
Open Access

Ravi Prakash et al., 2:2
http://dx.doi.org/10.4172/scientificreports.650

Research Article Open Access

Open Access Scientific Reports
Scientific Reports

Open Access

Volume 2 • Issue 2 • 2013

Keywords: Trazodone; Quetiapine; LC-MS/MS; Validation

Introduction
Trazodone is chemically 2-{3-[4-(3-chlorophenyl)piperazin-1-yl]

propyl}-2H,3H-[1,2,4]triazolo[4,3-a]pyridin-3-one. It is a serotonin 
antagonist and reuptake inhibitor (SARI), which is a second generation 
antidepressant compound belonging to the class of phenylpiperazine. 
It acts as a serotonin agonist at high doses and low doses. The drug 
showing antidepressant activity is due to the blockage of serotonin 
reuptake by inhibiting serotonin reuptake pump at the presynaptic 
neuronal membrane. Trazodone shows its therapeutic actions through 
5-HT2A receptors. Trazodone also induces anti-anxiety and sleep-
inducing effects [1]. It does not have similar properties to selective 
serotonin reuptake inhibitors (SSRIs) since its inhibitory effect on 
serotonin reuptake and 5-HT2C receptors are relatively weak [2]. The 
result of alpha-adrenergic action blocking and modest histamine 
blockade at H1 receptor due to sedative effect of trazodone. It weakly 
blocks presynaptic alpha2-adrenergic receptors and strongly inhibits 
postsynaptic alpha1 receptors. Trazodone does not show any action 
on the reuptake of norepinephrine or dopamine within the CNS. 
It has fewer anticholinergic side effects than most of the tricyclic 
antidepressants such as dry mouth, constipation and tachycardia. 
Trazodone metabolizes to its primary m-chlorophenyl piperazine 
(mCPP) which is a non selective serotonin receptor agonist which 
might outweigh the benefits of Trazodone [3-6].

The official methods for the determination of trazodone in 
pharmaceutical dosage forms includes potentiometric non-aqueous 
titration with perchloric acid [7] and HPLC using an octadecyl silane 
column and methanol–0.01 M ammonium phosphate buffer pH 6.0 
(60:40) as the mobile phase [8]. Several analytical methods that have 
been reported for the determination of Trazodone in pharmaceutical 
formulations such as spectrophotometry [9-12], ion-selective electrode 
[13], voltammetry [14,15], colorimetry [16], instrumental TLC [17] 
and HPLC [18-20]. Various methods have been reported for the 
determination of Trazodone in biological fluids, including HPLC [21-
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Abstract
A precise, sensitive liquid chromatography - tandem mass spectrometry method has been developed and 

validated for the quantitative determination of Trazodone in human plasma. The analyte was extracted using liquid- 
liquid extraction. Chromatographic separation of drug was achieved by using a Inertsil C8 50×4.6 mm, 3 µm column, 
with isocratic mobile phase of 2 mM.

Ammonium Acetate (pH 4.00): Organic mixture (10:90) at a flow rate of 0.9 ml/min. Organic mixture is composed 
of acetonitrile: methanol (80:20). Quetiapine was used as internal standard. Detection was carried out by AB Sciex 
API 3200 tandem mass spectrometer using positive electro-spray ionization mode by multiple reactions monitoring 
method at m/z 372.20/176.00 and 384.00/253.10 for Trazodone and Quetiapine respectively. Calibration curve was 
linear in the tested range of 10.001 – 3036.634 ng/ml with correlation coefficient(r) of 0.9994. The coefficient of 
variance (%CV) of this method was <11% for intraday and inter-day assays. The extraction recoveries for Trazodone 
at high, middle and low quality control samples was found to be 39.8%, 36.1%, and 40.8% respectively and 65.8% 
for internal standard. The proposed method was found to be validated for its linearity, precision, accuracy, recovery, 
reinjection reproducibility and stability study.
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25], capillary gas chromatography [26], GC-MS/MS [27] and LC-MS/
MS [28]. A combination of spectrophotometric, spectrofluorimetric 
and LC determination of Trazodone has been also reported [29]. In 
this paper the main objective of the study was to develop a sensitive, 
rapid, precise, accurate method of determining trazodone in human 
plasma without interference from its metabolic products having Limit 
of Quantification 10.001 ng/ml using liquid-liquid extraction. The 
structures of Trazodone and Quetiapine are displayed in figure 1.

Materials and Methods 

Reagents and chemicals

Trazodone (99.00% purity), Quetiapine (99.56% purity) were 
obtained from Splendid Labs Pvt Ltd., Pune, India. Methanol of HPLC 
grade obtained from Merck, Mumbai India. Acetonitrile and Tertiary 
Butyl Methyl Ether (TBME) of HPLC grade, Ammonium Acetate 
and Ammonia of GR/AR grade were purchased from Fisher scientific 
Pvt. Ltd., Mumbai, India. High purity water was prepared through a 
Milli-Q water purification system.

Instrumentation

LC-MS/MS analysis was performed using API 3200 triple 
quadrupole instrument (Applied Biosystems SCIEX, Toronto, 
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Working standard solutions were prepared from stock solutions by 
using diluent 50% v/v methanol in water. Working standard solutions 
were prepared by spiking stock solution into drug-free human plasma 
to obtain concentrations of 10.001, 20.002, 302.146, 755.366, 1510.731, 
1865.100, 2520.406 and 3036.634 ng/ml. The Quality Control (QC) 
samples were prepared in an analogous manner to the calibration 

Canada) coupled with Shimadzu HPLC system (Shimadzu SIL HTC, 
USA) in multiple reaction monitoring (MRM) mode using electro-
spray ionization in positive mode. Data processing was performed 
on Analyst software version 1.5.1 (Applied Biosystems MDS SCIEX, 
Toronto, Canada). For weighing the samples Ultra microbalance SE2 
of Sartorius and Semi Microbalance CPA225D of Sartorius was used. A 
high-speed desk centrifuge Sorvall Legend XTR Thermo Scientific was 
used to centrifuge the samples.

MS/MS conditions

Detection of the ions was performed in MRM mode monitoring 
with positive polarity. The precursor to product ion transitions for 
Trazodone and Quetiapine were found to be m/z 372.20/176.00 
and 384.00/253.10 respectively. The tuned MS/MS conditions of 
Declustering Potential (DP) were 50 V, 30 V; Collision energy (CE) 
were 65 V, 40 V; Collision Cell Entrance potential (CEP) were 20.99V, 
21.38V; Collision Cell Exit Potential (CXP) were 5 V, 10 V for analyte 
and internal standard respectively. Conditions of Entrance potential 
(EP) 10V, Heater temperature 475°C, Curtain gas 30 psi, Collision 
associated dissociation (CAD) 6 psi, Nebulizer gas (GS1) 40 psi 
and Heater gas (GS2) 45 psi, Ion spray voltage (ISV) 5000 V were 
optimized for both analyte and internal standard. The mass spectrum 
of Trazodone and Quetiapine were displayed in figures 2 and 3.

Chromatographic conditions

The compounds were separated on a Inertsil C8 50×4.6 mm, 3 µm 
column analytical column. A mixture of 2 mM Ammonium Acetate 
(pH 4.00): Organic mixture (10:90) [Organic mixture is composed of 
acetonitrile: methanol (80:20)] was used as mobile phase Efficient and 
symmetrical peaks were obtained at ambient temperature at a flow rate 
of 0.9 ml/min with a sample injection volume 5 µl with run time of 2.0 
min. Retention times of Trazodone and Quetiapine were found to be 
0.96 min and 0.96 min (Figure 4).

Preparation of standards and quality control samples

Standard stock solutions of Trazodone and Quetiapine were 
prepared in methanol at a concentration of 1 mg/ml. These solutions 
were kept at 2-8°C. The stock solution of Quetiapine was diluted to 
concentration of 400 ng/ml using diluent 50% v/v methanol in water. 
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Figure 1: Structures of Trazodone and Quetiapine.

 

Figure 2: Full scan mass spectrum of Trazodone parent ion and product ion.

Figure 3: Full scan mass spectrum of Quetiapine parent ion and product ion.

Figure 4: Retention time of Trazodone and Quetiapine.
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standards to give concentrations of Lower Limit of Quantification 
Quality Control (LLOQ QC) 10.610 ng/ml, Lower Quality Control 
(LQC) 25.690 ng/ml, Medium Quality Control (MQC) 1284.485 ng/ml 
and Higher Quality Control (HQC) 2177.092 ng/ml. The samples were 
stored at -70 ± 15°C for further processing.

Sample preparation

50 µl of internal standard solution (400 ng/ml) was added 
into labeled ria vial tubes and spiked with 300 µl of plasma sample 
(respective concentration) into each tube and vortexed briefly. 100 µl 
of 2.0% (v/v) Ammonia solution was added to the above ria vial and 
vortexed. To it 2.5 ml of the Tertiary Butyl Methyl Ether (TBME) 
solution was added and vortexed at 2000 rpm for about 10 minutes. 
Then the samples were centrifuged at 4000 rpm for approximately 10 
min at ambient temperature. The upper organic layer from each sample 
was transferred into pre-labeled auto sampler vials and was evaporated 
until dryness under the Nitrogen evaporator. Then the samples were 
reconstituted with 0.3 ml of mobile phase and analyzed.

Data processing

The MRM chromatographic peaks were integrated using Analyst 
software version 1.5.1 supplied by MDS technologies. Peak area ratios 
of Trazodone to Quetiapine were plotted versus concentration and a 
linear curve fit, weighted by 1/X2 (where X = concentration) was used 
to produce the regression line.

Results and Discussion

Method validation

The validation parameters such as linearity, precision, accuracy, 
recovery, reinjection reproducibility and stability studies were 
conducted according to USFDA guidelines [30].

Linearity

Calibration curves were linear over the concentration range 10.001-
3036.634 ng/ml for Trazodone. The best linear fit and least square 
residuals for the calibration curve could be achieved with the linear 
equation y=mx + c with a 1/x2 weighing factor, where y was the peak 
area ratio of Trazodone to Quetiapine and x was the concentration of 
Trazodone. The correlation coefficient(r) for Trazodone was above 
0.9994 (Figure 5) over the concentration range.

Lower Limit of Quantification (LLOQ)

LLOQ, the lowest concentration in the standard curve, which 
can be measured with acceptable mean response for analyte peak at 
the assay sensitivity limit (10.001 ng/ml), was fivefold greater than the 

mean response for the peak in blank human plasma samples at the 
retention time of the analyte (Figures 6 and 7).

Precision and accuracy

Intra and inter batch accuracy and precision evaluations were 
performed by repeated analysis of Trazodone in human plasma. 
The run consisted of a six replicates of each LLOQQC, LQC, MQC 
and HQC samples. The overall precision of the method expressed as 
relative standard deviation and accuracy of the method. Inter day batch 
accuracy ranged from 89.6% to 105.8% and precision ranged from 1.8% 
to 10.5%. Intraday batch accuracy ranged from 91.5% to 104.3% and 
precision ranged from 2.2% to 7.2%. The mean concentration, standard 
deviation (SD), coefficient of variation (%CV) was evaluated and their 
results were tabulated in table 1.

Extraction recovery

Recovery of Trazodone was evaluated by comparing the mean peak 
areas of six extracted LQC, MQC and HQC samples to mean peak areas 
of six unprocessed reference solutions. Recovery of internal standard 
Quetiapine was evaluated by comparing the mean peak area of extracted 
samples to mean peak areas of unprocessed reference solutions of the 
same concentration. The results were represented in table 2.

Re-injection reproducibility

The Re-injection Reproducibility evaluation is done by comparing 
the results of re-injected set of samples with that of the original set and 
results were represented in table 3.

Stability studies

As a part of method validation, stabilities such as bench top 
stability, auto-sampler stability, freeze thaw stability, dry extract 

 

Figure 5: Calibration curve of Trazodone.

 

Figure 6: STD 1 of Trazodone and IS.

 

Figure 7: STD 8 of Trazodone and IS.

http://dx.doi.org/10.4172/scientificreports.650


Citation: Ravi Prakash PVDLS, Sumadhuri B, Srikanth M (2013) Validated HPLC-MS/MS Method for Determination of Trazodone in Human Plasma. 
2: 650. doi:10.4172/scientificreports.650

Page 4 of 5

Volume 2 • Issue 2 • 2013

stability, wet extract stability (in refrigerator and on bench top) were 
validated. Six replicates were analyzed for each of LQC and HQC 
samples at each storage condition. The concentration of Trazodone 
after each storage period was compared to the initial concentration as 
determined for the samples that were freshly prepared and processed 
immediately. Accuracies of the QCs will be quantified against a freshly 
prepared calibration curve. The precision and accuracy for the stability 
samples must be within ≤ 15 and ± 15%, respectively, of their nominal 
concentrations. Results were represented in table 4.

Freeze-thaw Stability (FTS)

Samples were taken from the deep freezer at –70°C ± 15°C and 
allowed for unassisted thawing at room temperature. This process is 
continued for 05 cycles. At the completion of 05 freeze and thaw cycles 
the samples were processed and analyzed and the results are calculated 
from freshly prepared calibration curve.

Bench Top Stability (BTS)

The stability of analyte in human plasma stored at room 
temperature (bench-top stability) was determined by processing 
bench top stability quality control samples after keeping them at room 
temperature approximately for 18 hours (h) and quantifying them 
against the freshly prepared calibration curve.

Wet extract stability

Wet extract bench top and wet extract refrigerator stability of 
Trazodone was determined by processing and reconstituting quality 
control samples, keeping them at room temperature and refrigerator 
approximately for 19 h and 39 h respectively and quantifying them 
against freshly prepared calibration curve.

Dry extract stability

Dry extract stability of analyte was determined by processing HQC 

Parameters HQC MQC LQC LLOQ QC
Nominal Conc. 2177.09 1284.49 25.69 10.61

Mean 2167.86 1271.37 24.68 10.31
SD (±) 17.026 13.283 0.8002 0.529
CV (%) 0.8 1 3.2 5.1

Accuracy 99.6 99.0 96.1 97.2

LLOQQC – Lower limit of quantification Quality control samples, LQC - Lower 
Quality Control, MQC - Medium Quality Control, HQC - Higher Quality Control, 
SD – Standard Deviation, CV – Coefficient of variance.

Table 1: Precision and Accuracy studies of Trazodone (ng/ml).

Drug Nominal conc. % Recovery Standard deviation %CV
Trazodone

HQC 2177.092 ng/ml 39.8 1.489 3.7
MQC 1284.485 ng/ml 36.1 1.793 5.0
LQC 25.690 ng/ml 40.8 0.832 2.0

Quetiapine 400 ng/ml 65.8 4.258 6.5

Table 2: Extraction recovery data of analyte and internal standard.

Observed Concentration(ng/ml)
Parameter HQC LQC

Average Conc. 2171.29 22.945
Standard Deviation 4.7724 0.2752
CV (Precision %) 0.2 1.2
Nominal Conc. 2177.09 25.69
Accuracy (%) 99.7 89.3

Table 3: Results for reinjection reproducibility.

and LQC samples, keeping them in refrigerator for 39 h and quantifying 
them against freshly prepared calibration curve.

Auto injector stability

To assess the auto- injector stability of Trazodone, quality control 
samples were stored into the auto-sampler for the stability period of 
44 h. These samples were then quantified against freshly prepared 
calibration curve.

Interim stability

Samples were initially stored in -25°C and later retrieved after 03 
days. The samples were then processed and quantified against freshly 
prepared calibration curve.

Conclusion
The results obtained from validation concludes that, the 

developed method is simple, linear, accurate, precise, less time 
consuming, economically useful, applicable for the routine analysis of 
pharmaceutical dosage forms, bioavailability- bioequivalence studies 
and pharmacokinetic studies to quantify Trazodone in human plasma 
by using LC-MS/MS.

Acknowledgement

The author would like to thank Actimus Biosciences Pvt. Ltd., India for the 
technical support. The author is indebted to Professors Dr. I. Mrityunjaya Rao 
and Dr. N. Someswara Rao for the fruitful discussion. The author gratefully 
acknowledges the competent technical assistance of S. Vijay Bhaskar Reddy.

References

1. Haria M, Fitton A, McTavish D (1994) Trazodone. A review of its pharmacology, 
therapeutic use in depression and therapeutic potential in other disorders. 
Drugs Aging 4: 331-355.

2. Marek GJ, McDougle CJ, Price LH, Seiden LS (1992) A comparison of trazodone 
and fluoxetine: implications for a serotonergic mechanism of antidepressant 
action. Psychopharmacology (Berl) 109: 2-11.

3. Fong MH, Garattini S, Caccia S (1982) 1-m-Chlorophenylpiperazine is an 
active metabolite common to the psychotropic drugs trazodone, etoperidone 
and mepiprazole. J Pharm Pharmacol 34: 674-675.

4. Maes M, Westenberg H, Vandoolaeghe E, Demedts P, Wauters A, et al. (1997) 
Effects of trazodone and fluoxetine in the treatment of major depression: 
therapeutic pharmacokinetic and pharmacodynamic interactions through 
formation of meta-chlorophenylpiperazine. J Clin Psychopharmacol 17: 358-
364.

5. Kast RE (2009) Trazodone generates m-CPP: in 2008 risks from m-CPP might 
outweigh benefits of trazodone. World J Biol Psychiatry 10: 682-685.

6. Kazuo Mihara, Norio Yasui-Furukori, Tsuyoshi Kondo, Masayuki Ishida, Shingo 
Ono, et al. (2002) Relationship Between Plasma Concentrations of Trazodone 
and Its Active Metabolite, m-Chlorophenylpiperazine and Its Clinical Effect in 
Depressed Patients. Ther Drug Monit 24: 563-566. 

7. British Pharmacopoeia (1998) Her Majesty’s Stationery Office London 1318.

8. The United States Pharmacopoeia (2000) 24 revision, Asian Edition, United 

Stabilities Time
%STABILITY

HQC LQC
Freeze-thaw 5 cycles 100.8 99.8
Bench top 19 h 99.7 99.0

Wet extract at refrigerator 39 h 98.4 101.5
Wet extract at bench top 19 h 96.8 108.1

Dry extract 39 h 100.9 98.2
Auto sampler 44 h 98.1 108.1

Interim 03 days 101.9 100.4

Table 4: Results for stability studies. 

http://dx.doi.org/10.4172/scientificreports.650
http://www.ncbi.nlm.nih.gov/pubmed/8019056
http://www.ncbi.nlm.nih.gov/pubmed/8019056
http://www.ncbi.nlm.nih.gov/pubmed/8019056
http://
http://
http://


Citation: Ravi Prakash PVDLS, Sumadhuri B, Srikanth M (2013) Validated HPLC-MS/MS Method for Determination of Trazodone in Human Plasma. 
2: 650. doi:10.4172/scientificreports.650

Page 5 of 5

Volume 2 • Issue 2 • 2013

States Pharmacopeial Convention, Inc., Twinbrook Parkway, Rockville, MD, 
USA 1681-82, 2149-52. 

9. Yasser A Z, Rabie S Farag, Elnawawy M, Ahmed M A, Sayde R Abd Alsalam 
(2011) Spectrophotometric Method for the Determination of Trazodone 
Hydrochloride in Pharmaceutical Formulations. IJPSR 2: 2798-2800. 

10. Dhumal SN, Dikshit PM, Ubharay II, Mascarenhas BM, Gaitonde CD (1991) 
Individual UV-Spectrophotometric Assays of Trazodone Hydrochloride and 
Omeprazole from Separate Pharmacetical Dosages. Indian Drugs 28: 565–
567. 

11. Sudhir Kumar R, Manjunatha DH, Shaikh SM, Seetharamappa J, Harikrishna K 
(2006) Sensitive extractive spectrophotometric methods for the determination 
of trazodone hydrochloride in pharmaceutical formulations. Chem Pharm Bull 
(Tokyo) 54: 968-971. 

12. Gehad G Mohamed, Nour El-Dien FA, Khalil SM, Nehad A Mohamed (2006) 
Spectrophotometric Determination of Trazodone, Amineptine. Spectrochim 
Acta A Mol and Biomol Spectrosc 65: 1221–226. 

13. Khalil S (1999) Ion-selective electrode for the determination of trazodone in 
tablets. Analyst 124: 139-142.

14. Dogrukol-Ak D, Zaimoglu V, Tuncel M (1999) Voltammetry of trazodone by 
platinum electrode and its determination in tablets using DP technique in the 
rotating conditions. Eur J Pharm Sci 7: 215-220.

15. Nunez-Vergara LJ, Squella JA, Barnafi KL, Vire JC, Kauffmann JM, et al. 
(1986) Voltammetric and Chromatographic Assay of Trazodone. Anal Lett 19: 
2307-2315. 

16. Ayad MM, Shalaby A, Abdellatef HE, Hosny MM (2003) New colorimetric 
methods for the determination of trazodone HCl, famotidine, and diltiazem HCl 
in their pharmaceutical dosage forms. Anal Bioanal Chem 376: 710-714.

17. Siek TJ (1987) Determination of trazodone in serum by instrumental thin-layer 
chromatography. J Anal Toxicol 11: 225-227.

18. Pai NR, Pusalkar DA (2012) Development and Validation of Liquid 
Chromatogrphic Method for Trazodone Hydrochloride. Der Pharmacia Lettre 
4: 1657-1664. 

19. Gindy AE, Farouk M, Abd EAO, Abdullah EA (2009) Stability Indicating Assay 
of Trazodone Hydrochloride Using High Performance Liquid Chromatography. 
Journal of Applied Sciences Research 5: 2028-2034. 

20. Ohkubo T, Osanai T, Sugawara K, Ishida M, Otani K, et al. (1995) High-
performance liquid chromatographic determination of trazodone and 
1-m-chlorophenylpiperazine with ultraviolet and electrochemical detector. J 
Pharm Pharmacol 47: 340-344.

21. Vatassery GT, Holden LA, Hazel DK, Dysken MW (1997) Determination of 
trazodone and its metabolite, 1-m-chlorophenyl-piperazine, in human plasma 
and red blood cell samples by HPLC. Clin Biochem 30: 149-153.

22. Carda-Broch S, Gil-Agusti MT, Rambla-Alegre M, Monferrer-Pons L, Esteve-
Romero JS (2007) Determination of trazodone in urine and pharmaceuticals 
using micellar liquid chromatography with fluorescence detection. J Chromatogr 
A 1156: 254-258.

23. Mercolini L, Colliva C, Amore M, Fanali S, Raggi MA (2008) HPLC analysis of 
the antidepressant trazodone and its main metabolite m-CPP in human plasma. 
J Pharm Biomed Anal 47: 882-887.

24. Lovett LJ, Nygard GA, Khalil SW (2006) Simple HPLC Method for the 
Determination of Trazodone in Human Serum. Journal of Liquid Chromatography 
10: 909-919. 

25. Ankier SI, Martin BK, Rogers MS, Carpenter PK, Graham C (1981) Trazodone-
-a new assay procedure and some pharmacokinetic parameters. Br J Clin 
Pharmacol 11: 505-509.

26. Andriollo O, Lartigue-Mattei C, Chabard JL, Bargnoux H, Petit J, et al. 
(1992) Measurement of trazodone in plasma and brain of rat by capillary gas 
chromatography with a nitrogen-selective detector. J Chromatogr 575: 301-305.

27. Gammans RE, Kerns EH, Bullen WW, Covington RR, Russell JW (1985) Gas 
chromatographic-mass spectrometric method for trazodone and a deuterated 
analogue in plasma. J Chromatogr 339: 303-312.

28. Patel BN, Sharma N, Sanyal M, Shrivastav PS (2008) High throughput 
and sensitive determination of trazodone and its primary metabolite, 
m-chlorophenylpiperazine, in human plasma by liquid chromatography-tandem 
mass spectrometry. J Chromatogr B Analyt Technol Biomed Life Sci 871: 44-54.

29. El-Gindy A, El-Zeany B, Awad T, Shabana MM (2001) Spectrophotometric, 
spectrofluorimetric and LC determination of trazodone hydrochloride. J Pharm 
Biomed Anal 26: 211-217.

30. http://www.fda.gov/downloads/Drugs/GuidanceComplianceRegulatory 
Information/Guidances/UCM070107.pdf

http://dx.doi.org/10.4172/scientificreports.650

	Title
	Corresponding author
	Abstract
	Keywords
	Introduction
	Materials and Methods 
	Reagents and chemicals 
	Instrumentation
	MS/MS conditions 
	Chromatographic conditions 
	Preparation of standards and quality control samples
	Sample preparation 
	Data processing 

	Results and Discussion
	Method validation
	Linearity

	Lower Limit of Quantification (LLOQ) 
	Precision and accuracy 
	Extraction recovery
	Re-injection reproducibility
	Stability studies

	Freeze-thaw Stability (FTS) 
	Bench Top Stability (BTS) 
	Wet extract stability 
	Dry extract stability 
	Auto injector stability 
	Interim stability 

	Conclusion
	Acknowledgement
	Table 1
	Table 2
	Table 3
	Table 4
	Fiigure 1
	Figure 2

	Figure 3
	Figure 4
	Figure 6
	Figure 7
	Figure 5
	References



