Reviews Nephrology 8(1), 22-33. 
 
Wen, H., Yang, H.J., Choi, M.J., Kwon, H.N., Kim, M.A., Hong, S.S., Park, S.H., 

2011. Identification of Urinary Biomarkers Related to Cisplatin-Induced Acute 
Renal Toxicity Using NMR-Based Metabolomics. Biomolecules and 
Therapeutics 19(1):38-44. 

 
Westerhuis, J., Hoefsloot, H. J., Smit, S., Vis, D., Smilde, A., Van Velzen, E. J., van 

Duijnhoven, J.P. and van Dorsten, F.A., 2008. Assessment of PLS-DA cross 
validation. Metabolomics 4, 81–89 

 
Wishart, D.S., 2008. Quantitative metabolomics using NMR. Trends in Analytical 

Chemistry 27(3), 228-237. 
 
Wojdyło, A., Figiel, A., Lech, K., Nowicka, P., Oszmiański, J., 2014. Effect of 

Convective and Vacuum–Microwave Drying on the Bioactive Compounds, 
Color, and Antioxidant Capacity of Sour Cherries. Food and Bioprocess 
Technology 7(3), 829-841. 

 
Wolfender, J.-L., Rudaz, S., Hae Choi, Y., Kyong Kim, H., 2013. Plant metabolomics: 

from holistic data to relevant biomarkers. Current Medicinal Chemistry 20(8), 
1056-1090. 

 
Worley, B., and Powers, R., 2013. Multivariate analysis in metabolomics. Current 

Metabolomics 1(1):92  



© C
OPYRIG

HT U
PM

145 
 

Wu, Y.J., Muldoon, L.L., Neuwelt, E.A., 2005. The chemoprotective agent N-
acetylcysteine blocks cisplatin-induced apoptosis through caspase signaling 
pathway. Journal of Pharmacology and Experimental Therapeutics 312(2), 
424-431. 

 
Xi, Y., de Ropp, J.S., Viant, M.R., Woodruff, D.L., Yu, P., 2008. Improved 

identification of metabolites in complex mixtures using HSQC NMR 
spectroscopy. Analytica Chimica Acta 614(2), 127-133. 

 
Xu, E.Y., Perlina, A., Vu, H., Troth, S.P., Brennan, R.J., Aslamkhan, A.G., Xu, Q., 

2008. Integrated pathway analysis of rat urine metabolic profiles and kidney 
transcriptomic profiles to elucidate the systems toxicology of model 
nephrotoxicants. Chemical Research in Toxicology 21(8):1548-1561  

 
Yam, M.F., Ang, L.F., Basir, R., Salman, I.M., Ameer, O.Z., Asmawi, M.Z., 2009. 

Evaluation of the anti-pyretic potential of Orthosiphon stamineus Benth 
standardized extract. Inflammopharmacology 17(1), 50-54. 

 
Yam, M.F., Ang, L.F., Salman, I.M., Ameer, O.Z., Lim, V., Ong, L.M., Ahmad, M., 

Asmawi, M.Z., Basir, R., 2009. Orthosiphon stamineus leaf extract protects 
against ethanol-induced gastropathy in rats. Journal of Medicinal Food 12(5), 
1089-1097. 

 
Yam, M.F., Asmawi, M.Z., Basir, R., 2008. An investigation of the anti-inflammatory 

and analgesic effects of Orthosiphon stamineus leaf extract. Journal of 
Medicinal Food 11(2), 362-368. 

 
Yam, M.F., Basir, R., Asmawi, M.Z., Ismail, Z., 2007. Antioxidant and 

hepatoprotective effects of Orthosiphon stamineus Benth. standardized 
extract. The American Journal of Chinese Medicine 35(1), 12. 

 
Yam, M.F., Lim, C.P., Fung Ang, L., Por, L.Y., Wong, S.T., Asmawi, M.Z., Basir, R., 

Ahmad, M., 2013. Antioxidant and toxicity studies of 50% methanolic extract 
of Orthosiphon stamineus Benth. BioMed Research International 2013, 
351602. 

 
Yam, M.F., Mohamed, E.A., Ang, L.F., Pei, L., Darwis, Y., Mahmud, R., Asmawi, 

M.Z., Basir, R., Ahmad, M., 2012. A simple isocratic HPLC method for the 
simultaneous determination of sinensetin, eupatorin, and 3'-hydroxy-5,6,7,4'-
tetramethoxyflavone in Orthosiphon stamineus extracts. Journal of 
Acupuncture and Meridian Studies 5(4), 176-182. 

 
Yang, S.Y., Kim, H.K., Lefeber, A.W., Erkelens, C., Angelova, N., Choi, Y.H., 

Verpoorte, R., 2006. Application of two-dimensional nuclear magnetic 
resonance spectroscopy to quality control of ginseng commercial products. 
Planta Medica 72(4), 364-369. 

 
Yao, X., Panichpisal, K., Kurtzman, N., Nugent, K., 2007. Cisplatin Nephrotoxicity: 

A Review. The American Journal of the Medical Sciences 334(2), 10. 



© C
OPYRIG

HT U
PM

146 
 

Yin, P., Peter, A., Franken, H., Zhao, X., Neukamm, S. S., Rosenbaum, L., Lucio, M., 
Zell, A., Häring, H.U., Xu, G., Lehmann, R., 2013. Preanalytical aspects and 
sample quality assessment in metabolomics studies of human blood. Clinical 
Chemistry. 59, 833–845. 

 
Yuliana, N.D., Jahangir, M., Verpoorte, R., Choi, Y.H., 2013. Metabolomics for the 

rapid dereplication of bioactive compounds from natural sources. 
Phytochemistry Reviews 12(2), 293-304. 

 
Yuliana, N.D., Khatib, A., Link-Struensee, A.M., Ijzerman, A.P., Rungkat-Zakaria, 

F., Choi, Y.H., Verpoorte, R., 2009. Adenosine A1 receptor binding activity 
of methoxy flavonoids from Orthosiphon stamineus. Planta Medica 75(2), 
132-136. 

 
Yuliana, N.D., Khatib, A., Verpoorte, R., Choi, Y.H., 2011. Comprehensive extraction 

method integrated with NMR metabolomics: a new bioactivity screening 
method for plants, adenosine A1 receptor binding compounds in Orthosiphon 
stamineus Benth. Analytical chemistry 83(17), 6902-6906. 

 
Zeng, M., Liang, Y., Li, H., Wang, M., Wang, B., Chen, X., Zhou, N., Cao, D., Wu, 

J., 2010. Plasma metabolic fingerprinting of childhood obesity by GC/MS in 
conjunction with multivariate statistical analysis. Journal of Pharmaceutical 
and Biomedical Analysis 52(2), 265-272. 

 
Zhang, A.H., Sun, H. and Wang, X.J., 2014. Potential Applications and Development 

of Cell Metabolomics in Natural Products. Journal of Drug Metabolism and 
Toxicology 5,163. 

 
Zhang, A., Sun, H., Wang, P., Han, Y., Wang, X., 2012. Modern analytical techniques 

in metabolomics analysis. Analyst 137(2), 293-300. 
 
Zhong, Y.S., Yu, C.H., Ying, H.Z., Wang, Z.Y., Cai, H.F., 2012. Prophylactic effects 

of Orthosiphon stamineus Benth. extracts on experimental induction of 
calcium oxalate nephrolithiasis in rats. Journal of Ethnopharmacology 144(3), 
761-767. 



© C
OPYRIG

HT U
PM

149 

BIODATA OF STUDENT 

Raghunath Pariyani was born on 15th May, 1983 in Palakkad, Kerala, India. He did 
his early schooling in Palakkad. In the year 2000, after passing pre-degree 
examination, he joined University of Calicut for Bachelor degree in Pharmacy (B. 
Pharm). In 2005, the degree was awarded with gold medal for securing the highest 
marks in University of Calicut B. Pharm examinations, and then he registered as a 
Pharmacist in Kerala State Pharmacy Council. After securing a state merit scholarship 
from the Government of Kerala, he joined in University of Kerala in 2006 to further 
Master in Pharmacy (M. Pharm), specialized in Pharmaceutical Chemistry, and 
completed in 2008. During M. Pharm, he gained experience as a toxicological analyst 
and pursued the research on evaluation of antimycobacterial activity of selected 
compounds. After which, he started career as Lecturer in Pharmacy in Masterskill 
University College of Nursing & Health (renamed as Asia Metropolitan University), 
Malaysia, until 2011. His passion towards the research in natural product sources as 
potential drug and health supplements led to join for PhD, through which he aimed to 
develop and enhance the systematic research aptitude. He started the PhD research on 
September 2011 at Laboratory of Natural Products, Institute of Bioscience, Universiti 
Putra Malaysia, in Orthosiphon stamineus, which is a traditional herb as well as health 
supplement. He applied NMR-based metabolomics approach in studying the chemical 
and biological properties of Orthosiphon stamineus, the results of which are presented 
in this thesis. 



© C
OPYRIG

HT U
PM

150 

LIST OF PUBLICATIONS 

Pariyani, R., Safinar Ismail, I., Azam, A.A., Abas, F., Shaari, K., Sulaiman, M.R., 

2015. Phytochemical Screening and Acute Oral Toxicity Study of Java Tea 

Leaf Extracts. BioMed research international 2015. 

Pariyani, R., Ismail, I.S., Azam, A., Abas, F., Shaari, K., Hamza, H., 2016. Urinary 

metabolic profiling of cisplatin nephrotoxicity and nephroprotective effects of 

Orthosiphon stamineus leaves elucidated by 1H NMR spectroscopy. Journal of 

Pharmaceutical and Biomedical Analysis (135), 20-30.  

Pariyani, R., Ismail, I.S., Azam, A.A., Abas, F. and Shaari, K., 2017. Identification of 

the compositional changes in Orthosiphon stamineus leaves triggered by 

different drying techniques using 1H NMR metabolomics. Journal of the 

Science of Food and Agriculture. 

Conference Presentations & Awards 

P Raghunath, IS Ismail., Discriminating the effect of different drying methods on the 

biological and chemical properties of Java tea through metabolomics 

approach, The TriSys Asian Regional Conference on Systems Biology 2015 

(ARCSB), Bangi, Malaysia, 08 - 09 September 2015, (Best Young researcher 

presentation award) 

P Raghunath, IS Ismail, Amalina Ahmad Azam, Alfi Khatib, Faridah Abas and 

Khozirah Shaari, Metabolomic study on the effect of Orthosiphon stamineus 

leaf extracts in cisplatin-induced nephrotoxicity, Inaugural Symposium of the 

Phytochemical Society of Asia (ISPSA), Tokushima, Japan, 30 August - 2 

September 2015 

P Raghunath, IS Ismail., 1H NMR based metabolomics approach in identifying urinary 

biomarkers associated with cisplatin nephrotoxicity in rat model, 3rd 

International Postgraduate Conference in Pharmaceutical Sciences, UiTM, 

Malaysia, 13-14 August 2014 



© C
OPYRIG

HT U
PM

 
 

UNIVERSITI PUTRA MALAYSIA 
 
STATUS CONFIRMATION FOR THESIS / PROJECT REPORT AND COPYRIGHT 
 

ACADEMIC SESSION:  Second Semester 2016/2017 

 
TITLE OF THESIS / PROJECT REPORT: 
    
NUCLEAR MAGNETIC RESONANCE METABOLOMICS APPROACH IN CHEMICAL AND 

PROTECTIVE EVALUATIONS OF Orthosiphon stamineus BENTH. LEAF EXTRACTS ON 

CISPLATIN-INDUCED NEPHROTOXICITY 

 

NAME OF STUDENT :  RAGHUNATH PARIYANI 
 
I acknowledge that the copyright and other intellectual property in the thesis/project report 
belonged to Universiti Putra Malaysia and I agree to allow this thesis/project report to be placed at 
the library under the following terms: 
 
1. This thesis/project report is the property of Universiti Putra Malaysia. 
 
2. The library of Universiti Putra Malaysia has the right to make copies for educational 

purposes only. 
 
3. The library of Universiti Putra Malaysia is allowed to make copies of this thesis for academic 

exchange. 
 
I declare that this thesis is classified as : 
 
*Please tick (√ ) 

 
CONFIDENTIAL (Contain confidential information under Official Secret  

Act 1972). 
 

RESTRICTED (Contains restricted information as specified by the  
organization/institution where research was done). 

 
OPEN ACCESS I agree that my thesis/project report to be published  

as hard copy or online open access. 
 
This thesis is submitted for : 
 

PATENT Embargo from_____________ until ______________  
(date) (date) 

 
Approved by: 

 
 
_____________________ _________________________________________  
(Signature of Student) (Signature of Chairman of Supervisory Committee)  
New IC No/ Passport No.: Name: 
            
Date :   Date : 
 
[Note : If the thesis is CONFIDENTIAL or RESTRICTED, please attach with the letter from 
the organization/institution with period and reasons for confidentially or restricted. ] 


	Blank Page
	Blank Page
	Blank Page
	Blank Page
	Blank Page
	Blank Page
	Blank Page



