
DMD #57620 

 1 

Identification of bioactivating enzymes involved in the hydrolysis of laninamivir 

octanoate, a long-acting neuraminidase inhibitor, in human pulmonary tissue 

 

Kumiko Koyama, Yuji Ogura, Daisuke Nakai, Mihoko Watanabe, Toshiko Munemasa, 

Yuka Oofune, Kazuishi Kubota, Akira Shinagawa, and Takashi Izumi 

 

Drug Metabolism & Pharmacokinetics Research Laboratories (K.Ko., D.N., T.I.), Daiichi 

Sankyo Co., Ltd., Tokyo, Japan; Discovery Science and Technology Department, Daiichi 

Sankyo RD Novare Co., Ltd., Tokyo, Japan (Y.Og., M.W., Y.Of., K.Ku., A.S.); and 

Translational Medicine and Clinical Pharmacology Department (T.M.), Daiichi Sankyo 

Co., Ltd., Tokyo, Japan 

 DMD Fast Forward. Published on March 28, 2014 as doi:10.1124/dmd.114.057620

 Copyright 2014 by the American Society for Pharmacology and Experimental Therapeutics.

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 
This article has not been copyedited and formatted. The final version may differ from this version.

DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620
 at A

SPE
T

 Journals on A
pril 9, 2024

dm
d.aspetjournals.org

D
ow

nloaded from
 

http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/
http://dmd.aspetjournals.org/


DMD #57620 

 2 

Running title: Identification of laninamivir octanoate hydrolases 

 

To whom all correspondence should be sent: 

 Kumiko Koyama 

 Drug Metabolism & Pharmacokinetics Research Laboratories 

 Daiichi Sankyo Co., Ltd. 

 1-2-58, Hiromachi, Shinagawa-ku, Tokyo 140-8710, Japan. 

 Phone: +81-3-3492-3131, Fax: +81-3-5436-8567 

 E-mail: koyama.kumiko.hv@daiichisankyo.co.jp 

 

 Kazuishi Kubota 

 Discovery Science and Technology Department 

 Daiichi Sankyo RD Novare Co., Ltd. 

 1-16-13, Kitakasai, Edogawa-ku, Tokyo 134-8630, Japan. 

 Phone: +81-3-5696-8301, Fax: +81-3-5696-3548 

 E-mail: kubota.kazuishi.ci@rdn.daiichisankyo.co.jp 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


DMD #57620 

 3 

Number of text pages: 36 

Number of tables: 3 

Number of figures: 6 

Number of references: 44 

Number of words in abstract: 234 words 

Number of words in introduction: 616 words 

Number of words in discussion: 1142 words 

 

Abbreviations: APT1, acyl-protein thioesterase 1; BNPP, bis-p-nitrophenyl phosphate; 

BSA, bovine serum albumin; DFP, diisopropyl fluorophosphate; DTNB, 

5,5’-dithiobis(2-nitrobenzoic acid); ELF, epithelial lining fluids; ESD, esterase D; IS, 

internal standard; LO, laninamivir octanoate; NP-40; Nonidet P-40 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


DMD #57620 

 4 

Abstract 

 

Laninamivir octanoate (LO) is an octanoyl ester prodrug of the neuraminidase inhibitor 

laninamivir. After inhaled administration, LO exhibits the clinical efficacy for both 

treatment and prophylaxis of influenza virus infection, resulting from the hydrolytic 

bioactivation into its pharmacologically active metabolite laninamivir in the pulmonary 

tissue. In this study, we focused on the identification of LO-hydrolyzing enzymes from 

human pulmonary tissue extract, using proteomic correlation profiling — a technology 

integration of traditional biochemistry and proteomics. In a single elution step by gel 

filtration chromatography, LO-hydrolyzing activity was separated into two distinct peaks, 

designated as peak I and peak II. By mass spectrometry, 1160 and 1003 proteins were 

identified and quantitated for peak I and peak II, respectively, and enzyme candidates were 

ranked based on the correlation coefficient between the enzyme activity and the proteomic 

profiles. Among proteins with a high correlation value, S-formylglutathione hydrolase 

(esterase D; ESD) and acyl-protein thioesterase 1 (APT1) were selected as the most likely 

candidates for peak I and peak II, respectively, which was confirmed by LO-hydrolyzing 

activity of recombinant proteins. In the case of peak II, LO-hydrolyzing activity was 

completely inhibited by treatment with a specific APT1 inhibitor, palmostatin B. Moreover, 

immunohistochemical analysis revealed that both enzymes were mainly localized in the 

pulmonary epithelia, a primary site of influenza virus infection. These findings 

demonstrate that ESD and APT1 are key enzymes responsible for the bioactivation of LO 

in human pulmonary tissue. 
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Introduction 

 

Laninamivir octanoate (LO), an octanoyl ester prodrug of the neuraminidase inhibitor 

laninamivir, demonstrates a long-lasting antiviral effect in contrast to oseltamivir and 

zanamivir, and is currently used in clinical practice in Japan for treatment and prophylaxis 

of influenza virus infection. In confirmatory clinical trials, a single inhalation of LO 

demonstrated a therapeutic efficacy in both adult and pediatric patients (Sugaya et al. 2010, 

Watanabe et al. 2010, Watanabe et al. 2013). In addition, LO was recently reported to be 

efficacious in the post-exposure prophylaxis of influenza in household contacts 

(Kashiwagi et al. 2013).  

Hydrolytic activation of LO into the active form laninamivir in the pulmonary tissue 

is a critical factor for exerting its in vivo pharmacological effect. After a single 

intranasal/intratracheal administration in mice and rats, LO was efficiently hydrolyzed to 

laninamivir, and then it was highly retained in the pulmonary tissue (Koyama et al. 2009, 

Koyama et al. 2010); with a sufficient concentration in the epithelial lining fluids (ELF), a 

possible site of action of neuraminidase inhibitors (Koyama et al. 2013). In humans as 

well, after a single inhalation of LO (40 mg), laninamivir was generated and highly 

maintained in the ELF (Ishizuka et al. 2012), exceeding the in vitro 50% inhibitory 

concentrations for influenza viral neuraminidases over 10 days (Yamashita et al. 2009). A 

slow elimination of laninamivir was also observed in the systemic circulation, with an 

elimination half-life (t1/2) of approximately 3 days (Ishizuka et al. 2009, Yoshiba et al. 

2011). These favorable pharmacokinetic characteristics are considered to result in the 

long-lasting effect. 
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In drug development, the prodrug approach has been widely used as a strategy for 

improving the physicochemical, biopharmaceutical or pharmacokinetic properties of 

pharmacologically active agents, and approximately 10% of the drugs approved 

worldwide are reported to be classified as prodrugs (Rautio et al. 2008, Zawilska et al. 

2013). Prodrugs require the bioactivation into their active forms by metabolizing enzymes 

in order to be therapeutically effective. On the other hand, the prodrug-activating enzymes 

may have a potential risk to influence interindividual variability in drug exposure and 

response, and possibly to induce drug-drug interactions. Therefore, it is very important to 

identify the prodrug-activating enzymes.  

For the molecular identification of endogenous enzymes from biological samples, 

biochemical purification has been used for decades as a general methodology, and a series 

of sequential separation by different chromatographic methods (ion-exchange, affinity, gel 

filtration, etc.) is usually required to achieve the purification. On the other hand, we have 

recently extended an advanced methodology named proteomic correlation profiling to 

identify drug metabolizing enzymes (Sakurai et al. 2013), whose basic concept was 

previously reported by Kubota et al (2009). In this methodology, the biological material is 

fractionated by column chromatography, followed by the calculation of each protein’s 

correlation coefficient between the enzyme activity and proteomic profile of the fractions. 

Subsequently, possible enzyme candidates are chosen among proteins with a high 

correlation value, based on the fundamental assumption that protein quantity correlates 

with protein activity. This streamlined method enables us to require fewer purification 

steps with minimal starting material, and also to resolve the challenges associated with 

physicochemical stability and solubilization, as compared to the conventional biochemical 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


DMD #57620 

 7 

purification. Therefore, the proteomic correlation profiling is considered to be a powerful 

and efficient tool for enzyme identification. 

In the present study, from the human pulmonary tissue extract, we identified 

S-formylglutathione hydrolase (also known as esterase D; ESD) and acyl-protein 

thioesterase 1 (APT1) as most likely candidates for LO-hydrolyzing enzymes, using the 

proteomic correlation profiling. We also performed further analysis to confirm the enzyme 

identification and to investigate the enzyme localization in the pulmonary tissue. We 

believe that this study can provide fundamental information on the LO bioactivation 

process in the target site. 
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Materials and methods 

 

Materials. Both LO and laninamivir were synthesized at Daiichi Sankyo Chemical 

Pharma Co., Ltd. (Tokyo, Japan) and their chemical structures are illustrated in Fig. 1. The 

internal standard (IS) of laninamivir ([2H3]laninamivir) was synthesized at Daiichi Sankyo 

Co., Ltd. (Tokyo, Japan). Palmostatin B was synthesized at Daiichi Sankyo RD Novare 

Co., Ltd. (Tokyo, Japan). Pooled human pulmonary subcellular fractions (S9, microsomes, 

and cytosol), used for LO-hydrolysis characteristics, were obtained from XenoTech, LLC 

(Lenexa, KS), whereas individual human pulmonary S9 (79-year-old, male), used for gel 

filtration chromatography, was obtained from Human and Animal Bridging Research 

Organization (Chiba, Japan). Formalin-fixed and paraffin-embedded human pulmonary 

tissue sections (62-year-old, male) were obtained from SuperBioChips Laboratories (Seoul, 

Korea). Ethical approval for these human specimens was obtained from each Research 

Ethics Committee at Daiichi Sankyo Co., Ltd. and Daiichi Sankyo RD Novare Co., Ltd. 

Diisopropyl fluorophosphate (DFP) and eserine were purchased from Wako Pure 

Chemical Industries, Ltd. (Osaka, Japan), whereas bis-p-nitrophenyl phosphate (BNPP) 

and 5,5’-dithiobis(2-nitrobenzoic acid) (DTNB) were purchased from Nacalai Tesque, Inc. 

(Kyoto, Japan). Recombinant human esterase D (rESD) and acyl-protein thioesterase 1 

(rAPT1) were obtained from Novoprotein Scientific Inc. (Shanghai, China). Rabbit 

anti-ESD and anti-APT1 antibodies were obtained from Sigma-Aldrich Co. (St. Louis, 

MO) and Proteintech Group, Inc. (Chicago, IL), respectively. All other reagents and 

solvents used were commercially available and were of extra-pure, guaranteed or LC-MS 

grade. 
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LO hydrolysis assay and chemical inhibition properties. For determination of 

LO-hydrolyzing activity in human pulmonary subcellular fractions (S9, cytosol, and 

microsomes) and recombinant proteins (rESD and rAPT1), the sample was incubated at 

37°C for 15 min with 10 μM LO. The reaction was terminated by mixing with 2-volumes 

of acetonitrile. The sample was added an aliquot of IS and then filtered. The resulting 

sample was injected into the liquid chromatography coupled with a tandem mass 

spectrometry (LC-MS/MS) system consisting of API 4000 (Applied Biosystems, Foster 

City, CA) coupled to Shimadzu 20A (Shimadzu Corp., Kyoto, Japan). The analyte was 

separated on an analytical column, a PC HILIC Silica (5 μm, 2.0 × 150 mm; Shiseido Co., 

Ltd., Tokyo, Japan), with a gradient of 10 mM ammonium acetate and acetonitrile. The 

flow rate employed was 0.6 ml/min. The analyte was detected with an electrospray 

ionization (ESI) source operated in the positive-ion mode. MS data were acquired in 

selected ion multiple reaction monitoring mode using the mass transitions of m/z 347→60 

and 350→60 for laninamivir and IS, respectively. The calibration curves were generated 

using the analyte to IS peak area ratio by weighted (1/x) least-squares linear regression 

over the concentration ranges of 1–1000 ng/ml (2.89–2890 pmol/ml). The enzymatic 

activity was expressed as a metabolite formation rate (pmol/min/mg) based on the 

production of laninamivir. For assay of chemical inhibition properties, each of the esterase 

inhibitors (DFP, BNPP, eserine, and DTNB) was added to the reaction mixture and further 

incubated with 10 μM LO. The results were expressed as percentages of the activity in the 

absence of inhibitors. 
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Gel filtration chromatography. Human pulmonary S9 fraction (5 mg/ml, 20 mM 

HEPES; pH 7.0, 250 mM sucrose) was used as a starting material. The S9 fraction (500 

μL) was incubated for 10 min, following the addition of 10% Nonidet P-40 (NP-40; 50 

μL) and 5 M NaCl (50 μL). After centrifugation at 105,000g for 1 h, the supernatant was 

filtered and loaded onto a gel filtration column Superdex 200 (GE Healthcare UK Ltd.), 

which was equilibrated with running buffer (20 mM HEPES; pH 7.0, 150 mM NaCl and 

0.05% NP-40) at a flow rate of 0.5 ml/min. The protein separation was performed with the 

same buffer at a flow rate of 0.5 ml/min, and the eluent was collected in a series of 

fractions at every 1 min. A gel filtration standard (Bio-Rad Laboratories, Inc., Hercules, 

CA) was used for determination of the molecular weight. All procedures were conducted 

at 4°C. 

 

LO hydrolysis assay in chromatography fractions. For assay of LO-hydrolyzing 

activity in the gel filtration chromatographic fractions, an aliquot of sample was incubated 

at 37°C for 1 h with 420 μM (200 μg/ml) LO. The reaction was terminated by mixing with 

an equal volume of acetonitrile. The sample was added an aliquot of IS and then filtered. 

The resulting sample was injected in the liquid chromatography coupled with a mass 

spectrometry (LC-MS) system consisting of 1200 LC/MSD coupled to 1200SL (Agilent 

Technologies, Inc., Santa Clara, CA). The analyte was separated on an analytical column, 

an Asahipak NH2P-50 2D (5 μm, 2.0 × 150 mm; Showa Denko K. K., Tokyo, Japan), with 

an isocratic mobile phase consisting of 10 mM ammonium acetate/acetonitrile (45:55). 

The flow rate employed was 0.3 ml/min. The analyte was detected with the ESI source 

operated in positive-ion mode. MS data were acquired in selected ion monitoring mode at 
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m/z 347 and m/z 350 for laninamivir and IS, respectively. For APT1 inhibitory assay, the 

reaction mixture was incubated with 420 μM LO in the presence of 0.1 μM palmostatin B. 

One unit of LO-hydrolyzing activity was defined as the activity required for 1 nmol/ml 

production of laninamivir. 

 

Protein identification and quantification in chromatographic fractions. Two hundred 

fmol of bovine serum albumin (BSA) was added as IS to an aliquot of each fraction from 

gel filtration chromatography. Then, each fraction was subjected to methanol/chloroform 

precipitation, in-solution reduction and alkylation, followed by trypsin digestion, in a 

similar manner with our previous report (Sakurai et al. 2013). In brief, proteins were 

precipitated with Methanol/Chloroform precipitation (Wessel and Flügge 1984) to remove 

salts and detergents, then reduced with dithiothreitol followed by alkylation with 

iodoacetamide, and digested with trypsin. Resulting peptides were desalted with StageTips 

(Rappsilber et al. 2007) and dissolved with 12 μL of 5% formic acid. An aliquot of the 

peptide mixtures (4 μL) was injected into the LC-MS/MS system consisting of 

LTQ-Orbitrap ELITE coupled to Easy-nLC II (Thermo Fisher Scientific Inc., Waltham, 

MA). The peptides were eluted from the in-house packed tip column (140 mm × 75 μm 

I.D., 3 μm Inertsil C18, GL Sciences) with a linear gradient of acetonitrile in 0.1% formic 

acid at a flow rate of 200 nL/min. Protein identification and quantification were performed 

by the MaxQuant (version 1.2.0.5, Max Planck Institute) (Cox et al. 2009 and 2011). 

Briefly, MS/MS spectra were searched against UniprotKB/Swiss-Prot human data 

downloaded on 28 Nov 2012. The identified proteins were quantified in an ion 

intensity-based label-free algorithm implemented in MaxQuant, which was a relative 
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quantitation algorithm using the ion intensity of identified peptides in LC-MS without 

stable isotope labeling technology such as SILAC (Ong et al. 2002), iTRAQ (Ross et al. 

2004) or AQUA (Gerber et al. 2003). Two missed cleavages were allowed, along with 

carbamidomethylation of cysteine as a fixed modification; variable modifications were 

oxidation of methionine and acetylation of N-term amino acid of the protein. Mass 

tolerance for precursor ions was 7 ppm, mass tolerance for fragment ions was 0.5 Da, and 

false discovery rates at peptide and protein levels were less than 0.01. The proteins 

identified by more than one single peptide were used for further correlation analysis. 

 

Proteomic correlation profiling. Following MaxQuant analysis, all proteins quantified in 

each fraction were normalized by the amount of BSA to account for any experimental 

error and to correct any variations in sample complexity. Pearson correlation coefficient 

was calculated between the normalized abundance profile for each protein and 

LO-hydrolyzing activity profile. 

 

Protein assay. Total protein concentration was determined by modified Bradford protein 

assay (Coomassie Plus Protein Assay, Thermo Fisher Scientific, Inc.) using BSA as a 

standard protein. Chromatographic fractions were assayed before a spike-in of BSA as IS 

for label-free quantitation. 

 

Immunohistochemistry. Immunohistochemical assay was performed on formalin-fixed, 

paraffin-embedded human pulmonary tissue sections using Dako Autostainer Link 48 

(Dako Denmark A/S, Glostrup, Denmark). Deparaffinization and target retrieval were 
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processed on the tissue sections in a single step using Dako PT Link (EnVision FLEX TRS 

Low pH), where the optimal incubation was set at 97°C for 20 min. Endogenous 

peroxidase activity was quenched with peroxidase-blocking solution (Dako) for 5 min, and 

nonspecific antibody binding was blocked with protein block, serum-free (Dako) for 30 

min. Then, anti-ESD antibody or anti-APT1 antibody (2 μg/ml) was applied as a primary 

antibody on the sections and incubated for 45 min, and isotype antibody (2 μg/ml) was 

used as a negative control. EnVision+System-HRP Labelled Polymer Anti-Rabbit was 

reacted as a secondary antibody for 30 min, and antibody complex was visualized after the 

addition of 3,3’-diaminobenzidine tetrahydrochloride (DAB)+, liquid (5 min × 2; Dako). 

The section was counterstained with hematoxylin.  

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


DMD #57620 

 14

Results 

 

Enzymatic LO hydrolysis in human pulmonary subcellular fractions. LO-hydrolyzing 

activity in human pulmonary S9, cytosol, and microsomes is shown in Fig. 2A. At 10 μM 

LO, activity was observed in all of the subcellular fractions tested, with almost the same 

levels per mg protein basis (1.2-1.9 pmol/min/mg). Furthermore, for the inhibitory effect 

of typical esterase inhibitors, LO-hydrolyzing activity in pulmonary S9 was strongly 

inhibited by a potent serine esterase inhibitor DFP at 0.1 mM or more. DTNB, known as 

an inhibitor of SH-containing esterase, exhibited weaker inhibitory effects than DFP, 

whereas much weaker inhibition was observed in the treatment with BNPP 

(carboxylesterase inhibitor). Eserine (cholinesterase inhibitor) showed no enzymatic 

inhibition (Fig. 2B). 

 

Selection of possible candidate proteins for LO-hydrolyzing enzymes. A schematic 

diagram for this study is illustrated in Fig. 3. As shown in Fig. 2A, LO-hydrolyzing 

activity in pulmonary S9 was substantially derived not only from the soluble fraction 

(cytosol) but also from the insoluble fraction (microsomes). Therefore, non-ionic detergent 

NP-40 was added to the S9 fraction in order to solubilize membrane proteins without 

altering biological activity, and the centrifuged soluble fraction (overall recovery: 73.8%) 

was subjected to a single-step gel filtration chromatography. From enzyme assay for the 

chromatographic fractions collected, LO-hydrolyzing activity was separated into two 

distinct peaks (Fig. 4), which were designated as peak I (fraction No. 26-32) and peak II 

(fraction No. 33-39), respectively. The contribution rate to total activity was estimated to 
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be approximately 40% and 30% for peak I and peak II, respectively, based on the 

calculation of each peak area (%) of LO-hydrolyzing activity in the gel filtration fractions. 

Then, in order to seek proteins that showed a high correlation with LO-hydrolyzing 

activity, all proteins in the fractions were identified and quantified by LC-MS/MS analysis. 

Theoretically protein of a higher correlation coefficient has higher probability of a 

responsible protein to the activity profile and our previous experiences (Kubota et al. 2009, 

Sakurai et al. 2013, and unpublished results) are in agreement with this concept. In total, 

2381 proteins were identified, however there was no single protein that had the bimodal 

chromatographic peaks highly correlated with the enzyme activity profile (data not shown). 

Therefore, it was speculated that the active peaks consisted of two individual enzymes, 

which were independently derived from peak I and peak II. Possible candidate proteins 

were listed for each peak based on the correlation coefficient with the enzyme activity 

profile. In respect to peak I, there were 1160 proteins identified, and the top 30 most 

correlated proteins were listed in Table 1. In a similar manner, with regard to peak II, 1003 

proteins were identified and the top 30 proteins were also placed in descending order of 

correlation coefficient, as shown in Table 2. Among the proteins that were annotated as 

“hydrolase”, ESD (R2=0.9432) and APT1 (R2=0.9765) were finally selected as the most 

possible candidates for the peak I- and peak II-derived proteins, respectively. ESD and 

APT1 proteins were clearly detected in the peak I and peak II fractions, respectively, by 

Western blot analysis (data not shown). 

 

Identification of ESD and APT1 as LO-hydrolyzing enzymes. In order to investigate 

whether both ESD and APT1 are authentic candidates for the LO-hydrolyzing enzymes, 
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their recombinant proteins (rESD and rAPT1) were subjected to the determination of 

LO-hydrolyzing activity. As shown in Table 3, the enzyme activities in rESD and rAPT1 

were 232±16 and 377±36 pmol/min/mg at 10 μM LO, respectively, both of which were 

more than 100-fold higher than that in human pulmonary S9 (1.56±0.05 pmol/min/mg). 

On the other hand, BSA (negative control) had a negligible activity. 

 

Inhibitory effect of palmostatin B on chromatographic LO-hydrolyzing activity. 

Palmostatin B is known as a specific APT1 inhibitor (Dekker et al. 2010, Rusch et al. 

2011), although no specific inhibitor has been reported for ESD. LO-hydrolyzing activity 

profiles were measured for the fractions separated by gel filtration chromatography, in the 

absence or presence of a specific APT1 inhibitor, palmostatin B (Fig. 5). In the absence of 

palmostatin B, there were two active peaks, peak I and peak II, on the chromatogram. On 

the other hand, in the presence of palmostatin B, peak II-derived activity was mostly 

inhibited without any significant effect in peak I-derived activity, supporting APT1 as a 

major enzyme in peak II. 

 

Immunohistochemical localization of ESD and APT1 in human pulmonary tissue. Fig. 

6 shows representative immunohistochemical images of ESD and APT1 in human 

pulmonary tissue sections stained with anti-ESD antibody (A) and anti-APT1 antibody (B), 

respectively, using isotype antibody (C) as a negative control. As shown in Fig. 6A, ESD 

was highly expressed in the pulmonary epithelia with a strong dot-like or granular stain 

being localized in the cellular cytoplasm on the side of the luminal membrane. No obvious 

staining of ESD was observed in other tissue components. In Fig. 6B, APT1 was also 
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highly expressed in the pulmonary epithelia, with overall cellular staining including the 

cellular cytoplasm. Positive staining of APT1 was observed in the alveolar macrophages 

as well. In the case of the isotype antibody (Fig. 6C), there was little or no cross-reactivity 

with cell surface antigens on the tissue section.  
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Discussion 

 

In this study, we have successfully identified two hydrolyzing enzymes, ESD and 

APT1, which would be primarily involved in the bioactivation of the anti-influenza 

prodrug LO in human pulmonary tissue, using a versatile methodology named proteomic 

correlation profiling (Kubota et al. 2009, McAllister and Gygi 2013, Sakurai et al. 2013). 

The proteomic correlation profiling has a feature to facilitate rapid identification of the 

responsible protein from crude complex lysate with fewer purification steps using a 

smaller starting material, as compared to the conventional methodology. Actually, in 

single-step gel filtration chromatography using only approximately 2.5 mg of the human 

pulmonary S9 fraction, we could identify two highly possible candidates of LO hydrolases, 

ESD for peak I and APT1 for peak II (Fig. 4).  

ESD (EC 3.1.2.12), also known as S-formylglutathione hydrolase and 

methylumbelliferyl-acetate deacetylase, is a serine hydrolase that belongs to the esterase D 

family. This protein is expressed in the majority of normal tissues and is localized in the 

cytoplasm and cytoplasmic vesicles. ESD catalyzes the hydrolysis of S-formylglutathione, 

an intermediate of the glutathione-dependent pathway of formaldehyde detoxification, 

converting to the reduced forms of formic acid and glutathione (Eiberg et al. 1986, Harms 

et al. 1996). In addition, ESD can act as a carboxylesterase and hydrolyze a variety of 

ester substrates including O-acetylated sialic acids. For example, it has been reported that 

ESD can specifically cleave the O-acetyl ester linkage at the exocyclic C9 position of 

9-O-acetyl-N-acetylneuraminic acid (Neu5, 9Ac2), suggesting that it is involved in the 

recycling of sialic acids (Varki et al. 1986). From a chemical structural point of view, LO 
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has an O-octanoyl ester linkage on its sialic acid-like structure which is very similar to that 

of Neu5, 9Ac2. This structural feature supports the reasonability of LO hydrolysis by ESD. 

In our experiment, recombinant ESD had distinct LO-hydrolyzing activity (Table 3), 

suggesting a responsible enzyme for LO hydrolysis. In addition, it was consistent with 

ESD as one of the LO hydrolases that the LO-hydrolyzing activity in pulmonary S9 was 

strongly inhibited by DFP, a serine hydrolase inhibitor (Fig. 2). 

Similarly to ESD, sialate O-acetylesterase (SIAE) is known as an enzyme 

hydrolyzing O-acetyl ester linkage of Neu5, 9Ac2 (Schauer 2000, Angata et al. 2002). 

Moreover, ESD has been reported to show significant carboxylesterase activity against the 

following model substrates: α-naphthyl acetate and p-nitrophenyl acetate (Degrassi et al. 

1999). A partial contribution of carboxylesterase on the LO hydrolysis was also supposed 

from the data that carboxylesterase inhibitor BNPP showed a weak inhibition against 

LO-hydrolyzing activity with 42.3% inhibition at the highest concentration (1 mM; Fig. 2). 

Considering these situations, we additionally investigated the potential of LO-hydrolyzing 

activities of SIAE and CES1, using their recombinant proteins. However, there was little 

or no LO-hydrolyzing activity in either protein (data not shown), indicating that these two 

enzymes were not responsible for the LO bioactivation although they were identified as 

candidate proteins for peak I and placed in a higher rank than ESD (Table 1). No 

LO-hydrolyzing activity was clearly observed in LTA4H as well, using its recombinant 

protein (data not shown). Nevertheless, the involvement of other enzyme(s) cannot be 

completely ruled out, since some proteins with hydrolase annotation still remain as 

candidate proteins for peak I, such as PGAM1, RCL, DDX39B, and IAH1. However, from 

enzyme activity using recombinant ESD (Table 3), it is highly plausible that ESD is at 
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least one of the component enzymes consisting of LO-hydrolyzing activity for peak I.  

APT1 (EC 3.1.2.-), also known as lysophospholipase 1 (LYPLA1), is a serine 

hydrolase that belongs to the α/β hydrolase superfamily. This protein is expressed in 

various tissues including the gastrointestinal tract, respiratory epithelia, salivary gland, and 

liver, and is localized predominantly in the cytoplasm (Sugimoto et al. 1996, Wang et al. 

1999, Hirano et al. 2009). APT1 works as a thioesterase that catalyzes depalmitoylation of 

H-Ras (Duncan et al. 1998), G protein α subunit (Duncan et al. 2002), and the endothelial 

isoform of nitric oxide synthase (Yeh et al. 1999). Furthermore, APT1 was also reported as 

an oxyesterase that cleaves the octanoyl group of ghrelin (Shanado et al. 2004, Satou et al. 

2010). From the similarity of chemical structure with ghrelin, APT1 was hypothesized to 

be the most promising candidate for peak II, and this hypothesis was supported by 

LO-hydrolyzing activity of recombinant APT1 (Table 3). Moreover, as shown in Fig. 5, 

LO-hydrolyzing activity of peak II was almost inhibited by palmostatin B, a specific APT1 

inhibitor (Dekker et al. 2010, Rusch et al. 2011). Also, in the same way as ESD, a strong 

enzyme inhibition by DFP (Fig. 2) was consistent with the fact that APT1 is categorized in 

the serine hydrolase class of enzymes. These results demonstrated that APT1 consisted 

mostly of active peak II. 

Immunohistochemical analysis showed that ESD was highly localized in the 

cytoplasm and/or cytoplasmic vesicles of pulmonary epithelia (Fig. 6A), whereas APT1 

was highly expressed in the overall pulmonary epithelia and alveolar macrophages (Fig. 

6B). According to our previous reports, active metabolite laninamivir was highly 

maintained in the ELF and alveolar macrophages after inhaled administration of LO in 

healthy volunteers (Ishizuka et al. 2012). In addition, in mice intranasally administered LO, 
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the laninamivir was also deposited in the pulmonary tissue, especially in the epithelia. 

These results indicated that LO could be hydrolyzed into laninamivir in the pulmonary 

epithelia and/or alveolar macrophages, in which ESD and APT1 were mainly localized. 

Prodrugs require bioactivation by the metabolizing enzymes in order to demonstrate 

its therapeutic effect. Genetic polymorphism in the prodrug-activating enzymes can cause 

a crucial impact on the interindividual variability in the drug exposure and response, as 

reported in some drugs, such as clopidogrel (Shuldiner et al. 2009), codeine (VanderVaart 

et al. 2011), and tramadol (Gan et al. 2007). Regarding the LO-hydrolyzing enzymes, the 

genetic polymorphism has been identified for ESD in a previous report (Ebeli-Struijk et al. 

1976), in which the ESD*2 allele was commonly observed with a different gene frequency 

depending on ethnic groups. Additionally, it has been reported that the enzyme activity 

associated with ESD*2 was estimated to be 40% lower than that associated with ESD*1, 

using a typical substrate 4-methylumbelliferyl acetate (Horai and Matsunaga 1984). 

However, in the case of LO, this genetic factor would be unlikely to make a huge 

influence on the interindividual variability, since at least the two enzymes (ESD and 

APT1) were involved in the LO bioactivation and the contribution of multiple enzymes in 

the same reaction is considered to dilute the potential impact on the interindividual 

variability. Further assessment on this issue should be performed more precisely in the 

future. 

In conclusion, this study demonstrated that both ESD and APT1 would be key 

enzymes responsible for the bioactivation of LO in the human pulmonary tissue. These 

enzymes could play an important role for exhibiting anti-influenza virus activity when LO 

reached the respiratory tract after inhaled administration in humans. 
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Footnotes 

 

Kumiko Koyama and Yuji Ogura contributed equally to this work and should be 

considered as joint first authors. 
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Figure legends 

 

Figure 1. Chemical structures of laninamivir octanoate (LO) and its active metabolite 

laninamivir.  

After inhaled administration of LO in humans, the active metabolite laninamivir is 

generated by an enzymatic hydrolysis of the octanoyl ester moiety. When dissolved in 

water, LO is equilibrated at 9:1 (3-acyl form:2-acyl form) and therefore defined as a 

mixture of the 3-acyl form (major) and the 2-acyl form (minor).  

 

Figure 2. Enzymatic LO hydrolysis in human pulmonary subcellular fractions. 

A, shows LO-hydrolyzing activity in human pulmonary subcellular fractions (S9, cytosol, 

and microsomes). Each data represents the mean±S.E. in triplicate determinations. B, 

shows the inhibitory effect of typical esterase inhibitors on LO-hydrolyzing activity in 

human pulmonary S9. Each data represents the mean of triplicate determinations.  

 

Figure 3. A schematic diagram of proteomic correlation profiling to identify the 

candidates for LO-hydrolyzing enzymes. 

 

Figure 4. Selection of possible candidate proteins demonstrating LO-hydrolyzing 

activity in human pulmonary tissue. 

After fractionation of 105,000 g supernatant of NP-40 treated human pulmonary S9 by gel 

filtration chromatography, an aliquot of each fraction was assayed for the LO-hydrolyzing 

activity (solid line, left y-axis) and protein concentration (open bar, right y-axis). The 
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positions of the native molecular weight markers are indicated at the bottom. 

 

Figure 5. Inhibitory effect of palmostatin B on LO-hydrolyzing activity in the 

fractions eluted from gel filtration chromatography. 

An aliquot of each fraction was assayed for LO-hydrolyzing activity in the absence and 

presence of a specific APT1 inhibitor, palmostatin B (0.1 μM). The positions of the native 

molecular weight markers are indicated at the bottom. 

 

Figure 6. Representative immunohistochemical images of ESD and APT1 in human 

pulmonary tissue. 

Human pulmonary tissue sections were stained with anti-ESD antibody (A), anti-APT1 

antibody (B), and isotype control (C). After treatment with HPR-labeled anti-rabbit IgG, 

the antibody complex was visualized as a dark brown precipitate by using DAB as a 

substrate. 
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Table 1. Correlation between relative intensity of identified proteins and 
LO-hydrolyzing active peak I (fraction No. 26-32) on gel filtration chromatogram. 
 

Rank Uniprot 
ID 

Protein description Gene name Correlation 
coefficient 

1 Q96G03 Phosphoglucomutase-2 PGM2 0.9966  
2 Q9UBQ7 Glyoxylate reductase/hydroxypyruvate reductase GRHPR 0.9963  
3 P18669 Phosphoglycerate mutase 1 PGAM1 0.9953 * 
4 P62495 Eukaryotic peptide chain release factor subunit 1 ETF1 0.9930  
5 P36955 Pigment epithelium-derived factor SERPINF1 0.9824  
6 Q9HAT2 Sialate O-acetylesterase SIAE 0.9815 * 
7 P35270 Sepiapterin reductase SPR 0.9758  
8 O75131 Copine-3 CPNE3 0.9741  
9 Q99798 Aconitate hydratase, mitochondrial ACO2 0.9736  
10 O60888 Protein CutA CUTA 0.9728  
11 Q99729 Heterogeneous nuclear ribonucleoprotein A/B HNRNPAB 0.9714  
12 P09960 Leukotriene A-4 hydrolase LTA4H 0.9703 * 
13 O76003 Glutaredoxin-3 GLRX3 0.9693  
14 P23141 Liver carboxylesterase 1 CES1 0.9653 * 
15 O43598 Deoxyribonucleoside 5-monophosphate N-glycosidase RCL 0.9632 * 
16 Q13838 Spliceosome RNA helicase DDX39B DDX39B 0.9602 * 
17 P40926 Malate dehydrogenase, mitochondrial MDH2 0.9599  
18 Q9H0R4 Haloacid dehalogenase-like hydrolase domain-containing 

protein 2 
HDHD2 0.9578  

19 O15305 Phosphomannomutase 2 PMM2 0.9575  
20 P21695 Glycerol-3-phosphate dehydrogenase [NAD(+)], cytoplasmic GPD1 0.9519  
21 Q9Y3F4 Serine-threonine kinase receptor-associated protein STRAP 0.9478  
22 P13284 Gamma-interferon-inducible lysosomal thiol reductase IFI30 0.9458  
23 P10768 S-formylglutathione hydrolase ESD 0.9432 * 
24 P49407 Beta-arrestin-1 ARRB1 0.9432  
25 Q2TAA2 Isoamyl acetate-hydrolyzing esterase 1 homolog IAH1 0.9430 * 
26 P14866 Heterogeneous nuclear ribonucleoprotein L HNRNPL 0.9427  
27 Q0VGL1 UPF0539 protein C7orf59 C7orf59 0.9427  
28 Q9BUJ2 Heterogeneous nuclear ribonucleoprotein U-like protein 1 HNRNPUL

1 
0.9389  

29 Q9UHA4 Ragulator complex protein LAMTOR3 LAMTOR3 0.9340  
30 Q13813 Spectrin alpha chain, brain SPTAN1 0.9333  

 
Among the 1160 proteins identified, the top 30 candidates with high correlation coefficient 
between relative intensity of the identified proteins and LO-hydrolyzing active peak I 
(fraction No. 26-32) on gel filtration chromatogram are listed above. The asterisk 
represents hydrolase domain which was annotated by Uniprot. Identified peptides for each 
protein are listed in Supplemental Table 1. 
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Table 2. Correlation between relative intensity of identified proteins and 
LO-hydrolyzing active peak II (fraction No. 33-39) on gel filtration chromatogram. 
 

Rank Uniprot 
ID 

Protein description Gene name Correlation 
coefficient 

1 Q01995 Transgelin TAGLN 0.9982  
2 Q8WWI1 LIM domain only protein 7 LMO7 0.9978  
3 Q9UIJ7 GTP:AMP phosphotransferase, mitochondrial AK3 0.9974  
4 P80188 Neutrophil gelatinase-associated lipocalin LCN2 0.9971  
5 Q9UL25 Ras-related protein Rab-21 RAB21 0.9960  
6 Q9Y281 Cofilin-2 CFL2 0.9955  
7 P43034 Platelet-activating factor acetylhydrolase IB subunit alpha PAFAH1B1 0.9953  
8 P22061 Protein-L-isoaspartate(D-aspartate) O-methyltransferase PCMT1 0.9953  
9 Q15907 Ras-related protein Rab-11B;Ras-related protein Rab-11A RAB11B 0.9943  
10 P00568 Adenylate kinase isoenzyme 1 AK1 0.9935  
11 Q9Y2Q3 Glutathione S-transferase kappa 1 GSTK1 0.9896  
12 P11234 Ras-related protein Ral-B RALB 0.9879  
13 P61106 Ras-related protein Rab-14 RAB14 0.9873  
14 Q15493 Regucalcin RGN 0.9871  
15 Q9NRV9 Heme-binding protein 1 HEBP1 0.9867  
16 P07996 Thrombospondin-1 THBS1 0.9867  
17 P00915 Carbonic anhydrase 1 CA1 0.9867  
18 Q6IBS0 Twinfilin-2 TWF2 0.9860  
19 P52566 Rho GDP-dissociation inhibitor 2 ARHGDIB 0.9844  
20 O75367 Core histone macro-H2A.1 H2AFY 0.9841  
21 P46777 60S ribosomal protein L5 RPL5 0.9839  
22 P12814 Alpha-actinin-1 ACTN1 0.9838  
23 P25774 Cathepsin S CTSS 0.9823 * 
24 P00918 Carbonic anhydrase 2 CA2 0.9819  
25 P09382 Galectin-1 LGALS1 0.9813  
26 O75608 Acyl-protein thioesterase 1 APT1 0.9765 * 
27 Q6FI81 Anamorsin CIAPIN1 0.9753  
28 Q13938 Calcyphosin CAPS 0.9744  
29 Q05315 Eosinophil lysophospholipase CLC 0.9743 * 
30 Q15717 ELAV-like protein 1 ELAVL1 0.9736  

 
Among the 1003 proteins identified, the top 30 candidates with high correlation 
coefficient between relative intensity of the identified proteins and LO-hydrolyzing active 
peak II (fraction No. 33-39) on gel filtration chromatogram are listed above. The asterisk 
represents hydrolase domain which was annotated by Uniprot. Identified peptides for each 
protein are listed in Supplemental Table 2. 
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Table 3. LO-hydrolyzing activity of recombinant ESD and APT1. 
 
Enzyme source LO-hydrolyzing activity 
 pmol/min/mg 
Pulmonary S9 1.56±0.05 
rESD 232±16 
rAPT1 377±36 
BSA 0.105±0.022 

 
Candidate protein recombinants (rESD and rAPT1), pulmonary S9, and BSA (negative 
control) were incubated with 10 μM LO, and the enzyme activity was tested. Each value 
represents the mean±S.E. in triplicate determinations. 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


Fig. 1 

Laninamivir octanoate (LO) Laninamivir 

3-acyl form 
(major) 

2-acyl form 
(minor) 

 O CO2H

N
H

H

HO

H3C

O H
OCH3

H
HO

H3C

O

H N
H

NH

NH2

O CO2H

N
H

H

HO

H3C

HO H
OCH3

H
O

H N
H

NH

NH2

H3C

O

and

 
O CO2H

N
H

H

HO

H3C

HO H
OCH3

H
HO

H N
H

NH

NH2

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


Fig. 2 

0.0

0.5

1.0

1.5

2.0

2.5

LO
-h

yd
ro

ly
zi

ng
 a

ct
iv

ity
 (p

m
ol

/m
in

/m
g)

0

20

40

60

80

100

R
es

id
ua

l a
ct

iv
ity

 (%
 o

f c
on

tro
l)

Esterase inhibitor

0.01 mM
0.1 mM
1 mM

B A 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


Fig. 3 

Human pulmonary S9 

Gel filtration 
chromatography 

Enzyme assay Trypsin digestion 

LC-MS/MS protein 
identification and quantitation 

Correlation 
profiling 

Solubilization with Nonidet P-40 
Centrifugation at 105,000 g, 1 h, 4゜C 

Protein annotation 

Confirmation by recombinant proteins 

Supernatant Pellet 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


Fig. 4 

0

50

100

150

200

250

300

350

0.0

0.5

1.0

1.5

2.0

2.5

15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40

P
ro

te
in

 c
on

ce
nt

ra
tio

n 
(µ

g/
m

l) 

LO
-h

yd
ro

ly
zi

ng
 a

ct
iv

ity
 (U

/m
l)

Fraction number

 
 

 

 
 

 

Protein concentration
 

 
 

 

 
 

 

 
LO-hydrolyzing activity

Peak I 

670 kDa 158 kDa 44 kDa 17 kDa 

Peak II 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


0.0

0.5

1.0

1.5

2.0

2.5

15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40

LO
-h

yd
ro

ly
zi

ng
 a

ct
iv

ity
 (U

/m
l)

Fraction number

Fig. 5 

Peak I 

670 kDa 158 kDa 44 kDa 17 kDa 

Peak II 

 
 

 

Control
Palmostatin B

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


Fig. 6

A B

C

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on March 28, 2014 as DOI: 10.1124/dmd.114.057620

 at A
SPE

T
 Journals on A

pril 9, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 1 

Supplemental data 

 

Drug Metabolism and Disposition 

 

Identification of bioactivating enzymes involved in the hydrolysis of laninamivir 
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Supplemental Table 1. Identified peptide sequences in Table 1. 
 

Rank Uniprot 
ID 

Protein description Gene name Sequence 

1 Q96G03 Phosphoglucomutase-2 PGM2 AAPEGSGLGEDAR 
    AFDLVPPEAVPEQKDPDPEFPTVK 
    AIYVEYGYHITK 
    DGVSAAVISAELASFLATK 
    DTYMLSSTVSSK 
    ELNELVSAIEEHFFQPQK 
    FEISAIR 
    GIVISFDAR 
    GVLTLSFALADK 
    IVLANDPDADR 
    IVLANDPDADRLAVAEK 
    LAATTFISQGIPVYLFSDITPTPFVPFTVSHLK 
    LDQETAQWLR 
    MEFGTAGLR 
    MNDLTIIQTTQGFCR 
    NLSLSQQLK 
    SALKDTYMLSSTVSSK 
    VYWDNGAQIISPHDK 
    YPNPEEGK 
    YPNPEEGKGVLTLSFALADK 
    YYAELCAPPGNSDPEQLKK 
2 Q9UBQ7 Glyoxylate reductase/hydroxypyruvate reductase GRHPR AADCEVEQWDSDEPIPAKELER 
    ETAVFINISR 
    GDVVNQDDLYQALASGK 
    GVAGAHGLLCLLSDHVDKR 
    IAAAGLDVTSPEPLPTNHPLLTLK 
    IGQAIAR 
    ILDAAGANLK 
    MKETAVFINISR 
    NCVILPHIGSATHR 
    NTMSLLAANNLLAGLR 
    RLPEAIEEVK 
    VISTMSVGIDHLALDEIK 
3 P18669 Phosphoglycerate mutase 1 PGAM1 ALPFWNEEIVPQIK 
    AMEAVAAQGK 
    DAGYEFDICFTSVQK 



 3 

    FSGWYDADLSPAGHEEAK 
    FSGWYDADLSPAGHEEAKR 
    HGESAWNLENR 
    HLEGLSEEAIMELNLPTGIPIVYELDK 
    HYGGLTGLNK 
    KAMEAVAAQGK 
    NLKPIKPMQFLGDEETVR 
    RSYDVPPPPMEPDHPFYSNISK 
    RVLIAAHGNSLR 
    SYDVPPPPMEPDHPFYSNISK 
    VLIAAHGNSLR 
    YADLTEDQLPSCESLK 
    YADLTEDQLPSCESLKDTIAR 
4 P62495 Eukaryotic peptide chain release factor subunit 1 ETF1 ADDPSAADRNVEIWK 
    FGATLEIVTDK 
    FHTEALTALLSDDSK 
    GFGGIGGILR 
    LSVLGAITSVQQR 
    LVDISYGGENGFNQAIELSTEVLSNVK 
    TELSQSDMFDQR 
    VNVAGLVLAGSADFK 
    YCFGVEDTLK 
    YVLHCQGTEEEK 
5 P36955 Pigment epithelium-derived factor SERPINF1 ALYYDLISSPDIHGTYK 
    DTDTGALLFIGK 
    ELLDTVTAPQK 
    KTSLEDFYLDEER 
    LAAAVSNFGYDLYR 
    LDLQEINNWVQAQMK 
    LQSLFDSPDFSK 
    LSYEGEVTK 
    SSFVAPLEK 
    TSLEDFYLDEER 
    TVQAVLTVPK 
    VPMMSDPK 
    YGLDSDLSCK 
6 Q9HAT2 Sialate O-acetylesterase SIAE ELSNTAAYQSVR 
    FASYINNDMVLQK 
    HLYDTLQYPIGLIASSWGGTPIEAWSSGR 
    IFEISCCSDHR 
7 P35270 Sepiapterin reductase SPR DMLFQVLALEEPNVR 



 4 

    SGAHVDFYDK 
    TVVNISSLCALQPFK 
    VLNYAPGPLDTDMQQLAR 
    VPADLGAEAGLQQLLGALR 
8 O75131 Copine-3 CPNE3 DIVQFVPFR 
    ISLNSLCYGDMDK 
    LYGPTNFSPIINHVAR 
    NNLNPVWRPFK 
    SPLGEVAIR 
    SSPVEFECINEK 
    TFIIDYYFEVVQK 
    VALNVSCANLLDK 
    VECYDYDNDGSHDLIGTFQTTMTK 
    VVLFEMEAR 
9 Q99798 Aconitate hydratase, mitochondrial ACO2 AKDINQEVYNFLATAGAK 
    CTTDHISAAGPWLK 
    DGYAQILR 
    DINQEVYNFLATAGAK 
    DLGGIVLANACGPCIGQWDR 
    EGWPLDIR 
    FNPETDYLTGTDGK 
    GGTGAIVEYHGPGVDSISCTGMATICNMGAEIGATTSVFP

YNHR 
    GHLDNISNNLLIGAINIENGK 
    IVYGHLDDPASQEIER 
    KQGLLPLTFADPADYNK 
    LQLLEPFDKWDGKDLEDLQILIK 
    LTGSLSGWSSPK 
    LTIQGLK 
    NAVTQEFGPVPDTAR 
    NTIVTSYNR 
    QGLLPLTFADPADYNK 
    SQFTITPGSEQIR 
    VAGILTVK 
    VAMQDATAQMAMLQFISSGLSK 
    VGLIGSCTNSSYEDMGR 
    WVVIGDENYGEGSSR 
10 O60888 Protein CutA CUTA GKIEEDSEVLMMIK 
    LAACVNLIPQITSIYEWK 
    SVHPYEVAEVIALPVEQGNFPYLQWVR 
    TQSSLVPALTDFVR 
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11 Q99729 Heterogeneous nuclear ribonucleoprotein A/B HNRNPAB EVYQQQQYGSGGR 
    EYFGEFGEIEAIELPMDPK 
    GFGFILFK 
    GFVFITFK 
    MFVGGLSWDTSK 
    MFVGGLSWDTSKK 
12 P09960 Leukotriene A-4 hydrolase LTA4H AILPCQDTPSVK 
    APLPLGHIK 
    ASMHPVTAMLVGK 
    CSVDFTR 
    DFLYSYFK 
    DGETPDPEDPSR 
    DGETPDPEDPSRK 
    DLAAFDK 
    DLSSHQLNEFLAQTLQR 
    EDDLNSFNATDLK 
    EHPYLFSQCQAIHCR 
    ELVALMSAIR 
    ELVALMSAIRDGETPDPEDPSR 
    GSPMEISLPIALSK 
    HFNALGGWGELQNSVK 
    LTYTAEVSVPK 
    LVVDLTDIDPDVAYSSVPYEK 
    MQEVYNFNAINNSEIR 
    NQEIVIEISFETSPK 
    PEIVDTCSLASPASVCR 
    RTLTGTAALTVQSQEDNLR 
    SAYEFSETESMLK 
    SITTDDWK 
    SLSNVIAHEISHSWTGNLVTNK 
    SSALQWLTPEQTSGK 
    TFGETHPFTK 
    TLTGTAALTVQSQEDNLR 
    TLVWSEK 
    TLVWSEKEQVEK 
    TWDHFWLNEGHTVYLER 
    VVINGQEVK 
    WEDAIPLALK 
13 O76003 Glutaredoxin-3 GLRX3 ELEASEELDTICPK 
    LEAEGVPEVSEK 
    YEISSVPTFLFFK 
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14 P23141 Liver carboxylesterase 1 CES1 AGQLLSELFTNR 
    AISESGVALTSVLVK 
    AVEKPPQTEHIEL 
    DAGAPTYMYEFQYR 
    DKEVAFWTNLFAK 
    EGASEEEIR 
    EGYLQIGANTQAAQK 
    ELIPEATEK 
    ESQPLLGTVIDGMLLLK 
    EVAFWTNLFAK 
    FLSLDLQGDPR 
    FWANFAR 
    GDVKPLAEQIAITAGCK 
    GNWGHLDQVAALR 
    KAVEKPPQTEHIEL 
    KENIPLK 
    KGDVKPLAEQIAITAGCK 
    LGIWGFFSTGDEHSR 
    LKDKEVAFWTNLFAK 
    LSEDCLYLNIYTPADLTK 
    NFHTVPYMVGINK 
    PSFSSDMKPK 
    QEFGWLIPMQLMSYPLSEGQLDQK 
    QKTEEELLETTLK 
    SYPLVCIAK 
    TAMSLLWK 
    TPEELQAER 
    TTTSAVMVHCLR 
    TVIGDHGDELFSVFGAPFLK 
    YLGGTDDTVK 
15 O43598 Deoxyribonucleoside 5-monophosphate N-glycosidase RCL FGTVLTEHVAAAELGAR 
    FQVWDYEEGEVEALLDR 
    LIHEQDLEWLQQADVVVAEVTQPSLGVGYELGR 
16 Q13838 Spliceosome RNA helicase DDX39B DDX39B AIVDCGFEHPSEVQHECIPQAILGMDVLCQAK 
    CIALAQLLVEQNFPAIAIHR 
    DFLLKPELLR 
    DVQEIFR 
    ELAFQISK 
    FMQDPMEIFVDDETK 
    GLAITFVSDENDAK 
    GSYVSIHSSGFR 



 7 

    HFILDECDK 
    HFILDECDKMLEQLDMR 
    ILVATNLFGR 
    LTLHGLQQYYVK 
    MLEQLDMR 
    NCPHIVVGTPGR 
    QVMMFSATLSK 
    RDVQEIFR 
    TAVFVLATLQQLEPVTGQVSVLVMCHTR 
    VAVFFGGLSIK 
    VNIAFNYDMPEDSDTYLHR 
17 P40926 Malate dehydrogenase, mitochondrial MDH2 AGAGSATLSMAYAGAR 
    ANTFVAELK 
    EGVVECSFVK 
    FVFSLVDAMNGK 
    GCDVVVIPAGVPR 
    GYLGPEQLPDCLK 
    HGVYNPNK 
    IFGVTTLDIVR 
    IQEAGTEVVK 
    LTLYDIAHTPGVAADLSHIETK 
    MISDAIPELK 
    NSPLVSR 
    SQETECTYFSTPLLLGK 
    TIIPLISQCTPK 
    VAVLGASGGIGQPLSLLLK 
    VDFPQDQLTALTGR 
    VNVPVIGGHAGK 
    VSSFEEK 
18 Q9H0R4 Haloacid dehalogenase-like hydrolase domain-containing protein 2 HDHD2 AVLVDLSGTLHIEDAAVPGAQEALKR 
    DGLALGPGPFVTALEYATDTK 
    KLEFDISEDEIFTSLTAAR 
    LLLDGAPLIAIHK 
    PMLLVDDR 
    TFFLEALR 
19 O15305 Phosphomannomutase 2 PMM2 IGVVGGSDFEK 
    NGMLNVSPIGR 
    QNIQSHLGEALIQDLINYCLSYIAK 
    TMGYSVTAPEDTR 
    VQEQLGNDVVEK 
    YDYVFPENGLVAYK 



 8 

20 P21695 Glycerol-3-phosphate dehydrogenase [NAD(+)], cytoplasmic GPD1 GLVDKFPLFMAVYK 
    GVDEGPNGLK 
    IVGGNAAQLAQFDPR 
    KLTEIINTQHENVK 
    LGLMEMIAFAK 
    LISEVIGER 
    VTMWVFEEDIGGK 
21 Q9Y3F4 Serine-threonine kinase receptor-associated protein STRAP CVLPEEDSGELAKPK 
    FSPDGELYASGSEDGTLR 
    LWQTVVGK 
    QGDTGDWIGTFLGHK 
    TVDFTQDSNYLLTGGQDK 
    VWDAVSGDELMTLAHK 
    YDYNSGEELESYK 
22 P13284 Gamma-interferon-inducible lysosomal thiol reductase IFI30 CQHGEEECKFNK 
    GMQLMHANAQR 
    PLEDQTQLLTLVCQLYQGK 
    SLPLCLQLYAPGLSPDTIMECAMGDR 
    TDALQPPHEYVPWVTVNGK 
23 P10768 S-formylglutathione hydrolase ESD AFSGYLGTDQSK 
    AYDATHLVK 
    CFGGLQK 
    CPALYWLSGLTCTEQNFISK 
    FAVYLPPK 
    GCNIKGEDESWDFGTGAGFYVDATEDPWK 
    GEDESWDFGTGAGFYVDATEDPWK 
    KAFSGYLGTDQSK 
    LQEGYDHSYYFIATFITDHIR 
    MSIFGHSMGGHGALICALK 
    MYSYVTEELPQLINANFPVDPQR 
    SGYHQSASEHGLVVIAPDTSPR 
    SVSAFAPICNPVLCPWGK 
    SYPGSQLDILIDQGKDDQFLLDGQLLPDNFIAACTEK 
    VFEHDSVELNCK 
24 P49407 Beta-arrestin-1 ARRB1 AFCAENLEEK 
    CPVAMEEADDTVAPSSTFCK 
    DFVDHIDLVDPVDGVVLVDPEYLK 
    EDLDVLGLTFR 
    QYADICLFNTAQYK 
    VQYAPERPGPQPTAETTR 
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    VYVTLTCAFR 
    YGREDLDVLGLTFR 
25 Q2TAA2 Isoamyl acetate-hydrolyzing esterase 1 homolog IAH1 ALCEAAGCGSALLWPR 
    GNEFLFSHLWPLIEK 
    SMVQYLK 
    VILITPTPLCETAWEEQCIIQGCK 
    VSSLPLLLPYWR 
26 P14866 Heterogeneous nuclear ribonucleoprotein L HNRNPL AITHLNNNFMFGQK 
    ASLNGADIYSGCCTLK 
    FSTPEQAAK 
    IQHPSNVLHFFNAPLEVTEENFFEICDELGVK 
    ISRPGDSDDSR 
    LNVCVSK 
    NDQDTWDYTNPNLSGQGDPGSNPNK 
    NDQDTWDYTNPNLSGQGDPGSNPNKR 
    NGVQAMVEFDSVQSAQR 
    NPNGPYPYTLK 
    QPAIMPGQSYGLEDGSCSYK 
    QPAIMPGQSYGLEDGSCSYKDFSESR 
    SDALETLGFLNHYQMK 
    SKPGAAMVEMADGYAVDR 
    SSSGLLEWESK 
    TPASPVVHIR 
    VFNVFCLYGNVEK 
27 Q0VGL1 UPF0539 protein C7orf59 C7orf59 LSVVFGEHTLLVTVSGQR 
    TSALTQGLER 
28 Q9BUJ2 Heterogeneous nuclear ribonucleoprotein U-like protein 1 HNRNPUL

1 EALGGQALYPHVLVK 

    INEEISVK 
    NYILDQTNVYGSAQR 
    SSGYPLTIEGFAYLWSGAR 
    TDEEGKDVPDHAVLEMK 
    WDVLIQQATQCLNR 
    WMGIAFR 
    YNILGTNAIMDK 
29 Q9UHA4 Ragulator complex protein LAMTOR3 LAMTOR3 ELAPLFEELR 
    LPLVVSFIASSSANTGLIVSLEK 
    SIICYYNTYQVVQFNR 
30 Q13813 Spectrin alpha chain, brain SPTAN1 AALLELWELR 
    AALLELWELRR 
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    ADVVESWIGEK 
    ADVVESWIGEKENSLK 
    AGTFQAFEQFGQQLLAHGHYASPEIK 
    AINVQEEK 
    AKLDENSAFLQFNWK 
    ALCAEADRLQQSHPLSATQIQVK 
    ALINADELASDVAGAEALLDR 
    ALSSEGKPYVTK 
    AQLADSFHLQQFFR 
    ASAFNSWFENAEEDLTDPVR 
    CNSLEEIK 
    CTELNQAWSSLGK 
    DADETKEWIEEK 
    DCEQAENWMAAR 
    DGHVSLQEYMAFMISR 
    DLAALEDK 
    DLAALEDKVK 
    DLAALGDK 
    DLAALGDKVNSLGETAER 
    DLASVNNLLK 
    DLASVQALLR 
    DLIGVQNLLK 
    DLMSWINGIR 
    DLNSQADSLMTSSAFDTSQVK 
    DLSSVQTLLTK 
    DLTGVQNLR 
    DLTNVQNLQK 
    DLTSWVTEMK 
    DMDDEESWIK 
    DMDDEESWIKEK 
    DQLLAAK 
    DRVNDVCTNGQDLIKK 
    DTEQVDNWMSK 
    DVDEIEAWISEK 
    DVDETISWIK 
    DVEDEETWIR 
    DVTGAEALLER 
    EAALTSEEVGADLEQVEVLQK 
    EAIVTSEELGQDLEHVEVLQK 
    EANQQQQFNR 
    ECEDVMDWINDK 



 11 

    EELITNWEQIR 
    EELYQNLTR 
    EKEPIAASTNR 
    EKEPIVGSTDYGKDEDSAEALLK 
    EKEQLMASDDFGR 
    EKLTVLSEER 
    ELPTAFDYVEFTR 
    ELVLALYDYQEK 
    ENLLEEQGSIALR 
    EQLMASDDFGR 
    EQLMASDDFGRDLASVQALLR 
    ERELELQK 
    FEEFQTDMAAHEER 
    FNRDVDETISWIK 
    GACAGSEDAVK 
    GEIDAHEDSFK 
    GKDLIGVQNLLK 
    GLVSSDELAK 
    GLVSSDELAKDVTGAEALLER 
    GNAMVEEGHFAAEDVK 
    GRELPTAFDYVEFTR 
    GVIDMGNSLIER 
    HALLEADVAAHQDR 
    HEAFETDFTVHK 
    HEALMSDLSAYGSSIQALR 
    HQAFEAELHANADR 
    HQAFEAELSANQSR 
    HQAFEAEVQANSGAIVK 
    HQALQAEIAGHEPR 
    HQEHKGEIDAHEDSFK 
    HQLLEADISAHEDR 
    IAALQAFADQLIAAGHYAK 
    IDGITIQAR 
    IEDLGAAMEEALILDNK 
    ITALDEFATK 
    KASAFNSWFENAEEDLTDPVR 
    KFDDFQK 
    KFEEFQTDMAAHEER 
    KGDILTLLNSTNK 
    KGDILTLLNSTNKDWWK 
    KHEAFETDFTVHK 



 12 

    KHEALMSDLSAYGSSIQALR 
    KHQALQAEIAGHEPR 
    KHQLLEADISAHEDR 
    KIEDLGAAMEEALILDNK 
    KLDPAQSASR 
    KLLEATELK 
    KLLVGSEDYGR 
    KLSDDNTIGKEEIQQR 
    KQEALVAR 
    KVEDLFLTFAK 
    LAALADQWQFLVQK 
    LAQFVEHWK 
    LDENSAFLQFNWK 
    LDETGNLMISEGHFASETIR 
    LDILDQER 
    LEAELAAHEPAIQGVLDTGK 
    LEAELAAHEPAIQGVLDTGKK 
    LEESLEYQQFVANVEEEEAWINEK 
    LFGAAEVQR 
    LGESQTLQQFSR 
    LIDVNHYAK 
    LIQEQHPEEELIK 
    LIQNNHYAMEDVATR 
    LIQNNHYAMEDVATRR 
    LIQSHPESAEDLQEK 
    LKDLNSQADSLMTSSAFDTSQVK 
    LLEAQSHFR 
    LLEATELK 
    LLVGSEDYGR 
    LMVHTVATFNSIK 
    LNHQEFK 
    LQIASDENYKDPTNLQGK 
    LQQSHPLSATQIQVK 
    LQTASDESYKDPTNIQSK 
    LREANQQQQFNR 
    LSDDNTIGKEEIQQR 
    LTVLSEER 
    MMLDQCLELQLFHR 
    MNEVISLWK 
    MQHNLEQQIQAR 
    MTLVASEDYGDTLAAIQGLLK 



 13 

    NQALNTDNYGHDLASVQALQR 
    NTTGVTEEALK 
    NVEDIELWLYEVEGHLASDDYGK 
    NVEDIELWLYEVEGHLASDDYGKDLTNVQNLQK 
    QDEVNAAWQR 
    QEAFLLNEDLGDSLDSVEALLK 
    QEFAQHANAFHQWIQETR 
    QETFDAGLQAFQQEGIANITALK 
    QETFDAGLQAFQQEGIANITALKDQLLAAK 
    QFQDAGHFDAENIK 
    QGFVPAAYVK 
    QKLDILDQER 
    QQVAPTDDETGK 
    QQVAPTDDETGKELVLALYDYQEK 
    QQYEQCMDLQLFYR 
    QWELLLEK 
    REELITNWEQIR 
    RLEAELAAHEPAIQGVLDTGK 
    RQDLEDSLQAQQYFADANEAESWMR 
    RQQVLDR 
    SADESGQALLAAGHYASDEVR 
    SLQQLAEER 
    SQLLGSAHEVQR 
    SSEEIESAFR 
    SSLSSAQADFNQLAELDR 
    TATDEAYKDPSNLQGK 
    TKQDEVNAAWQR 
    TYLLDGSCMVEESGTLESQLEATK 
    TYLLDGSCMVEESGTLESQLEATKR 
    VASNPYTWFTMEALEETWR 
    VLETAEDIQER 
    VNDVCTNGQDLIK 
    VNDVCTNGQDLIKK 
    VNEVNQFAAK 
    VNSLGETAER 
    WSQLLANSAAR 
    YEALKEPMVAR 
    YTEHSTVGLAQQWDQLDQLGMR 
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Supplemental Table 2. Identified peptide sequences in Table 2. 
 

Rank Uniprot 
ID 

Protein description Gene name Sequence 

1 Q01995 Transgelin TAGLN AAEDYGVIK 
    DMAAVQR 
    EFTESQLQEGK 
    GDPNWFMK 
    KYDEELEER 
    LGFQVWLK 
    LVEWIIVQCGPDVGRPDR 
    LVNSLYPDGSK 
    LVNSLYPDGSKPVK 
    LVNSLYPDGSKPVKVPENPPSMVFK 
    NGVILSK 
    PVKVPENPPSMVFK 
    QMEQVAQFLK 
    TDMFQTVDLFEGK 
    TDMFQTVDLFEGKDMAAVQR 
    TLMALGSLAVTK 
    VPENPPSMVFK 
    YDEELEER 
2 Q8WWI1 LIM domain only protein 7 LMO7 AQETGHLVMDVR 
    FSYNDSKEWEEAMAK 
    ISINQTPGK 
    KWEQQLQEEQEQKR 
    SLDFGFTIK 
    SQDQFSDMR 
3 Q9UIJ7 GTP:AMP phosphotransferase, mitochondrial AK3 AVIMGAPGSGK 
    AYEDQTKPVLEYYQK 
    AYQIDTVINLNVPFEVIK 
    EDDKPETVIK 
    GVLETFSGTETNK 
    HLSSGDLLR 
    NLTQYSWLLDGFPR 
    TLPQAEALDR 
    TVGIDDLTGEPLIQR 
4 P80188 Neutrophil gelatinase-associated lipocalin LCN2 ELTSELK 
    ELTSELKENFIR 
    MYATIYELK 



 15 

    MYATIYELKEDK 
    SLGLPENHIVFPVPIDQCIDG 
    SYPGLTSYLVR 
    TFVPGCQPGEFTLGNIK 
    TKELTSELK 
    TKELTSELKENFIR 
    VPLQQNFQDNQFQGK 
    VPLQQNFQDNQFQGKWYVVGLAGNAILR 
    VVSTNYNQHAMVFFK 
    WYVVGLAGNAILR 
5 Q9UL25 Ras-related protein Rab-21 RAB21 AAAGGGGGGAAAAGR 
    DSNGAILVYDITDEDSFQK 
    FHALGPIYYR 
    GIEELFLDLCK 
    GIEELFLDLCKR 
    HITTLQASFLTK 
    HVSIQEAESYAESVGAK 
    MIETAQVDER 
    MLGNEICLCIVGNK 
    RVNLAIWDTAGQER 
    VNLAIWDTAGQER 
    VVLLGEGCVGK 
6 Q9Y281 Cofilin-2 CFL2 ASGVTVNDEVIK 
    AVLFCLSDDKR 
    ESKKEDLVFIFWAPESAPLK 
    HEWQVNGLDDIKDR 
    KEDLVFIFWAPESAPLK 
    LLPLNDCR 
    QIIVEEAK 
    QILVGDIGDTVEDPYTSFVK 
    YALYDATYETK 
7 P43034 Platelet-activating factor acetylhydrolase IB subunit alpha PAFAH1B1 GHTDSVQDISFDHSGK 
    GVLFHSGGK 
    LLASCSADMTIK 
    LWDFQGFECIR 
    MVRPNQDGTLIASCSNDQTVR 
    MWEVQTGYCVK 
    TAPYVVTGSVDQTVK 
    TLNAHEHFVTSLDFHK 
    VIFHPVFSVMVSASEDATIK 
    VWDYETGDFER 



 16 

    VWVVATK 
    YAGLLEK 
8 P22061 Protein-L-isoaspartate(D-aspartate) O-methyltransferase PCMT1 ALDVGSGSGILTACFAR 
    ELVDDSVNNVR 
    KDDPTLLSSGR 
    LILPVGPAGGNQMLEQYDK 
    MGYAEEAPYDAIHVGAAAPVVPQALIDQLKPGGR 
    MKPLMGVIYVPLTDK 
    SGGASHSELIHNLR 
    TDKVFEVMLATDR 
    VFEVMLATDR 
    VIGIDHIK 
    VQLVVGDGR 
9 Q15907 Ras-related protein Rab-11B;Ras-related protein Rab-11A RAB11B AITSAYYR 
    AQIWDTAGQER 
    DDEYDYLFK 
    DHADSNIVIMLVGNK 
    GAVGALLVYDIAK 
    GTRDDEYDYLFK 
    HLTYENVER 
    NEFNLESK 
    NILTEIYR 
    NNLSFIETSALDSTNVEEAFK 
    SIQVDGK 
    STIGVEFATR 
    VVLIGDSGVGK 
10 P00568 Adenylate kinase isoenzyme 1 AK1 ATEPVIAFYEK 
    EVQQGEEFER 
    EVQQGEEFERR 
    GFLIDGYPR 
    GQLVPLETVLDMLR 
    IGQPTLLLYVDAGPETMTQR 
    IIFVVGGPGSGK 
    KLSEIMEK 
    KVNAEGSVDSVFSQVCTHLDALK 
    LSEIMEK 
    VDDNEETIK 
    VDDNEETIKK 
    VNAEGSVDSVFSQVCTHLDALK 
    YGYTHLSTGDLLR 
11 Q9Y2Q3 Glutathione S-transferase kappa 1 GSTK1 AGMSAEQAQGLLEK 
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    DFLSVMLEK 
    DSGNKPPGLLPR 
    FLTAVNLEHPEMLEK 
    HHLQIPIHFPK 
    MELLAHLLGEK 
    NEDITEPQSILAAAEK 
    YGAFGLPITVAHVDGQTHMLFGSDR 
    YQNIWNINLQLRPSLITGIMK 
12 P11234 Ras-related protein Ral-B RALB AEEDKIPLLVVGNK 
    AEEWGVQYVETSAK 
    ANVDKVFFDLMR 
    KVVLDGEEVQIDILDTAGQEDYAAIR 
    RQVPVEEAR 
    SALTLQFMYDEFVEDYEPTK 
    SKAEEWGVQYVETSAK 
    VFFDLMR 
    VIMVGSGGVGK 
    VKAEEDKIPLLVVGNK 
    VVLDGEEVQIDILDTAGQEDYAAIR 
13 P61106 Ras-related protein Rab-14 RAB14 ATAPYNYSYIFK 
    FMADCPHTIGVEFGTR 
    GAAGALMVYDITR 
    IIEVSGQK 
    NLTNPNTVIILIGNK 
    QFAEENGLLFLEASAK 
    SCLLHQFTEK 
    STYNHLSSWLTDAR 
    TGENVEDAFLEAAK 
    TGENVEDAFLEAAKK 
    YIIIGDMGVGK 
14 Q15493 Regucalcin RGN CGESPVWEEVSNSLLFVDIPAKK 
    DGMDPEGLLR 
    EEQIPDGMCIDAEGK 
    EQSAVVLATVDNDKK 
    FCALNWK 
    HQGALYSLFPDHHVK 
    IECVLPENCR 
    LWVACYNGGR 
    NYSEMYVTCAR 
    QSGGYVATIGTK 
    VTMDAPVSSVALR 



 18 

    YFAGTMAEETAPAVLER 
    YFDQVDISNGLDWSLDHK 
15 Q9NRV9 Heme-binding protein 1 HEBP1 AALEGTATYR 
    EADYVAQATR 
    EGITVYSMQFGGYAK 
    FATVEVTDKPVDEALR 
    GDIYFCTGYDPPMKPYGR 
    GDKEEVAYEER 
    GIGMGMTVPISFAVFPNEDGSLQK 
    GIGMGMTVPISFAVFPNEDGSLQKK 
    IPNQFQSDPPAPSDK 
    NSLFGSVETWPWQVLSK 
    RNEIWLLK 
16 P07996 Thrombospondin-1 THBS1 AGTLDLSLTVQGK 
    AQGYSGLSVK 
    CENTDPGYNCLPCPPR 
    CNYLGHYSDPMYR 
    CTSYPDGSWK 
    DCVGDVTENQICNK 
    DHSGQVFSVVSNGK 
    DLQAICGISCDELSSMVLELR 
    DNCQYVYNVDQR 
    FQDLVDAVR 
    FQMIPLDPK 
    FTGSQPFGQGVEHATANK 
    FVFGTTPEDILR 
    FYVVMWK 
    GFLLLASLR 
    GGVNDNFQGVLQNVR 
    GPDPSSPAFR 
    GTLLALER 
    GTSQNDPNWVVR 
    IEDANLIPPVPDDKFQDLVDAVR 
    IMADSGPIYDK 
    KDHSGQVFSVVSNGK 
    KVTEENKELANELR 
    LCNNPTPQFGGK 
    LCNSPSPQMNGKPCEGEAR 
    LVPNPDQK 
    MENAELDVPIQSVFTR 
    NALWHTGNTPGQVR 



 19 

    NNEEWTVDSCTECHCQNSVTICK 
    QHVVSVEEALLATGQWK 
    QVTQSYWDTNPTR 
    RPPLCYHNGVQYR 
    SITLFVQEDR 
    TCHIQECDKR 
    TIVTTLQDSIR 
    TKDLQAICGISCDELSSMVLELR 
    VTEENKELANELR 
17 P00915 Carbonic anhydrase 1 CA1 ADGLAVIGVLMK 
    ASPDWGYDDK 
    ASPDWGYDDKNGPEQWSK 
    EIINVGHSFHVNFEDNDNR 
    ESISVSSEQLAQFR 
    GGPFSDSYR 
    HDTSLKPISVSYNPATAK 
    LFQFHFHWGSTNEHGSEHTVDGVK 
    LYPIANGNNQSPVDIK 
    NGPEQWSK 
    PISVSYNPATAK 
    SLLSNVEGDNAVPMQHNNR 
    SLLSNVEGDNAVPMQHNNRPTQPLK 
    TSETKHDTSLKPISVSYNPATAK 
    VLDALQAIK 
    YSAELHVAHWNSAK 
    YSSLAEAASK 
    YSSLAEAASKADGLAVIGVLMK 
18 Q6IBS0 Twinfilin-2 TWF2 AHQTGIHATEELK 
    AHQTGIHATEELKEFFAK 
    AVLPLLDAQQPCYLLYR 
    DDLSFAGYQK 
    ETIELVHTEPTDVAQLPSR 
    HLSSCAAPAPLTSAER 
    HQTLQGLAFPLQPEAQR 
    IEIGDGAELTAEFLYDEVHPK 
    KIEIGDGAELTAEFLYDEVHPK 
    LDSQNAQGFEWLFLAWSPDNSPVR 
    LLDSVEQDFHLEIAK 
    MLYAATR 
    MVNYIQMK 
    VVIEDEQLVLGASQEPVGR 



 20 

    WDQDYDR 
    YHFFLYK 
19 P52566 Rho GDP-dissociation inhibitor 2 ARHGDIB APEPHVEEDDDDELDSK 
    APNVVVTR 
    ATFMVGSYGPRPEEYEFLTPVEEAPK 
    DIVSGLK 
    ELQEMDKDDESLIK 
    KETIVLK 
    LTLVCESAPGPITMDLTGDLEALK 
    LTLVCESAPGPITMDLTGDLEALKK 
    QDHLSWEWNLSIK 
    SFFTDDDKQDHLSWEWNLSIK 
    SLKELQEMDKDDESLIK 
    TEKAPEPHVEEDDDDELDSK 
    TLLGDGPVVTDPK 
    YVQHTYR 
20 O75367 Core histone macro-H2A.1 H2AFY AGVIFPVGR 
    AISSYFVSTMSSSIK 
    EFVEAVLELR 
    FVIHCNSPVWGADK 
    FVIHCNSPVWGADKCEELLEK 
    GVTIASGGVLPNIHPELLAK 
    HILLAVANDEELNQLLK 
    NCLALADDK 
    NCLALADDKK 
    NGPLEVAGAAVSAGHGLPAK 
    QTAAQLILK 
    SIAFPSIGSGR 
    SLFLGQK 
    TVYFVLFDSESIGIYVQEMAK 
21 P46777 60S ribosomal protein L5 RPL5 DIICQIAYAR 
    EFNAEVHR 
    FPGYDSESK 
    GAVDGGLSIPHSTK 
    HIMGQNVADYMR 
    IEGDMIVCAAYAHELPK 
    NSVTPDMMEEMYK 
    NSVTPDMMEEMYKK 
    QFSQYIK 
    RFPGYDSESK 
    VGLTNYAAAYCTGLLLAR 



 21 

    YLMEEDEDAYKK 
22 P12814 Alpha-actinin-1 ACTN1 ACLISLGYDIGNDPQGEAEFAR 
    AGTQIENIEEDFR 
    AGTQIENIEEDFRDGLK 
    AIMTYVSSFYHAFSGAQK 
    ALDFIASK 
    ASFNHFDR 
    ASFNHFDRDHSGTLGPEEFK 
    ASIHEAWTDGK 
    ATLPDADKER 
    CQLEINFNTLQTK 
    DDPLTNLNTAFDVAEK 
    DGLGFCALIHR 
    DHSGTLGPEEFK 
    DLLLDPAWEK 
    DQALTEEHAR 
    DYETATLSEIK 
    EGLLLWCQR 
    ELPPDQAEYCIAR 
    ETADTDTADQVMASFK 
    FAIQDISVEETSAK 
    GISQEQMNEFR 
    GYEEWLLNEIR 
    GYEEWLLNEIRR 
    HEAFESDLAAHQDR 
    HRPELIDYGK 
    HTNYTMEHIR 
    ICDQWDNLGALTQK 
    IDQLEGDHQLIQEALIFDNK 
    ILAGDKNYITMDELR 
    IMSIVDPNR 
    ISIEMHGTLEDQLSHLR 
    IVQTYHVNMAGTNPYTTITPQEINGK 
    KAGTQIENIEEDFR 
    KAGTQIENIEEDFRDGLK 
    KDDPLTNLNTAFDVAEK 
    KHEAFESDLAAHQDR 
    KTFTAWCNSHLR 
    LAILGIHNEVSK 
    LASDLLEWIR 
    LDHLAEK 



 22 

    LGVVTFQAFIDFMSR 
    LLETIDQLYLEYAK 
    LLETIDQLYLEYAKR 
    LMLLLEVISGER 
    LRKDDPLTNLNTAFDVAEK 
    LSNRPAFMPSEGR 
    LVSIGAEEIVDGNVK 
    MAPYTGPDSVPGALDYMSFSTALYGESDL 
    MDHYDSQQTNDYMQPEEDWDRDLLLDPAWEK 
    MLDAEDIVGTARPDEK 
    MTLGMIWTIILR 
    MVSDINNAWGCLEQVEK 
    NVNIQNFHISWK 
    NYITMDELR 
    NYITMDELRR 
    QFGAQANVIGPWIQTK 
    QKDYETATLSEIK 
    RDQALTEEHAR 
    RELPPDQAEYCIAR 
    SIVNYKPK 
    TFTAWCNSHLR 
    TINEVENQILTR 
    TIPWLENR 
    TIPWLENRVPENTMHAMQQK 
    VEQIAAIAQELNELDYYDSPSVNAR 
    VGWEQLLTTIAR 
    VLAVNQENEQLMEDYEK 
    VPENTMHAMQQK 
23 P25774 Cathepsin S CTSS GCNGGFMTTAFQYIIDNK 
    GIDSDASYPYK 
    GNHCGIASFPSYPEI 
    GPVSVGVDAR 
    HPSFFLYR 
    LVSLSAQNLVDCSTEK 
    NSWGHNFGEEGYIR 
    SGVYYEPSCTQNVNHGVLVVGYGDLNGK 
    YQGSCGACWAFSAVGALEAQLK 
    YTELPYGR 
24 P00918 Carbonic anhydrase 2 CA2 AVQQPDGLAVLGIFLK 
    EPISVSSEQVLK 
    GGPLDGTYR 



 23 

    HNGPEHWHK 
    ILNNGHAFNVEFDDSQDK 
    ILNNGHAFNVEFDDSQDKAVLK 
    KLNFNGEGEPEELMVDNWRPAQPLK 
    LIQFHFHWGSLDGQGSEHTVDK 
    LNFNGEGEPEELMVDNWR 
    LNFNGEGEPEELMVDNWRPAQPLK 
    QSPVDIDTHTAK 
    SADFTNFDPR 
    SHHWGYGK 
    VGSAKPGLQK 
    VVDVLDSIK 
    YAAELHLVHWNTK 
    YDPSLKPLSVSYDQATSLR 
25 P09382 Galectin-1 LGALS1 ACGLVASNLNLKPGECLR 
    DGGAWGTEQR 
    DSNNLCLHFNPR 
    EAVFPFQPGSVAEVCITFDQANLTVK 
    FNAHGDANTIVCNSK 
    LNLEAINYMAADGDFK 
    LPDGYEFK 
    SFVLNLGK 
    VRGEVAPDAK 
26 O75608 Acyl-protein thioesterase 1 APT1 ALIDQEVK 
    ASFPQGPIGGANR 
    ATAAVIFLHGLGDTGHGWAEAFAGIR 
    DISILQCHGDCDPLVPLMFGSLTVEK 
    IILGGFSQGGALSLYTALTTQQK 
    LAGVTALSCWLPLR 
    TLVNPANVTFK 
    TYEGMMHSSCQQEMMDVK 
27 Q6FI81 Anamorsin CIAPIN1 ELQREPLTPEEVQSVR 
    EPLTPEEVQSVR 
    EPVETAVDNNSK 
    ESSFDIILSGLVPGSTTLHSAEILAEIAR 
    ILRPGGCLFLK 
    LQALTGNEGR 
    VSVENIK 
28 Q13938 Calcyphosin CAPS ALRPPMSQAR 
    EAVIAAAFAK 
    FLDNFDSSEK 
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    GASGIQGLAR 
    LGLVLDQAEAEGVCR 
    MDAVDATMEK 
    NGSGTLDLEEFLR 
    SGDGVVTVDDLR 
    SGEWTEDEVLR 
29 Q05315 Eosinophil lysophospholipase CLC EESDIVFHFQVCFGR 
    FNVSYLK 
    GRPLACFLNEPYLQVDFHTEMK 
    NMPFQDGQEFELSISVLPDK 
    SLLPVPYTEAASLSTGSTVTIK 
    YQVMVNGQSSYTFDHR 
30 Q15717 ELAV-like protein 1 ELAVL1 AINTLNGLR 
    DANLYISGLPR 
    DKVAGHSLGYGFVNYVTAK 
    DVEDMFSR 
    GFGFVTMTNYEEAAMAIASLNGYR 
    ILQVSFK 
    SEAEEAITSFNGHKPPGSSEPITVK 
    SLFSSIGEVESAK 
    TNLIVNYLPQNMTQDELR 
    VAGHSLGYGFVNYVTAK 
    VLVDQTTGLSR 

 
 


