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ABSTRACT

Candesartan and olmesartan are angiotensin II receptor blockers (ARBs) used for the 
treatment of hypertension and heart failure. Quantitation methods for candesartan and 
olmesartan were developed using ultra-high performance liquid chromatography-tandem 
mass spectrometry following protein precipitation. Candesartan was separated using 5 mM 
ammonium formate (A) and 100% acetonitrile (B) and olmesartan was separated using 2 
mM ammonium formate with 0.1% formic acid (A) and 100% acetonitrile (B). Separation 
was performed using an isocratic method with a Thermo hypersil GOLD C18 column. 
Electrospray ionization was used for analyte ionization and detection of candesartan, 
olmesartan, and the internal standards by multiple reaction monitoring. Developed 
method showed excellent linearity (r > 0.99) in the concentration range of 2–500 ng/mL 
for candesartan and 5–2,500 ng/mL for olmesartan. Accuracies were 86.70–108.8% for 
candesartan and 87.87–112.6% for olmesartan. These methods were able to successfully 
measure plasma candesartan or olmesartan concentrations in hypertensive patients. This 
study can be used for pharmacokinetic studies of candesartan or olmesartan in humans.

Keywords: Candesartan; Olmesartan; Angiotensin II Receptor Blockers;  
Liquid Chromatography; Mass Spectrometry

INTRODUCTION

Angiotensin II receptor blockers (ARBs) are effective and well-tolerated antihypertensive 
agents [1]. Among the various ARBs, candesartan cilexetil and olmesartan medoxomil are 
deesterified during absorption in the form of prodrugs to form the active forms, candesartan 
and olmesartan, respectively [2]. Candesartan binds more strongly to the AT1 receptor and 
dissociates more slowly compared with other ARBs [3]. In clinical studies of patients with 
hypertension, administration of 40 mg of telmisartan, 8 mg of candesartan cilexetil, or 80 mg 
of valsartan for 3 months resulted in a similar decrease in systolic blood pressure (SBP) and 
diastolic blood pressure (DBP) in all groups [4].

Olmesartan exhibits a strong blood pressure lowering effect with rapid onset, long-term 
action, and good tolerability [3]. In clinical studies, the average SBP and DBP at 24 hours of 
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drug administration were approximately 3–5 mmHg lower in patients receiving olmesartan 
compared with patients receiving losartan, valsartan, or irbesartan [5]. These results indicate 
that olmesartan has a higher antihypertensive effect compared with other ARBs.

Candesartan and olmesartan do not exhibit a significant risk of drug-food interactions, 
however, they potentially interact with several other drugs [6]. For example, co-
administration with non-steroidal anti-inflammatory drugs, such as celecoxib, ibuprofen, 
diclofenac, and naproxen, and candesartan, may lead to increased blood pressure and 
swelling in heart failure patients [6]. Also, both olmesartan medoxomil and candesartan 
cilexetil are substrates for carboxylesterase 2 (CES2). Many phenolic compounds contained in 
vegetables and fruits, and medications, such as aspirin and simvastatin, exhibit an inhibitory 
potential for CES2 [7]. Since candesartan and olmesartan show a dose-response relationship 
in the therapeutic dose range (candesartan cilexetil: 2–32 mg; olmesartan medoxomil: 
2.5–40 mg) [8], medication compliance may be evaluated by determining candesartan or 
olmesartan plasma levels in patients whose blood pressure does not decrease following drug 
administration. To analyze candesartan and olmesartan in these clinical cases, a method is 
needed to detect the target drug in complex matrices rapidly and with high sensitivity.

In previous studies, several liquid chromatography-mass spectrometry (LC-MS) methods have 
been reported to measure candesartan or olmesartan in human plasma samples. The main 
disadvantages of conventional analytical methods are that they require complex extraction 
procedures or long running times. The method proposed for quantifying candesartan in 
human plasma [9] and the method for quantifying olmesartan use a sample preparation 
technique involving solid phase extraction (SPE) [10]. Sample preparation using SPE requires a 
separate cartridge. A method for quantifying candesartan developed by Bonthu et al. [11] and 
a method for quantifying olmesartan by Kumar et al. [12] use a sample preparation technique 
that requires liquid-liquid extraction (LLE). Sample preparation techniques using LLE required 
evaporation, drying, and reconstitution steps with liquid nitrogen.

In our study, we simplified the sample preparation steps compared with SPE and LLE using 
protein precipitation. The advantage is that there is no need for cartridges for analyte 
separation or evaporation, or drying and reconstitution steps with liquid nitrogen during 
sample preparation.

The main purpose of this study was to develop a rapid and simple analysis method using 
ultra-high performance liquid chromatography-tandem mass spectrometry (UPLC-MS/MS) to 
determine the concentration of candesartan or olmesartan in plasma obtained from outpatients.

METHODS

Reagents
Candesartan (purity 99%) and olmesartan (purity 98%) were purchased from Aladdin 
(Shanghai, China), acetonitrile and deionized water from Merck (Darmstadt, Germany), 
and ammonium formate and formic acid from Sigma-Aldrich (St. Louis, MO, USA). The 
internal standard (IS), candesartan-d4 (purity 98.9%), was obtained from Toronto Research 
Chemicals (Toronto, ON, Canada). All the mobile phases were used LC grade and the other 
reagents were used extra-pure grade.

227https://tcpharm.org https://doi.org/10.12793/tcp.2021.29.e21

Development of bioanalytical method for ARBs



Chromatography conditions
The determination of plasma candesartan or olmesartan concentrations were done using the 
Acquity™ UPLC (Waters, Milford, MA, USA) with a Xevo TQ-MS triple quadrupole tandem 
mass spectrometer (Waters). Sample separation was performed using a Thermo Hypersil 
Gold C18 column (150 × 2.1 mm, 1.9 μm). The temperatures of column oven and autosampler 
temperatures were maintained to 40°C and 10°C, respectively, during analysis. The mobile phase 
for measuring candesartan included (a) 5 mM ammonium formate and (b) acetonitrile. The 
mobile phase for measuring olmesartan consisted of (a) 2 mM ammonium formate with 0.1% 
formic acid and (b) acetonitrile. An isocratic method (A:B = 10:90) with a flow rate of 0.4 mL/
min was used to quantitate both drugs. Mass detection was performed using the electrospray 
ionization positive mode with multiple reaction monitoring. Mass transitions were set to m/z 
441.16 → 263.21 for candesartan, m/z 447.30 → 207.20 for olmesartan, and m/z 445.20 → 267.20 
for the candesartan-d4 (IS). The data were analyzed using Masslynx version 4.1 software (Waters).

Stock and working solutions
Each stock solution (1 mg/mL) was prepared by dissolving candesartan or olmesartan 
certified standards in 100% methanol. The same solvent was used to prepare working 
solutions for candesartan and olmesartan. The concentrations for the working solutions were 
as follows: candesartan; 20, 50, 100, 250, 500, 1,000, 2,000, 5,000 ng/mL, and olmesartan; 
50, 100, 500, 1,000, 2,500, 5,000, 15,000, 25,000 ng/mL. As an IS, candesartan-d4 was used 
for both candesartan and olmesartan and a standard solution of 100 μg/mL was prepared in 
100% methanol. The IS used in the analysis was diluted with methanol to 50 ng/mL for the 
candesartan assay and 600 ng/mL for the olmesartan assay.

Sample preparation
Candesartan or olmesartan were extracted using protein precipitation. The 100 μL sample 
of plasma was transferred to a 1.7 mL microcentrifuge tube. Then, 50 μL of IS (50 ng/mL for 
candesartan and 600 ng/mL for olmesartan) were added. Next, 500 µL of 100% acetonitrile 
was added and vortexed (candesartan: 10 minutes; olmesartan: 5 minutes). Supernatants 
were centrifuged at 13,000 rpm for 5 minutes and the supernatants were transferred to a new 
vial for analysis.

Method validation
Developed quantitative method was validated based on the “Bioanalytical Method Validation 
Guidance for Industry” published by US Food and Drug Administration and “Guideline 
on Bioanalytical Method Validation” published by Korea Ministry of Food and Drug Safety 
[13,14]. The linearity, sensitivity, accuracy, precision, carry-over, matrix effect, stability, and 
dilution integrity of the bioanalytical method were evaluated.

Linearity and sensitivity
The linearity for candesartan and olmesartan in whole analytical batches was evaluated over 
the range of 2–500 ng/mL and 5–2,500 ng/mL, respectively. The calibration curves consisted 
of at least 8 concentrations including the double blank sample (without adding analytes 
and IS), blank (with only IS), and lower limit of quantification (LLOQ), respectively. They 
consisted of a set of standard samples to generate calibration curves. The accuracy of the 
calibration curve samples should be within 20% of the theoretical value at the LLOQ and 
within 15% of the theoretical value for low quality controls (LQC, concentration about 3 times 
the lowest limit), medium quality controls (MQC, the middle level of the calibration curve), 
and high quality controls (HQC, 80% of the maximum limit of the calibration curve).
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Accuracy and precision
The accuracy and precision of the assay for candesartan and olmesartan was evaluated 
using LLOQ, LQC, MQC, HQC samples. Accuracy and precision were assessed by repeating 
measurements 5 times within each batch (intra-batch), and assessing 3 independent batches 
(inter-batch). Accuracy and precision should be within ± 20% for LLOQ and within ± 15% for 
LQC, MQC, and HQC.

Carry-over and matrix effect
The carry-over of candesartan and olmesartan was evaluated by injecting the upper limit 
of quantification (ULOQ) and then injecting a double blank sample. When the double 
blank sample was injected, the peak areas of the analyte and IS in the double blank sample 
should be less than 20% and 5% of the LLOQ, respectively. The matrix effect was evaluated 
by analyzing the quality control sample. The quality control samples at LQC and HQC are 
measured with 6 different biological samples the coefficient of variation (CV) should be 
within 15%.

Stability and dilution integrity
The stabilities of candesartan and olmesartan were evaluated under a variety of conditions 
including reinjection, processed sample stability, short-term, short-term stock, and freeze-
thaw stability (FTS). LQC and HQC that satisfied each storage condition should be analyzed 
at least 3 times. In this case, the average value for each concentration should be within 15% 
of the theoretical value. Short-term stability samples were all evaluated for 10 hours at room 
temperature and FTS was evaluated after 3 freeze-thaw cycles at −80°C. The reinjection 
stability was evaluated by comparing the determined concentrations of the LQC and HQC 
samples analyzed in the previous batch with newly prepared samples, and the pre-treatment 
sample stability was analyzed after overnight storage at 10°C in the autosampler. To evaluate 
the dilution integrity, the test samples were analyzed after using dilution quality control 
sample (DiQC), at a concentration 2-fold greater than ULOQ, and diluted 10- and 5-fold.

Method application
Determination of plasma candesartan or olmesartan concentrations in human plasma
A clinical study was conducted at the Dongguk University Hospital Clinical Trial Center 
(Ilsan, Korea) in 29 subjects who agreed to participate voluntarily. The study was approved 
by the Dongguk University Hospital Institutional Review Board (IRB No. 2017-11-009). To 
quantify the candesartan and olmesartan concentration at steady-state, a total of 34 and 
24 plasma samples were collected in 17 and 12 cardiovascular patients. The patients had 
already continued daily treatment of candesartan or olmesartan at least 1 month prior to the 
enrollment. V1 was the first visit after enrollment and V2 was 2 months after first visit. All 
patients were administered their study drugs according the clinically recommended regimens 
which were 8 or 16 mg daily for candesartan cilexetil or 20 or 40 mg daily for olmesartan 
medoxomil, respectively. Sample preparation and analysis of the collected plasma samples 
were performed in the same manner as the validation set.

RESULTS

Methods development
The mass spectra and chemical structures of candesartan and olmesartan are shown in Figure 1.  
During method development, the chromatographic conditions were improved to achieve 
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good separation of candesartan or olmesartan. The final analytical methods were established 
as follows: Separation was carried out with an isocratic method (A:B = 10:90) using 5 mM 
ammonium formate (a) and 100% acetonitrile (b) for candesartan, and 2 mM ammonium 
formate with 0.1% formic acid (a) and 100% acetonitrile (b) for olmesartan. Chromatography 
was performed using a Thermo Hypersil GOLD C18 column (150 × 2.1 mm, 1.9 μm). The 
separation was evaluated using acetonitrile, formic acid, methanol, ammonium acetate, and 
ammonium formate, however, ammonium formate and acetonitrile showed the good results 
for the quantitation of candesartan, and formic acid and acetonitrile yielded the best results for 
the quantitation of olmesartan. The ULOQ chromatograms for candesartan and olmesartan 
before and after these improvements are shown in Figure 2. A gradient method (initial: 40% B; 
0–1.0 minutes: 85% B; 1.0–1.4 minutes: 85% B; 1.4–1.5 minutes: 40% B; 1.5–5.0 minutes: 40% 
B) was used for candesartan and olmesartan. Candesartan was eluted at 1.69 minutes with a 
sensitivity of 9.15 × 105 (counts per second [cps]) (Figure 2A). An isocratic method was used for 
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Figure 1. Mass spectrum and chemical structure of (A) candesartan and (B) olmesartan in electrospray ionization 
positive mode.



candesartan, which was eluted at 0.84 minutes with a sensitivity of 3.67 × 106 cps (Figure 2B). 
For candesartan, the run time was reduced by approximately 0.9 minutes and the sensitivity was 
improved from 9.15 × 105 to 3.67 × 106 cps. A above gradient method was used for olmesartan, 
which was eluted at 1.12 minutes with a sensitivity of 6.27 × 106 cps (Figure 2C). An isocratic 
method was used for olmesartan, which was eluted at 0.88 minutes with a sensitivity of 2.38 × 107 
cps (Figure 2D). For olmesartan, peak shouldering was observed in the front portion with broad 
peaks over the entire chromatogram, however, the peak shape was improved from previous 
conditions. The retention time was reduced by approximately 0.4 minutes and the sensitivity 
improved from 6.27 × 106 to 2.38 × 107 cps. The results showed a good peak shape and sensitivity, 
and the analytes were well separated. Finally, the isocratic method was used for candesartan and 
olmesartan analysis.
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Figure 2. Representative chromatogram using a gradient method: (A) ULOQ for candesartan, (C) ULOQ for olmesartan, and using an isocratic method: (B) ULOQ 
for candesartan, (D) ULOQ for olmesartan. 
ULOQ, upper limit of quantification; RT, retention time.



Method validation
Linearity and sensitivity
Calibration curves were established with a weighting factor of 1/x range from 2–500 ng/
mL (r ≥ 0.999 and r2 ≥ 0.998) for candesartan and 5–2,500 ng/mL (r ≥ 0.999 and r2 ≥ 0.996) 
for olmesartan. Both the candesartan and olmesartan curves showed excellent linearity. 
The signal-to-noise ratio for the LLOQ of candesartan (2 ng/mL) and olmesartan (5 ng/mL) 
was 130.94 and 839.59, respectively, which was greater than 10. Double blank samples and 
chromatograms of LLOQ for candesartan and olmesartan are shown in Figure 3.

Accuracy and precision
The results of accuracy and precision for the 4 concentrations (LLOQ, LQC, MQC, and HQC) 
of candesartan and olmesartan are shown in Table 1. The candesartan inter- and intra-batch 
accuracies were 94.97–107.1% and 86.70–108.8% (LLOQ; 86.70–100.6%), respectively, and 
intra- and inter-day precision was within 10.0%. For olmesartan, the inter- and intra-batch 
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LLOQ, lower limit of quantification.



accuracies were 91.09–98.95% and 87.87–112.6% (LLOQ; 91.28–112.6%), respectively, and the 
intra- and inter-day precision was within 10.6%. For all analysis batches, candesartan and 
olmesartan met the accuracy and precision criteria within ± 20% for LLOQ and within ± 15% 
for LQC, MQC, and HQC.

Carry-over and matrix effect
Five double blank samples were injected after each ULOQ sample was injected to identify any 
carry-over effect of candesartan and olmesartan. The results showed that both candesartan 
and olmesartan exhibited no interference after a double blank sample injection. After 
injecting LQC and HQC samples prepared from 6 different individual plasma samples, the 
CV in LQC and HQC were 7.2% and 9.6%, respectively, for candesartan, and 7.1% and 4.2%, 
respectively, for olmesartan. There was no significant matrix effect in human plasma with 
LQC and HQC samples and the matrix effect results for each of candesartan and olmesartan 
are shown in Table 2.

Stability and dilution integrity
The stability of each working and stock solution of candesartan and olmesartan were 
evaluated under various conditions. The results demonstrated that our method exhibited 
acceptable stability (Table 3). The treated samples were stable for 24 hours in an auto 
sampler. The working and stock solutions of candesartan and olmesartan were stable for 
11 hours at laboratory temperature. Each of 6 LQC and HQC samples for both drugs were 
satisfied the acceptance criteria, within 15% of the nominal concentration change after 
freeze-thaw cycles. The difference after reinjection was lower than 15% compared with the 
nominal concentration of test and reference samples. These results indicate that candesartan 
and olmesartan are stable under the experiment conditions.
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Table 1. Accuracy and precision of the validation of the quality control samples
Concentration Candesartan Olmesartan

LLOQ  
(2 ng/mL)

Low  
(6 ng/mL)

Medium  
(45 ng/mL)

High  
(400 ng/mL)

LLOQ  
(5 ng/mL)

Low  
(15 ng/mL)

Medium  
(150 ng/mL)

High  
(2,000 ng/mL)

Accuracy (%)
Batch 1 100.6 108.7 104.0 103.8 112.6 95.36 97.62 101.6
Batch 2 86.70 108.8 101.9 102.5 91.28 87.87 94.44 99.27
Batch 3 97.60 103.8 88.33 95.17 92.96 90.04 94.99 90.90
Inter-batch 94.97 107.1 98.07 100.5 98.95 91.09 95.69 97.26

Precision (CV, %)
Batch 1 8.80 4.74 5.32 2.54 2.66 3.44 2.67 1.35
Batch 2 5.73 2.44 5.77 2.29 3.63 4.22 4.47 2.60
Batch 3 0.28 3.85 2.59 0.64 0.12 5.90 5.17 2.25
Inter-batch 10.0 8.64 4.35 4.35 10.60 4.18 5.27 5.27

CV, coefficient of variation; LLOQ, lower limit of quantification.

Table 2. Matrix effect results of candesartan or olmesartan at 2 concentrations (n = 3)
Number Candesartan Olmesartan

Low (6 ng/mL) High (400 ng/mL) Low (15 ng/mL) High (2,000 ng/mL)
Subject 1 10.94 661.18 92.54 13,450.27
Subject 2 11.75 750.83 110.95 12,962.61
Subject 3 13.12 770.04 93.94 11,918.19
Subject 4 13.22 728.14 100.65 12,642.72
Subject 5 12.90 879.41 94.65 12,737.59
Subject 6 12.37 806.35 94.81 12,285.84
CV, % 7.23 9.62 7.11 4.20
Values are presented as peak area ratio.
CV, coefficient of variation.



To evaluate the dilution integrity of candesartan and olmesartan, each DiQC sample was 
diluted 10- and 5-fold. The results for candesartan and olmesartan satisfied the accuracy 
(85–115%) and precision (CV ≤ 15%) parameters, and reproducibility was observed when 
the sample diluted 10-fold. The results of the dilution integrity analysis for candesartan and 
olmesartan are shown in Table 4.

Method application
Determination of plasma candesartan or olmesartan concentration in human plasma
The method was applied to the determination of candesartan or olmesartan concentration in 
plasma obtained from hypertension patients. The candesartan (2–500 ng/mL) or olmesartan 
(5–2,500 ng/mL) concentration range was successfully determined and showed adequate 
reproducibility. Chromatograms for candesartan or olmesartan in plasma of hypertension 
patients are shown in Figure 4. The mean ± standard deviation (SD) plasma candesartan 
concentration for 17 patients were 77.8 ± 80.6 ng/mL, and mean ± SD plasma olmesartan 
concentration for 12 patients were 425 ± 335 ng/mL.

DISCUSSION

An analytical method to determine plasma candesartan or olmesartan concentration using 
the UPLC-MS/MS system has been successfully developed and validated. All of the assay 
parameters satisfied the acceptance criteria for linearity, accuracy, sensitivity, matrix effect, 
carry-over, stability, and reproducibility. Using the UPLC-MS/MS system, a small injection 
volume (3 μL) was required for quantitation and the assay run time was relatively short 
(candesartan: 1.5 minutes, olmesartan: 2 minutes). In this study, developed method showed 
an excellent linearity (r > 0.99) over a concentration range from 2–500 ng/mL for candesartan 
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Table 3. Stability data of candesartan or olmesartan under various conditions at 2 concentrations (n = 3)
Concentration Candesartan Olmesartan

Low  
(6 ng/mL)

High  
(400 ng/mL)

Low  
(15 ng/mL)

High  
(2,000 ng/mL)

Stability % change % change
Reinjection −14.5 −4.55 5.52 6.36
Autosampler for 24 hours −1.51 −3.16 1.46 −2.22
Three freeze-thaw cycles −3.63 −5.90 −1.52 −3.13
Plasma at room temperature for 11 hours 8.70 9.94 12.4 −2.06
Stock at room temperature for 11 hours −4.05 1.66 −5.25 −9.40

Table 4. Dilution integrity of candesartan or olmesartan in human blank plasma (n = 5)
Number Candesartan Olmesartan

10-fold dilution 5-fold dilution 10-fold dilution 5-fold dilution
Measured 

concentration 
(ng/mL)

Accuracy 
(%)

Precision 
(CV, %)

Measured 
concentration 

(ng/mL)

Accuracy 
(%)

Precision 
(CV, %)

Measured 
concentration 

(ng/mL)

Accuracy 
(%)

Precision 
(CV, %)

Measured 
concentration 

(ng/mL)

Accuracy 
(%)

Precision 
(CV, %)

1 84.63 84.63

3.60

174.82 87.41

2.82

481.60 96.32

2.38

963.88 96.39

2.51
2 90.73 90.73 173.39 86.69 479.45 95.89 967.96 96.80
3 85.46 85.46 162.42 81.21 483.62 96.72 979.82 97.98
4 90.49 90.49 170.61 85.30 484.31 96.86 980.83 98.08
5 91.23 91.23 170.23 85.11 507.88 101.6 1,025.7 102.6
Mean 88.51 88.51 - 170.29 85.14 - 487.37 97.47 - 983.64 98.36 -
SD 3.19 - - 4.80 - - 11.62 - - 24.64 - -
Nominal concentration: 2-fold concentration of upper limit of quantification.
CV, coefficient of variation; SD, standard deviation.



and 5–2,500 ng/mL for olmesartan. Under various stability conditions, the % change in 
values for candesartan and olmesartan at 2 concentrations (LQC and HQC) were within 15%. 
Stability in the plasma was obtained during storage and analysis conditions.

The analysis of candesartan or olmesartan in our study exhibited sufficient accuracy 
and precision as in previous studies. Comparative data from previous studies on the 
analysis of candesartan or olmesartan are shown in Table 5. In the case of candesartan 
in previous studies, the accuracy and precision were 89.2–111% and 0.9–16.9% [15-18], 
whereas in our study, the accuracy and precision were 86.70–108.8% and 0.28–8.8%. In 
the case of olmesartan in previous studies, the accuracy and precision were 87.7–109.5% 
and 1.0–10.4% [12,19-21], whereas in our study, the accuracy and precision were 87.87–
112.6% and 0.12–5.9%. In previous studies using LLE, organic solvents such as diethyl 

235https://tcpharm.org https://doi.org/10.12793/tcp.2021.29.e21

Development of bioanalytical method for ARBs

20
0

100
80
60
40%

A MRM of 2 channels, ES+
441.16 > 263.21

1.785e+004

Candesartan

Min

20
0

100
80
60
40

%

MRM of 2 channels, ES+
445.19 > 267.18

9.970e+004

Candesartan-d4

Min

0.84
3,319.92

0.85
514.33

0.97

0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9 1.0 1.1 1.2 1.3 1.4 1.5

20
0

100
80
60
40%

B MRM of 2 channels, ES+
447.3 > 207.2

1.755e+005

Olmesartan

Min

20
0

100
80
60
40

%

MRM of 2 channels, ES+
445.2 > 267.2

1.350e+005

Candesartan-d4

Min

0.88
5,542.73

0.88
7,257.04

0.2 0.4 0.6 0.8 1.0 1.2 1.4 1.6 1.8

Figure 4. Representative chromatogram of (A) candesartan and ISs in plasma after oral administration of 8 mg candesartan, (B) olmesartan and ISs in plasma 
after oral administration of 20 mg olmesartan. 
IS, internal standard.



ether or dichloromethane were used and nitrogen evaporation was also required. The 
protein precipitation method and UPLC-MS/MS system used in the present study yielded 
similar levels of accuracy and precision as that of previous studies without the additional 
concentration and nitrogen evaporation steps.

Our assay has the advantage of shortening the analysis runtime and enabling the analysis 
to be performed with high throughput (Table 5). In previous studies, the average run 
time was 2.88 (2–4.5) minutes for candesartan and 5.8 (3–10) minutes for olmesartan, 
and approximately 21 samples were analyzed per hour for candesartan and 10 samples for 
olmesartan. In the present study, the run time of candesartan was 1.5 minutes and that of 
olmesartan was 2 minutes, and approximately 40 samples for candesartan and 30 samples 
for olmesartan were analyzed per hour. Therefore, the advantage of our assay is the ability to 
process more samples per hour with an analysis that shows similar accuracy and precision.

Plasma concentrations of candesartan or olmesartan in 29 hypertension patients were 
successfully measured using our newly developed method. The mean ± SD plasma 
candesartan concentration for 17 patients were 77.8 ± 80.6 ng/mL. The mean ± SD plasma 
olmesartan concentration for 12 patients were 425 ± 335 ng/mL.

The cause of this large deviation among patient’ samples is unclear, however, there 
are several possibilities. It is difficult to clearly understand the deviations in plasma 
concentration because dosing timing and diet are generally not controlled in clinical studies. 
In addition, dose compliance is also a major factor that can affect plasma candesartan or 
olmesartan concentrations. Irregular administration or ingestion of wine, tea, or some 
natural products containing phenolic compounds and flavonoids could be interfere 
conversion to an active form.

In conclusion, a validated rapid and simple UPLC-MS/MS method was provide to quantitate 
candesartan or olmesartan in plasma from hypertension patients. This method has been 
successfully applied to measure candesartan or olmesartan in the plasma of hypertension 
patients and may be applied to the analysis of the concentration of candesartan, olmesartan, 
and various analytes.
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Table 5. Comparison of analysis methods from previous studies and this study
Variable Sample Preparation Equipment condition Analysis time (minute) LLOQ (ng/mL) Accuracy (%) Precision (CV, %) Reference
Candesartan Plasma PP LC-MS 1.5 2.0 86.7–108.8 0.28–8.80 Present study

Plasma/Urine SPE LC-MS 4.5 1.0 89.2–111.0 0.90–16.9 [15]
Plasma LLE LC-MS 2.0 1.0 95.0–107.3 0–9.0 [16]
Plasma LLE LC-MS 2.5 1.0 95.4–102.2 1.90–4.10 [17]
Plasma PP LC-MS 2.5 2.0 95.5–104.3 1.30–8.00 [18]

Olmesartan Plasma PP LC-MS 2.0 5.0 87.9–112.6 0.12–5.90 Present study
Plasma LLE LC-MS 3.0 5.0 93.9–100.0 3.10–10.4 [12]
Plasma LLE LC-MS 4.2 5.0 87.7–109.5 1.40–6.40 [19]
Plasma PP LC-MS 10.0 0.2 100.1–103.2 2.40–7.40 [20]
Plasma LLE LC-MS 6.0 10.0 88.9–97.8 1.00–1.90 [21]

CV, coefficient of variation; LLOQ, lower limit of quantification; SPE, solid phase extraction; LLE, liquid-liquid extraction; PP, protein precipitation; LC-MS, liquid 
chromatography-mass spectrometry.



REFERENCES

	 1.	 Israili ZH. Clinical pharmacokinetics of angiotensin II (AT1) receptor blockers in hypertension. J Hum 
Hypertens 2000;14 Suppl 1:S73-S86. 
PUBMED | CROSSREF

	 2.	 Brunner HR, Stumpe KO, Januszewicz A. Antihypertensive efficacy of olmesartan medoxomil and 
candesartan cilexetil assessed by 24-hour ambulatory blood pressure monitoring in patients with 
essential hypertension. Clin Drug Investig 2003;23:419-430. 
PUBMED | CROSSREF

	 3.	 Nishida Y, Takahashi Y, Nakayama T, Soma M, Asai S. Comparative effect of olmesartan and candesartan 
on lipid metabolism and renal function in patients with hypertension: a retrospective observational study. 
Cardiovasc Diabetol 2011;10:74. 
PUBMED | CROSSREF

	 4.	 Cernes R, Mashavi M, Zimlichman R. Differential clinical profile of candesartan compared to other 
angiotensin receptor blockers. Vasc Health Risk Manag 2011;7:749-759.
PUBMED

	 5.	 Omboni S, Volpe M. Management of arterial hypertension with angiotensin receptor blockers: current 
evidence and the role of olmesartan. Cardiovasc Ther 2018;36:e12471. 
PUBMED | CROSSREF

	 6.	 Husain A, Azim MS, Mitra M, Bhasin PS. A review on candesartan: pharmacological and pharmaceutical 
profile. J Appl Pharm Sci 2011;1:12-17.

	 7.	 Xu J, Qiu JC, Ji X, Guo HL, Wang X, Zhang B, et al. Potential pharmacokinetic herb-drug interactions: Have 
we overlooked the importance of human carboxylesterases 1 and 2? Curr Drug Metab 2019;20:130-137. 
PUBMED | CROSSREF

	 8.	 Smith DH. Dose-response characteristics of olmesartan medoxomil and other angiotensin receptor 
antagonists. Am J Cardiovasc Drugs 2007;7:347-356. 
PUBMED | CROSSREF

	 9.	 Patel B, Jangid AG, Suhagia BN, Desai N. The simultaneous UPLC-MS/MS determination of emerging 
drug combination; candesartan and chlorthalidone in human plasma and its application. Biomed 
Chromatogr 2017;31:e3946. 
PUBMED | CROSSREF

	10.	 Vaidya VV, Roy SM, Yetal SM, Joshi SS, Parekh SA. LC–MS–MS determination of olmesartan in human 
plasma. Chromatographia 2008;67:147-150. 
CROSSREF

	11.	 Bonthu MG, Atmakuri LR, Jangala VR. Simultaneous determination of candesartan and 
hydrochlorothiazide in human plasma by LC-MS/MS. Braz J Pharm Sci 2018;54:e17381. 
CROSSREF

	12.	 Kumar A, Dwivedi SP, Prasad T. Method validation for simultaneous quantification of olmesartan and 
hydrochlorothiazide in human plasma using LC-MS/MS and its application through bioequivalence study 
in healthy volunteers. Front Pharmacol 2019;10:810. 
PUBMED | CROSSREF

	13.	 Ministry of Food and Drug Safety (KR). Bioanalytical method validation guidance for industry. Cheongju: 
MFDS; 2013.

	14.	 U.S. Food and Drug Administration. Bioanalytical method validation guidance for industry. Silver Spring 
(MD): FDA; 2018.

	15.	 Levi M, Wuerzner G, Ezan E, Pruvost A. Direct analysis of valsartan or candesartan in human plasma and 
urines by on-line solid phase extraction coupled to electrospray tandem mass spectrometry. J Chromatogr 
B Analyt Technol Biomed Life Sci 2009;877:919-926. 
PUBMED | CROSSREF

	16.	 Singh B, Lokhandae RS, Dwivedi A, Sharma S, Dubey N. Improved simultaneous quantitation 
of candesartan and hydrochlorthiazide in human plasma by UPLC-MS/MS and its application in 
bioequivalence studies. J Pharm Anal 2014;4:144-152. 
PUBMED | CROSSREF

	17.	 Bharathi DV, Hotha KK, Chatki PK, Satyanarayana V, Venkateswarlu V. LC-MS/MS method for 
simultaneous estimation of candesartan and hydrochlorothiazide in human plasma and its use in clinical 
pharmacokinetics. Bioanalysis 2012;4:1195-1204. 
PUBMED | CROSSREF

237https://tcpharm.org https://doi.org/10.12793/tcp.2021.29.e21

Development of bioanalytical method for ARBs

http://www.ncbi.nlm.nih.gov/pubmed/10854085
https://doi.org/10.1038/sj.jhh.1000991
http://www.ncbi.nlm.nih.gov/pubmed/17535053
https://doi.org/10.2165/00044011-200323070-00001
http://www.ncbi.nlm.nih.gov/pubmed/21827713
https://doi.org/10.1186/1475-2840-10-74
http://www.ncbi.nlm.nih.gov/pubmed/22241949
http://www.ncbi.nlm.nih.gov/pubmed/30358114
https://doi.org/10.1111/1755-5922.12471
http://www.ncbi.nlm.nih.gov/pubmed/29600756
https://doi.org/10.2174/1389200219666180330124050
http://www.ncbi.nlm.nih.gov/pubmed/17953473
https://doi.org/10.2165/00129784-200707050-00004
http://www.ncbi.nlm.nih.gov/pubmed/28178366
https://doi.org/10.1002/bmc.3946
https://doi.org/10.1365/s10337-007-0453-x
https://doi.org/10.1590/s2175-97902018000117381
http://www.ncbi.nlm.nih.gov/pubmed/31396085
https://doi.org/10.3389/fphar.2019.00810
http://www.ncbi.nlm.nih.gov/pubmed/19264560
https://doi.org/10.1016/j.jchromb.2009.02.030
http://www.ncbi.nlm.nih.gov/pubmed/29403876
https://doi.org/10.1016/j.jpha.2013.05.003
http://www.ncbi.nlm.nih.gov/pubmed/22651563
https://doi.org/10.4155/bio.12.83


	18.	 Lou H, Ruan Z, Jiang B. Rapid determination of candesartan in human plasma by liquid chromatography 
tandem mass spectrometry and its application to a bioequivalence study. J Liq Chromatogr Relat Technol 
2012;35:1027-1037. 
CROSSREF

	19.	 Elkady EF, Mandour AA, Algethami FK, Aboelwafa AA, Farouk F. Sequential liquid-liquid 
extraction coupled to LC-MS/MS for simultaneous determination of amlodipine, olmesartan and 
hydrochlorothiazide in plasma samples: Application to pharmacokinetic studies. Microchem J 
2020;155:104757. 
CROSSREF

	20.	 De Nicolò A, Avataneo V, Rabbia F, Bonifacio G, Cusato J, Tomasello C, et al. UHPLC-MS/MS method 
with protein precipitation extraction for the simultaneous quantification of ten antihypertensive drugs in 
human plasma from resistant hypertensive patients. J Pharm Biomed Anal 2016;129:535-541. 
PUBMED | CROSSREF

	21.	 Das R, Pal T. Method development & validation of LCMS/MS for atorvastatin and olmesartan in human 
plasma to trace drug Interaction of formulation. Curr Pharm Anal 2015;11:43-52. 
CROSSREF

238https://tcpharm.org https://doi.org/10.12793/tcp.2021.29.e21

Development of bioanalytical method for ARBs

https://doi.org/10.1080/10826076.2011.615092
https://doi.org/10.1016/j.microc.2020.104757
http://www.ncbi.nlm.nih.gov/pubmed/27497654
https://doi.org/10.1016/j.jpba.2016.07.049
https://doi.org/10.2174/1573412910666141021002115

	Determination of candesartan or olmesartan in hypertensive patient plasma using UPLC-MS/MS
	INTRODUCTION
	METHODS
	Chromatography conditions
	Stock and working solutions
	Sample preparation
	Method validation
	Linearity and sensitivity
	Accuracy and precision
	Carry-over and matrix effect
	Stability and dilution integrity

	Method application
	Determination of plasma candesartan or olmesartan concentrations in human plasma


	RESULTS
	Method validation
	Linearity and sensitivity
	Accuracy and precision
	Carry-over and matrix effect
	Stability and dilution integrity

	Method application
	Determination of plasma candesartan or olmesartan concentration in human plasma


	DISCUSSION
	REFERENCES


