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Short report

Comparison of PETINIA and LC-MS/MS for determining plasma mycophenolic acid concentrations in Japanese lung transplant recipients

Masafumi Kikuchi1  , Masaki Tanaka1  , Shinya Takasaki1  , Akiko Takahashi1  , Miki Akiba2  , Yasushi Matsuda3  , Masafumi Noda3  , Kanehiko Hisamichi1  , Hiroaki Yamaguchi1  , Yoshinori Okada3   and Nariyasu Mano1  
(1)Department of Pharmaceutical Sciences, Tohoku University Hospital, 1-1 Seiryo-machi, Aoba-ku, Sendai 980-8574, Japan

(2)Department of Organ Transplantation Center, Tohoku University Hospital, 1-1 Seiryo-machi, Aoba-ku, Sendai 980-8574, Japan

(3)Department of Thoracic Surgery, Tohoku University Hospital, 1-1 Seiryo-machi, Aoba-ku, Sendai 980-8574, Japan

 

 
Masafumi Kikuchi (Corresponding author)
Email: mkikuchi@hosp.tohoku.ac.jp

 
Masaki Tanaka
Email: ms-tanaka@hosp.tohoku.ac.jp

 
Shinya Takasaki
Email: takasaki_shinya@hosp.tohoku.ac.jp

 
Akiko Takahashi
Email: akiko-t@hosp.tohoku.ac.jp

 
Miki Akiba
Email: aki-miki@umin.ac.jp

 
Yasushi Matsuda
Email: yasushi.matsuda.d1@tohoku.ac.jp

 
Masafumi Noda
Email: masafumi.noda.a3@tohoku.ac.jp

 
Kanehiko Hisamichi
Email: k-hisa@hosp.tohoku.ac.jp

 
Hiroaki Yamaguchi
Email: yamaguchi@hosp.tohoku.ac.jp

 
Yoshinori Okada
Email: yoshinori.okada.a1@tohoku.ac.jp

 
Nariyasu Mano
Email: mano@hosp.tohoku.ac.jp



Received: 11 December 2017Accepted: 5 March 2018Published online: 2 April 2018
Abstract
Background
Mycophenolic acid (MPA) treatment requires therapeutic drug monitoring to improve the outcome after organ transplantation. The aim of this study was to compare two methods, a particle enhanced turbidimetric inhibition immunoassay (PETINIA) and a reference liquid chromatography tandem mass spectrometry (LC-MS/MS) for determining plasma MPA concentrations from Japanese lung transplant recipients.

Methods
Plasma MPA concentrations were determined from 20 Japanese lung transplant recipients using LC-MS/MS and the PETINIA on the Dimension Xpand Plus-HM analyzer.

Results
The mean MPA concentration measured by PETINIA was significantly higher than that measured by LC-MS/MS (3.26 ± 2.73 μg/mL versus 2.82 ± 2.71 μg/mL, P < 0.0001). The result of the Passing Bablok analysis was a slope of 1.104 (95% confidence interval [CI], 1.036–1.150) and an intercept of 0.229 (95%CI, 0.144–0.315). Bland–Altman analysis revealed PETINIA overestimates plasma MPA concentration by 26.25% and 95%CI from 21.43 to 31.07%.

Conclusion
The measurement of MPA by the PETINIA in Japanese lung transplant patients should evaluate the result with attention to positive bias.
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Abbreviations
AcMPAGMycophenolic acid acyl glucuronide


AUCArea under the concentration-time curve


CIConfidence interval


CyACyclosporine


eGFREstimated glomerular filtration rate


EMITEnzyme multiplied immunoassay technique


HPLC-UVHigh performance liquid chromatography combined with ultraviolet detection


LC-MS/MSLiquid chromatography tandem mass spectrometry


MMFMycophenolate mofetil


MPAMycophenolic acid


MPAG7-O-mycophenolic acid glucuronide


PETINIAParticle Enhanced Turbidimetric Inhibition Immunoassay


TACTacrolimus




Background
Mycophenolate mofetil (MMF) is an orally ingestible prodrug of mycophenolic acid (MPA), which exerts immunosuppressive activity. MMF is widely used as an immunosuppressant to prevent rejection after organ transplantation [1]. Dose adjustment of MMF based on plasma MPA concentration has been reported to improve therapeutic performance [2]. Therefore, accurate analytical methods are necessary to measure plasma MPA concentration. MPA in plasma can be determined by high performance liquid chromatography combined with ultraviolet detection (HPLC-UV), liquid chromatography-tandem mass spectrometry (LC-MS/MS), or automated immunoassays [3, 4]. Although immunoassays are widely used in clinical laboratories due to ease of adopting such methods on automated analyzers, both immunoassays and chromatographic methods are available for therapeutic drug monitoring of MPA. Recently, Siemens Healthcare Diagnostics (Newark, DE, USA) developed a particle-enhanced turbidimetric inhibition immunoassay (PETINIA) to determine MPA (Flex reagent cartridge) using the Dimension analyzers. As PETINIA shows cross-reactivity with the pharmacologically active mycophenolic acid acyl glucuronide (AcMPAG), plasma MPA concentration is often overestimated [package insert] [5]. In fact, plasma MPA concentration in the liver, kidney, and heart transplant patients has been reported to exhibit a positive bias [6, 7]. On the other hand, although the enzyme multiplied immunoassay technique (EMIT) also shows cross-reactivity with AcMPAG, it has been reported that MPA concentration showed almost no positive bias in islet transplant patients, or positive bias in liver transplantation or kidney transplantation [7, 8]. In addition, the pharmacokinetics of MPA and its metabolites are reported to be different between lung transplant patients and heart transplant patients [9]. Moreover, it has been reported that MPAG clearance in Caucasians is significantly higher than that in Chinese subjects, suggesting pharmacokinetic differences between races [10]. Therefore, the pharmacokinetics of MPA and its metabolites is presumed to differ for each transplanted organ and race. However, limited data exist for plasma MPA concentration by PETINIA, and have not been reported for Japanese patients or lung transplantation recipients. The aim of this study was to compare MPA concentrations obtained by PETINIA and LC-MS/MS, as a reference method, using samples from Japanese lung transplant recipients.

Methods
Study design
This study was prospectively designed, and all procedures were approved by the Ethics Committee of Tohoku University Graduate School of Medicine (2015–1-150). Plasma samples were collected from patients at Tohoku University Hospital after receiving informed consent.

Immunosuppressive regimen
MMF was orally administered twice daily on empty stomach. In patients who received 250 mg/day of MMF, it was administered only once daily to avoid adverse effects. MMF was used in combination with tacrolimus (TAC) or cyclosporine (CyA) and prednisolone to maintain immunosuppression.

Clinical sample collection
Blood samples were obtained, before, 0.5 h after, and 2 h after MMF administration, from Japanese lung transplant patients. Blood samples were collected in 3 mL heparinized collection tubes, and centrifuged at 1580 g for 10 min at 4 °C to obtain the plasma. All plasma samples were stored at − 40 °C until measurement. MPA concentration was determined by using PETINIA and LC-MS/MS on the same day.

LC-MS/MS (reference method)
We used a slightly modified-method based on the report by Md Dom et al. and Kawanishi et al. [11, 12]. Thirty microliters of plasma was mixed with 30 μL of 1 μg/mL mycophenolic acid-d3 (MPA-D3), the internal standard, and 120 μL of acetonitrile. The mixture was vortex-mixed for 1 min and centrifuged at 15,100 g for 5 min. Next, 100 μL of the supernatant was diluted 1:2 with water and a 3 μL aliquot was injected into the LC-MS/MS system (LCMS-8050; Shimadzu, Kyoto, Japan). The LC-MS/MS system was operated in multiple reaction monitoring mode with positive-ion detection mode. The temperatures of the columns and autosampler were maintained at 40 °C and 4 °C, respectively. LabSolutions LCMS software (Shimadzu) was used to control the instruments and to process the data. For MPA analysis, chromatographic separation was achieved using a Shim-pack GIS (75 mm × 2.1 mm i.d., particle size 3 μm: Shimadzu GLC, Tokyo, Japan) under isocratic elution conditions, with a mobile phase consisting of 1% acetic acid in water/acetonitrile (1:1, v/v) at a flow rate of 0.3 mL/min. The retention times were as follows: MPA, 1.75 min; and MPA-D3, 1.75 min. Molecules were detected according to the following mass transitions: m/z 321.4 > 207.3 (MPA); and m/z 324.4 > 210.3 (MPA-D3). We used six calibrators with concentrations of 0.06, 0.2, 0.6, 2, 6, and 20.0 μg/mL for developing a calibration curve. The lower limit of quantitation was defined as the lowest concentration with a signal-to-noise ratio of at least 10. Three controls (0.1, 5, and 15 μg/mL) were used for quality control. Linearity was achieved with a correlation coefficient of 0.999. The intra-day and inter-day precisions were less than 3.7%, and accuracy was within ±8.5%.

PETINIA
The mycophenolic acid assay kits (Dimension® MPAT Flex® reagent cartridge), calibrators, and controls were provided by Siemens Healthcare Diagnostics (Newark, DE, USA), and assays were run using a Dimension Xpand Plus-HM analyzer, also obtained from Siemens Healthcare Diagnostics. The assay was based on a direct, fully automated method, as per the manufacturer’s instructions, and was valid from 0.2 to 30.0 μg/mL.

Statistical analysis
The comparison between PETINIA and LC-MS/MS was performed using the Wilcoxon signed rank test. Consistency of the results was analyzed using Passing–Bablok regression analysis and Bland-Altman difference plots. P-values of < 0.05 were considered to indicate a significant difference for the above tests.


Results
A total of 60 plasma samples from 20 Japanese lung transplant patients (5 men and 15 women; median age 49 (23–65) years; median of 2.7 (0.3–15.1) years post-lung transplant) were available for this study. The median (range) MMF dose was 750 (250–1500) mg/day, and MMF was combined with TAC and CyA in 85% and 15% of the patients, respectively. The median (range) serum albumin concentration was 4.0 (2.6–4.4) g/dL, aspartate aminotransferase 15 (9–23) IU/L, alanine aminotransferase 10 (5–48) IU/L, and estimated glomerular filtration rate (eGFR) 53 (34–112) mL/min/1.73m2. The mean MPA concentration measured by PETINIA was significantly higher than that measured by LC-MS/MS (3.26 ± 2.73 μg/mL versus 2.82 ± 2.71 μg/mL, P < 0.0001) (Table 1). Although regression analysis showed a strong linear relationship (r2 = 0.969, P < 0.0001) between PETINIA and LC-MS/MS, the result of the Passing–Bablok analysis indicated a systematic difference with a slope of 1.104 (95% confidence interval [CI], 1.036–1.150) and an intercept of 0.229 (95%CI, 0.144–0.315) (Fig.1a). The Bland–Altman analysis revealed a mean bias of 0.44 μg/mL (95%CI, 0.32–0.56), comprising 26.25% (95%CI, 21.43–31.07) (Fig. 1b, c). Patients were divided among 7 groups with normal or mild loss of kidney function (median (range) eGFR of 76 (69–112) mL/min/1.73m2), and 13 groups with mild-to-moderate or moderate-to-severe loss of kidney function (median (range) eGFR of 48 (34–57) mL/min/1.73m2). The Bland–Altman analysis of patients with normal or mild loss of kidney function revealed a mean bias of 28.13% (95%CI, 19.61–36.65). The Bland–Altman analysis in patients with mild-to-moderate or moderate-to-severe loss of kidney function revealed a mean bias of 25.14% (95%CI, 19.06–31.22) (data not shown). Plasma MPA concentration increased in accordance with sampling time (C0, C0.5, C2), but no change in absolute bias was observed. Thirty-six measures (60%) showed positive bias over 20% (data not shown).Table 1MPA concentration measured by PETINIA and LC-MS/MS by sampling times


	Sampling Time (h)
	Number
	MPA Concentration Measured by PETINIA, Mean ± SD (μg/mL)
	MPA Concentration Measured by LC-MS/MS, Mean ± SD (μg/mL)
	Wilcoxon signed rank test

	0
	20
	1.89±1.35
	1.46±1.05
	P < 0.0001

	0.5
	20
	3.24±3.02
	2.82±3.07
	P < 0.0001

	2
	20
	4.64±2.87
	4.17±2.91
	P = 0.0024

	0, 0.5, 2
	60
	3.26±2.73
	2.82±2.71
	P < 0.0001

	Sampling Time (h)
	Passing–Bablok
	Bland–Altman

	Slope (95% CI)
	Intercept (95% CI)
	Bias (95% CI) (μg/mL)
	Bias (95% CI) (%)

	0
	1.242 (1.131–1.392)
	0.054 (− 0.139–0.193)
	0.44 (0.27–0.60)
	31.83 (24.37–39.28)

	0.5
	1.014 (0.944–1.153)
	0.306 (0.141–0.483)
	0.42 (0.25–0.59)
	28.19 (18.31–38.06)

	2
	1.044 (0.920–1.126)
	0.417 (0.185–0.692)
	0.47 (0.17–0.78)
	18.54 (10.69–26.40)

	0, 0.5, 2
	1.104 (1.036–1.150)
	0.229 (0.144–0.315)
	0.44 (0.32–0.56)
	26.25 (21.43–31.07)
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Fig. 1Comparison of MPA concentration from PETINIA and LC-MS/MS assays using Passing-Bablok regression analysis (a) and Bland-Altman difference plots (b, c)





Discussion
This is the first study to compare PETINIA and LC-MS/MS in determining plasma MPA concentrations in Japanese patients and lung transplant recipients. A PETINIA method overestimates plasma MPA concentration due to cross-reactivity of AcMPAG, and is known to have an average value of approximately 50% (package insert). Hence, the AcMPAG cross-reactivity greatly influenced plasma MPA concentration, even in Japanese lung transplant patients. Our study revealed an average positive bias of 0.44 μg/mL (26.3%) in the PETINIA analysis compared to that with LC-MS/MS in lung transplant patients. Dasgupta et al. observed an average positive bias of 22.4% in 18 liver transplant patients and 8.3% in 42 kidney transplants in MPA concentrations determined by PETINIA compared with values obtained by HPLC-UV [6]. In a similar setting, Kunicki et al. observed an average bias of 33.5% in 192 heart transplant patients [7]. The result of this study was the second highest average positive bias after that found in heart transplantation patients. Although research on liver, kidney, and heart transplant patients does not describe kidney function, there were many patients with decreased kidney function due to adverse effects of TAC or CyA in this study. Previously, González-Roncero et al. reported that MMF dose or MPA 12-hour area under the concentration-time curve (AUC0–12) values were not affected by kidney function, but mean pre-dose levels of AcMPAG-C0 and AcMPAG-AUC0–12 were much higher in patients with advanced kidney insufficiency than in those with preserved kidney function [13]. However, there was no difference in average positive bias between patients with normal or mild loss of kidney function, and mild-to-moderate or moderate-to-severe loss of kidney function in this study. Therefore, this large positive bias in Japanese lung transplant patients may be related to factors such as transplanted organ and race.
Although there was almost no difference in absolute bias between sampling times (C0, C0.5, C2), the absolute percentage bias was found to be different from 31.83%, 28.19%, and 18.54%, respectively. In vitro research suggests that TAC increases blood MPA levels by inhibiting the UDP-glucuronosyltransferase involved in MPA metabolism [14, 15]. Alternatively, Deters et al. postulated that CyA significantly reduces serum MPA levels by suppressing biliary excretion of 7-O-mycophenolic acid glucuronide (MPAG) and decreasing MPA recirculation [16]. Moreover, Shipkova et al. suggested that administration of CyA increases the blood concentration of MPAG and AcMPAG [17]. In this study, the number of combined uses of MPA and TAC was very high in 17 of 20 cases. Therefore, it was considered that the difference in absolute bias between the sampling times was small.
As EMIT also shows cross-reactivity with AcMPAG, plasma MPA concentration is known to be overestimated [7]. Therefore, the guidelines on therapeutic drug monitoring of immunosuppressive drugs in organ transplantation recommend that AUC0–12 values in the early posttransplant stages be maintained within the therapeutic window of 30–60 μg·h/mL for HPLC, or 35–70 μg·h/mL for EMIT. It is recommended the target pre-dose concentration be maintained within the range of 1–3.5 μg/mL for HPLC and 1.3–4.5 μg/mL for EMIT [18]. Although the target AUC0–12 value and pre-dose concentration by PETINIA is not described in the guideline, it should be maintained higher than HPLC in Japanese lung transplant patients.

Conclusion
Measurement results of MPA by the PETINIA method in Japanese lung transplant patients should be evaluated with attention to positive bias.

Acknowledgments
We are grateful to Mrs. Miho Kawashima and Mr. Yoshihiro Hayakawa (Shimadzu Corporation) for their helpful information and precious date. We collaborated with them in development and validation of a method using LC-MS/MS for determination of MPA in plasma.
Availability of data and material
Patients information cannot be shared.

Funding
There are no funding sources for this report.


Authors’ contributions
MK designed the study, and wrote the initial draft of the manuscript. MK, MT, ST, and MA were involved in clinical sample collection. MT, ST, AT, and HY contributed to analysis and interpretation of data, and assisted in the preparation of the manuscript. YM, MN, KH, YO, and NM critically revised the manuscript. All authors read and approved the final manuscript.

Ethics approval and consent to participate
All procedures were approved by the Ethics Committee of Tohoku University Graduate School of Medicine, and all plasma samples were collected from patients at Tohoku University Hospital after receiving informed consent.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published maps and institutional affiliations.


[image: Creative Commons]Open AccessThis article is distributed under the terms of the Creative Commons Attribution 4.0 International License (http://​creativecommons.​org/​licenses/​by/​4.​0/​), which permits unrestricted use, distribution, and reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://​creativecommons.​org/​publicdomain/​zero/​1.​0/​) applies to the data made available in this article, unless otherwise stated.

References
1.
Lipsky JJ. Mycophenolate mofetil. Lancet. 1996;348:1357–9.CrossrefPubMed

2.
Kuypers DR, Le Meur Y, Cantarovich M, Tredger MJ, Tett SE, Cattaneo D, Tönshoff B, Holt DW, Chapman J, Gelder TV. Transplantation society (TTS) consensus group on TDM of MPA. Consensus report on therapeutic drug monitoring of mycophenolic acid in solid organ transplantation. Clin J Am Soc Nephrol. 2010;5:341–58.CrossrefPubMed

3.
Shen J, Jiao Z, Yu YQ, Zhang M, Zhong MK. Quantification of total and free mycophenolic acid in human plasma by liquid chromatography with fluorescence detection. J Chromatogr B Analyt Technol Biomed Life Sci. 2005;817:207–13.CrossrefPubMed

4.
Brandhorst G, Streit F, Goetze S, Oellerich M, Armstrong VW. Quantification by liquid chromatography tandem mass spectrometry of mycophenolic acid and its phenol and acyl glucuronide metabolites. Clin Chem. 2006;52:1962–4.CrossrefPubMed

5.
Dimension®. MPAT flex® reagent cartridge [package insert]. Newark: Dade Behring Inc; 2006.

6.
Dasgupta A, Tso G, Chow L. Comparison of mycophenolic acid concentrations determined by a new PETINIA assay on the dimension EXL analyzer and a HPLC-UV method. Clin Biochem. 2013;46:685–7.CrossrefPubMed

7.
Kunicki PK, Pawiński T, Boczek A, Waś J, Bodnar-Broniarczyk M. A comparison of the immunochemical methods, PETINIA and EMIT, with that of HPLC-UV for the routine monitoring of mycophenolic acid in heart transplant patients. Ther Drug Monit. 2015;37:311–8.CrossrefPubMed

8.
Takaaki K, Yuko Y, Kyoko S, Satohiro M, Ikuko Y, Ken-ichi I. Evaluation of immunoassay (EMIT) for mycophenolic acid in comparison with high-performance liquid chromatography. Jpn J Pharm Health Care Sci. 2007;33:804–8.Crossref

9.
Ting LS, Partovi N, Levy RD, Riggs KW, Ensom MH. Pharmacokinetics of mycophenolic acid and its phenolic-glucuronide and ACYl glucuronide metabolites in stable thoracic transplant recipients. Ther Drug Monit. 2008;30:282–91.CrossrefPubMed

10.
Ling J, Shi J, Jiang Q, Jiao Z. Population pharmacokinetics of mycophenolic acid and its main glucuronide metabolite: a comparison between healthy Chinese and Caucasian subjects receiving mycophenolate mofetil. Eur J Clin Pharmacol. 2015;71:95–106.CrossrefPubMed

11.
Md Dom ZI, Noll BD, Coller JK, Somogyi AA, Russ GR, Hesselink DA, van Gelder T, Sallustio BC. Validation of an LC-MS/MS method for the quantification of mycophenolic acid in human kidney transplant biopsies. J Chromatogr B Analyt Technol Biomed Life Sci. 2014;945-946:171–7.CrossrefPubMed

12.
Kawanishi M, Yano I, Yoshimura K, Yamamoto T, Hashi S, Masuda S, Kondo T, Takaori-Kondo A, Matsubara K. Sensitive and validated LC-MS/MS methods to evaluate mycophenolic acid pharmacokinetics and pharmacodynamics in hematopoietic stem cell transplant patients. Biomed Chromatogr. 2015;29:1309–16.CrossrefPubMed

13.
González-Roncero FM, Govantes MA, Chaves VC, Palomo PP, Serra MB. Influence of renal insufficiency on pharmacokinetics of ACYL-glucuronide metabolite of mycophenolic acid in renal transplant patients. Transplant Proc. 2007;39:2176–8.CrossrefPubMed

14.
Barten MJ, Shipkova M, Bartsch P, Dhein S, Streit F, Tarnok A, Armstrong VW, Mohr FW, Oellerich M, Gummert JF. Mycophenolic acid interaction with cyclosporine and tacrolimus in vitro and in vivo: evaluation of additive effects on rat blood lymphocyte function. Ther Drug. Monit. 2005;27:123–31.CrossrefPubMed

15.
Holt DW. Monitoring mycophenolic acid. Ann Clin Biochem. 2002;39:173–83.CrossrefPubMed

16.
Deters M, Kirchner G, Koal T, Resch K, Kaever V. Influence of cyclosporine on the serum concentration and biliary excretion of mycophenolic acid and 7-O-mycophenolic acid glucuronide. Ther Drug Monit. 2005;27:132–8.CrossrefPubMed

17.
Shipkova M, Armstrong VW, Kuypers D, Perner F, Fabrizi V, Holzer H, Wieland E, Oellerich M. MMF creeping creatinine study group. Effect of cyclosporine withdrawal on mycophenolic acid pharmacokinetics in kidney transplant recipients with deteriorating renal function: preliminary report. Ther Drug Monit. 2001;23:717–21.CrossrefPubMed

18.
The Japanese Society of Therapeutic Drug Monitoring and the Japanese Society of Transplantation, editor. Guidelines on TDM of immunosuppressive drugs in organ transplantation. 1st edn: Kanehara Publishing Ltd; 2014. p. 62. Available from: https://​www.​jstage.​jst.​go.​jp/​article/​jst/​49/​6/​49_​384/​_​pdf/​-char/​ja.




OEBPS/A40780_2018_101_Fig1_HTML.gif
B

oma o

MPA concentration by PETINIA( 4 ¢/mL)

L8 o8 -5 b

Difference PETINIA—LO-MS/MS (11 /L)

Difference PETINIA—LC-MS/MS (%)
sd.ozssszaas

y=1.106x+0229
Lower confidence limit (95%) y =1.036x+0.144
Upper confidence limit (95%) y =1.150x-+0.315

°

4 8 8 10 12 14 16 18
MPA concentration by LO-MS/MS (4 ¢/mL)

—— Bias (Man of diference)
=== 95 Limit of agrooment

o 2 4 6 8 10 12 14 1
Moan (PETINIA-+LG-MS/MS)/2 (4 /L)
® - — Bias (Moan of difference)
. === 95K Linit o agrooment
D
&

4 ] 8 10 12 14 18
‘Moan (PETINIA+-LC-MS/MS)/2 ( & g/mL)





OEBPS/sidebar.gif





OEBPS/cc-by.png
() _®





OEBPS/contact.gif





