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Organophosphorus nerve agents inhibit the cholinesterase activity by phosphylation of the active site
serine. The resulting phosphylated cholinesterase and adducts on human serum albumin (HSA) are ap-
propriate biomarkers for nerve agents exposure. Several methods have been developed for the detection
of nerve agents, including fluoride reactivation or alkaline cleavage. It was previously thought that some
nerve agents adducts to HSA could not be detected via fluoride regeneration. In our study, the results
showed that tabun (GA) adducts of HSA could be detected by fluoride regeneration. The sample prepa-
ration included acetone precipitation, washing and SPE. Deuterated tabun (d5-GA) was applied as the
internal standard. The product of regenerated fluorotabun is detected with a good linearity (R2 > 0.997)
in the concentration range from 0.02 to 100.0 ng/ml, small relative standard deviation (≤6.89%) and fa-
vorable recoveries between 94.8 and 106.3%. The established preparation confirmed the fluorotabun was
regenerated from the GA-HSA adducts.
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Organophosphorus nerve agents (OPNA), such as sarin (GB), soman (GD), tabun (GA) and O-ethyl-S-2-
diisopropylaminoethyl methylphosphonothiolate (VX), are the most toxic organic chemicals known as their highly
lethal ability [1]. OPNA are easily synthesized [2,3] that have been developed and manufactured since World War
II. Even after the ratification by Chemical Weapons Convention (CWC) in Hague in 1997 [4], OPNA still cause
critical concern and have already be implemented for several terrorist activities. Large stockpiles of nerve agents
might still exist in many countries for possible use or as deterrence. In the Iran–Iraq conflict during the 1980s,
nerve agents were thought to be used and the hydrolysis product of GB was found in bomb craters [5]. In an act of
terrorism, GB gas was deliberately released in the subways of Tokyo and Masumoto by members of the Japanese
cult Aum Shinrikyo in 1995. Thirteen people died, and thousands more required medical care [6,7]. In recent years,
there are also still additional attacks using nerve agents, such as the killing of Kim Jong-nam in 2017 and the attacks
on Russian spies in 2018. The Organisation for the Prohibition of Chemical Weapons (OPCW) also rebuild the
Joint Investigative Mechanism for the use of chemical weapons in Syria.

The CWC went into effect since 1997, and specified the need for the effective extraction and analysis of chemical
warfare agents and their environmental markers from environmental samples or biomarkers in the biomedical
matrices [8,9]. Therefore, the sensitive detection of OPNA and the related adduct on biomolecules is of significance
to confirm chemical attacks. It is reported that the exposure to OPNA rapidly result in the formation of a tight
covalent bond between the agent and the serine active sites of cholinesterase. The extreme toxicity of nerve agents
results from their high affinity and strong ability to inhibit cholinesterase activity by forming a covalent bond with
the serine residue (Ser203 for acetylcholinesterase and Ser198 for butyrylcholinesterase, respectively) in the active
site [10–13]. Also, the nerve agents can form a bond with human serum albumin (HSA; the active site is Tyr411) [14–16].
The reaction of OPNA with cholinesterase or HSA results in the loss of a primary leaving groups (fluorine for GB
and GD, cyanogroup for GA and a thio-leaving group for VX and RVX, Russian VX) to form a phosphylated
cholinesterase [17]. Thus, these products can act as biomarkers for OPNA poisoning and measurement of these
biomarkers in plasma or urine samples can help to identify the actual OPNA [18–21]. Toward this goal, LC–MS/MS
and GC–MS/MS have been widely used [22–26]. With the assistance of sample pretreatment including organic
solvent precipitation, washing and SPE, the sensitive analysis of OPNA adduct in biological matrix is achieved [27].

To detect OPNA adducts, the generation of OPNA derivate is essential by reactivation techniques [28]. Among
them, the fluoride reactivation technique that regenerates phosphyl groups from the cholinesterase upon the
incubation with fluoride ions has been widely applied because of the easy operation [29]. Previous study suggested
that the products resulting from fluoride ion regeneration were from nerve agent adducts to the cholinesterase,
rather than HSA. There was strong evidence that the GB detected in exposed plasma samples was regenerated from
BuChE. However, the nerve agents adducts to proteins (e.g., albumin) cannot be reactivated [30,31].

In our study, we employed the pure HSA (commercial) to carry out the fluoride reactivation. The sample
preparation method including acetone precipitation, dilution and SPE was optimized to avoid the interference
of residual GA. The results in our study confirmed the product based on fluoride regeneration was from the
GA–HSA adducts and revealed the applicability of fluoride regeneration for the detection of GA adducts to HSA.
The proposed fragmentation pathway of GA was shown in Figure 1. We presented a validated method and new
evidence for the sensitive and rapid assessment of GA–HSA adducts via fluoride regeneration.

Experimental
Chemicals & materials
GA, five hydrogen atoms in the ethyl of GA were replaced by deuterium (d5-GA, DGA) and O-ethyl N,N-
dimethylamidophosphofluoridate (fluorotabun, FGA) were synthesized in-house [32], with purity verified at ≥95%
by 600 MHz NMR (Bruker BioSpin NMR CP BBO 600S3 [600.13 MHz], with details for GA, FGA and DGA
presented in Supplementary Figures 1, 2 & 3, respectively). DGA was stable during the storage and use process
in our study. Dichloromethane (LC grade) and water (HPLC grade) were purchased from Honeywell Burdick
& Jackson. Acetone (LC grade) was obtained from J&K Scientific. Human albumin was obtained from Sigma-
Aldrich at a concentration of 40 mg/ml (the solvent is water). Sodium acetate trihydrate and potassium fluoride
were purchased from Aldrich Chemical. Glacial acetic acid was research grade from J&K Scientific. Helium and
nitrogen (99.9999% purity) used for GC or sample preparation were purchased from Beijing Beifen Analytical
Instrument Company Limited. Oasis HLB cartridges (60 mg/3 ml) and glass autosampler vials (1.5 ml) were
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Figure 1. Generalized fragmentation pathway of tabun.

purchased from Agilent (CA, USA). The unknown plasma samples were part of the third biomedical proficiency
test scheduled by the OPCW.

Safety consideration
As a dangerous nerve agent and derivatives, GA, DGA and FGA were handled carefully. The preparation of
standard solutions and generation of spiked HSA samples were performed in a fume hood by professionals wearing
appropriate protective clothing. All equipments that directly contacted GA, DGA or FGA were decontaminated
thoroughly with bleach solution.

Standard samples & quality controls
Initial solutions of three analytes (GA, DGA and FGA) were prepared gravimetrically from concentrates in-house
and used to make three standard stock solutions at 2.0 mg/ml in isopropanol. One set of GA standard solutions
(0.002, 0.010, 0.10, 0.50, 1.00, 5.00 and 10.00 μg/ml) was prepared by stepwise dilution of 2.0 mg/ml GA
solution into isopropanol to ensure miscibility in HSA. The GA standard solutions (20 μl) were separately added
into an HSA sample (1.98 ml, 40 mg/ml) and then incubated for 24 h at room temperature with gentle shaking.
The final seven-point calibration curve of GA-spiked HSA ranged from 0.02 to 100.0 ng/ml (0.02, 0.10, 1.0, 5.0,
10.0, 50.0 and 100.0 ng/ml). Similarly, quality control low (QCL, 0.02 ng/ml), quality control medium (QCM,
20 ng/ml) and quality control high (QCH, 80 ng/ml) spiking solutions were prepared by serial dilution of a single
high-concentration GA-spiked HSA sample (1.00 μg/ml) into nonspiked HSA (both of two concentrations of
QCL for 0.02 and 0.06 ng/ml [three-times the LOD] obtained good results and we decided to show the results of
the QCL with lower concentration of 0.02 ng/ml). A blank sample was produced using an HSA sample spiked with
isopropanol (20 μl) and was used as the matrix for the calibration standards. The other two sets of GA and FGA
standard solutions were diluted directly with dichloromethane to establish calibration curves, which ranged from
0.01 to 200.0 ng/ml (0.01, 0.10, 1.0, 10.0, 50.0, 100.0 and 200.0 ng/ml). A working internal standard (ISTD)
solution was prepared by diluting DGA with dichloromethane (kept at 4◦C until use), and appropriate volumes
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Table 1. The optimized selected reaction monitoring transitions parameters for the GC–MS/MS analysis of targets.
Analytes Transition ions Collision energy (V) Retention times

GA Quantitation transitions m/z 162→70 5 10.46 min

Confirmation transitions m/z 133→106 8

FGA Quantitation transitions m/z 155→127 4 6.97 min

Confirmation transitions m/z 155→44 8

DGA Quantitation transitions m/z 167→70 5 10.39 min

Confirmation transitions m/z 106→43 14

DGA: Deuterated tabun; FGA: Fluorotabun; GA: Tabun.

were added to a final concentration of 10 ng/ml for each labeled aliquot. All the spiked samples, calibrators, quality
control (QC) samples and blank samples were stored at 4◦C until they were used.

Sample preparation
Acetone precipitation & washing
A sample set generally consisted of seven calibration standards, the HSA blank and the QC samples. Acetone (2 ml)
was added to each sample to precipitate total proteins. The mixed sample was vortexed for 30 s and centrifuged at
5000× g for 3 min at room temperature. The supernatant was gently removed and collected without disturbing
the protein pellet. The protein pellet was dispersed completely by vortexing and then was resuspended in 2 ml
acetone. This operation was repeated three times. Finally, the protein pellet was air-dried in the fuming hood. The
supernatants collected for 100.0, 10.0 and 1.0 ng/ml of GA-spiked HSA samples were concentrated with mild
nitrogen to 90 μl for GC–MS/MS with 10 μl of 100.0 μg/l DGA as ISTD.

Fluoride reactivation & SPE operation
The process of fluoride reactivation has been widely used for the detection of nerve agents and the conditions had
been optimized in other literatures [33]. We also optimized these conditions for the fluoride reactivation. The protein
pellets described above were individually dissolved in 1.5 ml of acetate buffer (pH 3.5), followed by addition of
0.2 ml volume of 5.25-M KF solution. The mixed samples were vortexed for 1 min. The appropriate time for
incubation was optimized from 20 min to 1 h and we decided 30 min for incubation at room temperature. The
samples were centrifuged at 10,000× g for 5 min before SPE operation. SPE was performed using Oasis HLB
cartridges (60 mg/3 ml), disposable syringes and tubes. The supernatant was loaded onto the cartridge, which was
preconditioned with 1 ml methanol and 1 ml water. The cartridge was then washed with 3 ml water and dried with
mild nitrogen (drying the SPE cartridge with nitrogen after washing could remove impurities further and totally).
The analytes were then eluted with 3 ml dichloromethane. After drying with anhydrous sodium sulfate, the eluent
was concentrated with a mild stream of nitrogen gas to 90 μl, and spiked with 10 μl of 100 μg/l ISTD. Each
sample was then transferred to the glass insert of an autosampler vial and then analyzed by GC–MS/MS.

Instrumental analysis
The processed samples were analyzed using a Thermo Fisher Scientific Trace GC Ultra with an oil pump and
autosampler connected to a Thermo Fisher Scientific TSQ Quantum XLS triple quadrupole mass spectrometer.
A DB-17MS/([50%-phenylmethypolysiloxane], 30 m × 0.25 mm × 0.25 μm) GC column was used and was
obtained from Agilent Technologies (CA, USA). The sample injection model was splitless (the time of splitless is
0.7 min) with a glass liner. The temperature of the injector was 250◦C. Helium carrier gas was maintained at a
constant flow of 1.0 ml/min, and the injection volume was 1 μl. The optimized GC temperature program started
at 50◦C and was held for 2.0 min, ramped at 10◦C/min to 160◦C for 0 min, increased to 40◦C/min to 280◦C
and then finally held at 280◦C for 3 min to clean the column. The approximate retention times for the analytes
were 10.46, 10.39 and 6.97 min for GA, DGA and FGA, respectively.

Mass/mass scan analyses were executed by selected reaction monitoring (SRM). The precursors, the product
ions and the collision energys were independently optimized for the three analytes (the data were shown in Table 1,
m/z 162→70 and m/z 133→106 for GA, m/z 155→127 and m/z 155→44 for FGA, m/z 167→70 and m/z
106→43 for DGA, respectively). One pair of the precursor and the product ion was monitored for the quantitation
and the other was used for confirmation. Ionization mode was by electron ionization using Argon as the collision
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gas. The electron energy was set at 70 eV, according to common criteria. The pressure in the collision cell was about
2T. The electron multiplier was optimized at 1580 V. The emission current was 100 μA. The temperature of the
ion source and transmission line were 230 and 280◦C, respectively. The rate of the scan was set at 0.05 scans/s and
the width of the scan was 0.002 s. First, full-scan program was applied to determine the retention times for GA,
DGA and FGA, respectively. Then, we applied the SRM method. The scan time of SRM was divided into three
segments for GA (4.5–8.5 min), DGA (4.5–8.5 min) and FGA (8.5–19 min), respectively, which could provide
high scan sensitivity.

Data-processing process
The retention times, the integration and selection of peak areas for the analytes were calculated automatically using
the Thermo Xcalibur Qual Browser (TXQB) software. The automated data functions as determined by the TXQB
software were checked for appropriate smooth points of peak assignment. Quantification of the peaks and the S/N
ratio were also calculated with TXQB software, and all samples were processed identically. Individual curves were
analyzed using linear regression and were weighted by the reciprocal.

Method validation & calibration curve
The quantitation transition (m/z 155→127) for FGA and (m/z 167→70) for ISTD were tested with seven
nonspiked HSA samples. Each measurement was performed with a blank sample, three QC samples and a seven-
point calibration standard. The LOD and LOQ were evaluated by determination of the S/N ratio (≥3 for LOD and
≥10 for LOQ, respectively) to confirm and quantitate FGA. The intraday precision and accuracy were calculated
with three calibrators (0.05, 5.0 and 100.0 ng/ml) and three QC samples (QCL, QCM and QCH) freshly prepared
and analyzed independently (n = 5) the same day of use. At least ten measurements were completed within 2 weeks
by two analysts, and the resulting data were used to calculate the linearity, the interday precision and the accuracy
of the method.

Recovery of sample preparation
Recovery for the method was determined by measurement of spiking samples after whole-sample preparation. All
the calibration samples (0.02–100.0 ng/ml) were processed as described above to compare recoveries at various
levels and then were subjected to GC–MS/MS analysis. Theoretical molar concentration for regeneration of FGA
(TC) can be calculated based on the molar ratio of GA and FGA was 1:1 of the reaction. The actual molar
concentration for FGA (FC) after sample preparation was calculated by comparison the peak area of the product
to the established calibration curve of FGA. Recovery of reaction was characterized as (FC/TC) × 100%.

Results & discussion
Use of DGA as ISTD
Deuterated compounds have been widely used as ISTD in numerous methods for the retrospective quantification
and detection of chemical agent exposure [34]. In our research, DGA was used as the ISTD to quantify GA and
FGA. The standard curves of GA and FGA were established and the results are shown in Table 1. The purpose of
GA standard curve is to detect the residual of GA after the operation of ‘acetone precipitation and washing’.

In our study, we applied the process of acetone precipitation and washing to avoid the interference of residual
GA. The supernatants after every time of acetone precipitation and washing were collected for 100.0, 10.0 and
1.0 ng/ml of GA-spiked HSA samples. If the ISTD was added prior to the process, the amount of the ISTD could
not be consistent after every time of washing, which might influence the sensitivity and stability of the instrument
analyze and the standard curve. So, we decided to add the ISTD into the final prepared sample to obtain higher
sensitivity and avoided loss during sample preparation.

GC–MS/MS method optimization
In previous studies, the quantification and confirmation of specific ions were optimized. In this study, GC–MS/MS
was used for detection. The fragmentation of GA, FGA and DGA resulted in predominant products ions at m/z
163, 133, 106, 70; m/z 155, 127, 44; and m/z 106, 43, 70, respectively. The chemical structures and ions
mass spectra of GA, FGA and DGA were shown in Figure 2A–C. All quantification and confirmation transitions
were formed by electron ionization fragmentation in the source. Spectra were collected at an electron energy of
70 eV, with the mass range of m/z 33-550. The precursor and product ions spectra for GA, FGA and DGA were
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Figure 2. Mass spectrum for the GA, FGA and DGA. Chemical structures and product ion mass spectra of the
precursor ions of (A) GA (m/z 162), (B) FGA (m/z 155) and (C) DGA (m/z 167). Spectra were collected at electron
energy of 70 eV over the mass range m/z 33–550. Those fragment ions monitored by SRM are labeled with m/z values
in structures.
DGA: Deuterated tabun; FGA: Fluorotabun; GA: Tabun; SRM: Selected reaction monitoring.
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investigated, and the collision energy of transitions for GA, FGA and DGA was optimized using Thermo Xcalibur
Qual Browser software (Thermo Fisher Scientific). Table 1 shows the quantification and confirmation transitions
for the targets, acquired at unit resolution, and the data in Figure 2A–C showed the similar MS fragmentation
behaviors. Also, GC conditions were optimized for good separation, reducing noise levels as well as a significantly
reduced run time (∼19 min per sample) to detect FGA.

Mass spectrometric fragmentation patterns
The quantification transitions of m/z 167→70 for DGA corresponded with m/z 162→70 for GA, and represented
the structure of the two C3H6N2

+ due to the recombination of -C2H6N and -CN that were both cleaved from
the molecular ion of GA (m/z 162, native). The confirmation for GA was based on the transition m/z 133→106,
representing the loss of the -HCN from C3H6PO2N2

+ (m/z 133), which was due to the cleavage of -C2H5 from
the molecular ions of GA. Quantification for FGA was based on the transition m/z 155→127, representing the
cleavage of -C2H4 for neutral loss from the molecular ion of FGA (m/z 155, native). The confirmation for FGA
was based on the transition m/z 155→44, representing the cleavage of group of dimethylamino (C2H6N+). Also,
GC conditions were optimized for good separation, reducing noise levels as well as a significantly reduced run time
(∼19 min per sample) to detect FGA via fluoride reactivation from the HSA.

Optimization of precipitation of HSA & washing process for the residual GA
Fluoride reactivation is effective and highly sensitive for detection of GA adducts in plasma because GA can be
directly changed to FGA by fluoride reactivation in a water matrix. For the real samples, the purpose of detection is
to prove the existence of nerve agents (such as GA or GB) in the biological matrix, the residual GA in the biological
matrix is not an influence factor. However, our purpose for this study is to reveal the applicability of fluoride ion
regeneration for the detection of GA adducts to HSA. We must avoid impurities and interference to be sure that
the product of FGA is due to reactivation from GA–HSA adducts, rather than residual GA in water.

In our method, acetone precipitation and washing, which was of great significance for our sample preparation,
were introduced to remove all potential GA residues in the matrix. Only after the process of protein precipitation
and protein washing, we could confirm that there is no residual GA in the matrix. We collected the supernatant
after every time of ‘acetone precipitation and washing’ for the QC samples (QCL, QCM and QCH) and detected
the residual of GA by the standard curve of GA. The results indicated that three repeats of acetone precipitation
and washing were sufficient for removing all of the GA residues for the samples spiked with different concentrations
of GA. The remaining GA in the matrix for the 20 ng/ml GA–HSA adducts was measured after three rounds of
acetone precipitation and washing, as shown in Figure 3. Obviously, there was no residual GA. Our use of acetone
precipitation and cleaning to remove any residual GA in the matrix allowed confirmation of albumin as the only
source of reactivated agent [30].

Optimization of cartridges, eluting solvents, & washing & eluting volumes
The system of fluoride reactivation has been extensively investigated in recent decades and the conditions have
been optimized by many reports [34]. Here, only the conditions of SPE in our study were optimized for good
separation and recovery of product from GA–HSA adducts by fluoride reactivation. The calibration curve of FGA
was established using DGA as ISTD. FGA (1.0 μg/ml) was added into water and the peak areas were measured
after SPE operation. The optimum conditions were established by analysis of three factors (cartridges, eluting
solvents and the volume of washing and eluting) and three level orthogonal experiments. HLB, C18 and Nexus
cartridges, the capacity for all of which were 60 mg/3 ml, were evaluated for recovery. The tested eluents were
dichloromethane, acetonitrile and ethyl acetate. The washing and eluting volumes tested were 1, 2 and 3 ml. The
orthogonal test results indicated significant effects of different cartridges and eluents. The HLB cartridge provided
much higher recovery, which might reflect the hydrophilic–lipophilic balance of the polymeric sorbent material.
Dichloromethane was selected as the SPE eluent, with high eluotropic strength and the most chromatographically
compatible of the tested eluents. The 2 and 3 ml volumes for washing and eluting showed little difference, but
both performed better than 1 ml. Above all, HLB cartridge (60 mg/3 ml) was selected with the dichloromethane
as eluent for the SPE process, using 3-ml volumes for both washing and eluting.
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Figure 3. GC–MS/MS selected reaction monitoring chromatogram comparison of the residue of tabun (in the
20 ng/ml tabun–human serum albumin adducts) in the matrix after acetone precipitation and three washing steps.
The sample after the first washing is indicated by the black line, and the samples after the second and third washing
are indicated by red and blue lines, respectively.

Specificity
The specificity was estimated by measuring six individual HSA samples unexposed to GA. The specificity of the
method usually focus on the confirmation of the target object. So, the confirmation transitions were applied to
estimate the specificity. No background/interference peaks were present both at the confirmation transitions for m/z
155→44 of FGA or m/z 106→43 of ISTD within ± 2.0 min of the corresponding retention time, suggesting good
specificity for the instrument method. Also, no significant background/interference peaks (S/N-3) for different
individuals were found within ± 2.0 min of the corresponding retention time for transition m/z 155→44 of the
analyte and transition m/z 106→43 of ISTD.

Linearity & LOD
The peak area ratios of FGA via GA-spiked concentrations in HSA samples exhibited excellent linear relationship
in the range from 0.02 to 100.0 ng/ml (shown in Figures 3 & 4). The average calibration equation was calculated
as (y = 0.1966x – 0.094) with a coefficient of R2 = 0.9972. When the concentration increased beyond 100.0 ng/ml,
the upper limit of quantification, there was a GA dose-dependent increase of the peak areas with lower effect than
expected from linear regression. The LOD was estimated as 0.02 ng/ml (S/N-3) based on the S/N ratio estimation
method. The LOD peak was clearly distinguished as that of the matrix blank sample, as illustrated in Figure 5. The
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Figure 4. Comparison of tabun-spiked human serum albumin concentration using fluorotabun to deuterated tabun
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Table 2. The standard curve of tabun and fluorotabun with the calculated concentration, accuracy and precision of
quality control samples for the detection of fluorotabun.

Analytes
GA
FGA

Linear range
0.01–200 ng/ml
0.01–200 ng/ml

Linear equation
y = 0.3227x -
1.6414
y = 3.4355x +
6.0274

R2

0.9985
0.9984

Sample ID Theoretical
concentration
(ng/ml)

Intraday (n = 5) Calculated
concentration
(ng/ml)

Accuracy (%) RSD (%)

Calculated
concentration
(ng/ml)

Accuracy (%) RSD (%)

QCL 0.02 0.02 ± 0.003 105 5.64 0.02 ± 0.004 106.3 5.88

QCM 20.0 19.0 ± 1.8 94.8 3.52 19.4 ± 1.4 97.2 4.64

QCH 80.0 81.8 ± 2.1 102.3 5.22 84.3 ± 2.9 105.4 6.89

FGA: Fluorotabun; GA: Tabun; QCH: Quality control high; QCL: Quality control low; QCM: Quality control medium; RSD: Relative standard deviation.

LOD is nearly close to 5.5–16.5 pg/ml for the study using modified methods for the detection of OPNA–protein
adducts via refluoridation [30].

Accuracy & precision (relative standard deviation)
The intraday and interday accuracy and precision were measured for three levels of QC samples for the analyte.
The intraday accuracy ranged between 94.8 and 105% with precision of ≤5.64% relative standard deviation (RSD;
n = 5; Table 2). The interday accuracies were between 97.2 and 106.3% with precision of ≤6.89% RSD (n = 10)
for the last 2 weeks of operation (Table 2).

Recovery of reaction & stability
The recovery of the reaction was characterized by calculation of the theoretical molar concentration for FGA
based on spiking-GA (TC) by fluoride ion regeneration (molar ratio for GA and FGA was 1:1). The generated
molar concentration for FGA was calculated by the established standard curve of FGA (n = 5). The recovery was
36.2 ± 6.57% in QCL, 41.1 ± 5.82% in QCM and 48.2 ± 3.63% in QCH HSA samples. The recovery of QCH
was 12 points higher than QCL due to the loss of the analytes in the sample preparation was more significant
at low concentration. The results indicated stable reaction recovery across samples with GA-spiked concentration
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Figure 5. GC–MS/MS selected reaction monitoring
chromatogram comparison of 100.0 and 0.02 ng/ml
tabun-spiked human serum albumin samples and blank
samples.

from QCL to QCH. The stability of the analyte in the processed samples was evaluated at three QC levels (QCL,
QCM and QCH) with triplicates. The analytes in all QC samples were stable within ± 12.5% (n = 10) at different
temperatures (4◦C, room temperature -25◦C and body temperature for 37◦C) for 2 weeks.

Application in the biomedical proficiency testing
In the OPCW’s 3rd Biomedical Proficiency Testing, six plasma samples (signed 301–306) were collected from
residents after an airstrike on a territory under conflict in a residential area. The patients experienced shortness of
breath, disorientation, nausea, vomiting and even loss of consciousness (according to the test plan and the scenario
given by OPCW). The first responders suspected a nerve agent attack, and the concentration of the nerve agent
in the plasma samples was measured at a low to 1 ng/ml level (the nerve agent plasma concentration on-site was
usually indicated by the inhibition rate of cholinesterase measured by the Cholinesterase Test Kit). The participating
laboratories were asked to test the plasma samples for the presence or absence of biomarkers of nerve agent exposure.

Sample preparation
Because the matrix of the samples was plasma and the purpose of Biomedical Proficiency Testing was to scan and
identified the nerve agent in the sample, we compared the sample preparation with and without pre-processing of
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acetone precipitation. For the samples without pretreatment, 0.5 ml of plasma sample was mixed with 1.5 ml of
acetate buffer (pH 3.5) and 0.2-ml volume of 5.25-M KF solution. The mixed samples were vortexed for 1 min and
incubated for 30 min at 25◦C. The samples were centrifuged at 13,000× g for 5 min. Then, the supernatant was
loaded onto Oasis HLB (60 mg/ 3 ml) preconditioned with 1 ml methanol and 1 ml water. The cartridge was then
washed with 3 ml water and dried with mild nitrogen. The analytes were then eluted with 3 ml dichloromethane.
After drying with anhydrous sodium sulfate, the eluent was concentrated with a mild stream of nitrogen gas to
100 μl and then analyzed by GC–MS/MS. For the plasma with acetone precipitation, the sample preparation was
the same to the sample preparation of HSA. A set of plasma samples collected from our lab staff served as blank
samples and a 4 ng/ml GA-spiked plasma sample was used as the control.

Analysis of plasma samples by GC–MS/MS
We applied our methods to identify the biomarkers of nerve agent exposure in the six plasma samples. To rapidly
screen GA in samples, we selected two transitions: m/z 155→44 and m/z 155→127 (m/z 155→44 and m/z
155→127 were used both for identify and method validation of FGA as the product of fluoride ion regeneration
of GA-HSA adducts). The remaining instrument parameters were the same as described in previous experiments.
The ratios of the confirmation transitions to the quantitation transitions for the samples were also recorded by
calculated the peak for the two transitions. The ratios of m/z 155→44 (confirmation transitions) to m/z 155→127
(quantitation transitions) for the spiked sample (302, 303, 304 and 305) were stable within 38.0 ± 2.0%. The
ratio identified that the peak in the chromatograms of sample (302–305) represented GA and showed the chemical
purity about the experiment. The results were shown in Figure 6. Using the 4 ng/ml GA-spiked plasma as the
control samples, the peak areas of the samples preprocessed by acetone precipitation and washing were close to
those observed for samples prepared via direct fluoride reactivation (85.2–90.5%). GA was identified in plasma
samples 302, 303, 304 and 305, analyzed by SRM scan mode with samples 301 and 306 used as blank samples.
The results indicated that the method we established in our study could also be used in the Biomedical Proficiency
Testing.

Conclusion
The aim of our research was to reveal the applicability of fluoride ion regeneration for the detection of GA
adducts to HSA. We presented a validated method and new evidence for the sensitive and rapid assessment of
GA–HSA adducts via fluoride regeneration. HSA spiked with GA was precipitated and the protein pellet was
washed with acetone three-times. The washed pellet was then dissolved in acetate buffer for fluoride reactivation.
The mixture was then subjected to SPE and the eluent analyzed by GC–MS/MS with DGA as the isotopically
labeled ISTD. The linear range of the method was from 0.02 to 100.0 ng/ml GA exposure (R2 > 0.997) with
precision of ≤6.89% for RSD and accuracy that ranged between 94.8 and 106.3%. The established preparation
method successfully avoided interference of residual GA in water matrix, which means that the detected FGA
was regenerated only from the GA–HSA adducts. It is confirmed that the reactivation of GA adducts on HSA
could be realized by fluoride reactivation technique for the first time. To confirm the ability of labs to meet treaty
compliance requirements and investigate potential events, the OPCW has established a proficiency-testing program
that includes an analytical system comprised of 17 expert-designated laboratories. The method we established for
GA detection was successfully used in the 3rd Official OPCW Biomedical Proficiency Test [35]. The results were
confirmed as completely accurate by OPCW. This study provides a practical method for the analysis of GA-spiked
plasma/HSA samples and a new strategy to verify CWC in biomedical samples. The results may indicated that
different intoxication mechanisms for GA compared with other OPNAs, which might be due to the difference of
-CN and -F from GA and GB, respectively.

Future perspective
The research about biomarkers for OPNA identification and measurement of these biomarkers in biological samples
has attracted more and more researchers’ attention in the world. Many biomarkers have been selected and obtained
by LC/Q-TOF, LC/MALDI-TOF and so on, but the investigations for the mechanism of adducts about OPNA
and plasma still remain difficult. The ratio for adducts of OPNA-cholinesterase to that of OPNA-HSA in the plasma
needs to be pay more concerns. Also the different nerve agents, such as GA and GB, may show different abilities
to form the covalent bond with cholinesterase or HSA in the plasma. In our research, we successfully confirmed
the process of fluoride ion regeneration in the detection of GA in the spiked HSA samples. The research in the
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Figure 6. GC–MS/MS selected reaction monitoring chromatogram of samples 301–306 in the Organisation for the Prohibition of
Chemical Weapons’s 3rd Biomedical Proficiency Testing.

future may focus on the different mechanisms and behaviors of different nerve agents adduct with cholinesterase,
HSA and even DNA in the whole blood. More results about the mechanism of OPNA reaction in human body
will promote the development of antidotes.
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On the other hand, even so many OPNA biomarkers have been selected in the biological matrix, the sample
preparation and the instrument analysis still be complicated and limited in the lab. Fast and accurate detection and
analysis for the biological samples of exposure to chemical warfare agents on-site may become a research hotspot
with great application prospect.

Summary points

A strong & new evidence that tabun adducts of human serum albumin could be detected by a fluoride ion
regeneration process
• The extreme toxicity of organophosphorus nerve agents (OPNA) results from their high affinity and strong ability

to inhibit cholinesterase activity by forming a covalent bond with the serine residue. Also, the nerve agents can
form a bond with human serum albumin (HSA).

• The OPNA products in the plasma or urine can act as biomarkers for OPNA poisoning and measurement of these
biomarkers can help to identify the actual OPNA.

• Previous study suggested that the products resulting from fluoride ion regeneration were from nerve agent
adducts to the cholinesterase.

• In this study, we presented a strong evidence that tabun (GA) adducts of albumin could be detected by a fluoride
ion regeneration process.

A systematic study of sample preparation & MS behavior for the detection of the products of GA-HSA adducts by
fluoride ion regeneration
• The sample preparation contains acetone precipitation, washing, SPE and GC–MS/MS.
• The GC–MS/MS method, precipitation of HSA and washing process, and the SPE operations were optimized to

obtain expected results.
• The supernatant after every time of ‘acetone precipitation and washing’ was collected and detected the residual

of GA. The results showed that three-times of ‘acetone precipitation and washing’ was enough for remove all the
GA residue, which avoid the interference.

• The specificity, linearity, relative standard deviation (intraday for n = 5 and interday for n = 10) and LOD for the
method were investigated and achieved expected results.

• Mass spectrometric fragmentation patterns of the some important precursor ions and the transitions for the
analytes were presented.

Results & discussion
• We presented a validated method and new evidence for the sensitive and rapid assessment of GA–HSA adducts

via fluoride regeneration.
• The methods was successfully applied to identify the biomarkers of nerve agent exposure for the samples in the

OPCW’s 3rd Biomedical Proficiency Testing. The results were confirmed as completely accurate by OPCW.
Conclusion & future perspective
• This study provides a practical method for the analysis of GA-spiked plasma/HSA samples and a new strategy to

verify Chemical Weapons Convention in biomedical samples.
• The results may indicate that different intoxication mechanisms for GA compared with other OPNAs might be

due to the difference of -CN and -F from GA and sarin, respectively.

Supplementary data

To view the supplementary data that accompany this paper please visit the journal website at: www.future-science.com/doi/suppl

/10.4155/bio-2019-0161

Acknowledgments

The work was successfully supported by the State Key Laboratory of NBC Protection for Civilian (grant no. SKLNBC2014-06).

Financial & competing interests disclosure

The authors have no relevant affiliations or financial involvement with any organization or entity with a financial interest in or finan-

cial conflict with the subject matter or materials discussed in the manuscript. This includes employment, consultancies, honoraria,

stock ownership or options, expert testimony, grants or patents received or pending, or royalties.

No writing assistance was utilized in the production of this manuscript.

Ethical conduct of research

The authors state that they have obtained appropriate institutional review board approval. The plasma samples were kindly provided

by OPCW with consent of all individual volunteers, and approved by OPCW Ethics Committee.

future science group 10.4155/bio-2019-0161

http://www.future-science.com/doi/suppl/10.4155/bio-2019-0161


Research Article Li, Wu, Yan et al.

Open access

This work is licensed under the Attribution-NonCommercial-NoDerivatives 4.0 Unported License. To view a copy of this license,

visit http://creativecommons.org/licenses/by-nc-nd/4.0/

References
Papers of special note have been highlighted as: • of interest; •• of considerable interest

1. Langenberg JP, Van der Schans MJ, Noort D. Assessment of nerve agent exposure: existing and emerging methods. Bioanalysis 1(4),
729–739 (2009).

2. Yvain N, Oksana L, Patrick M, Fontecilla JC, Florian N. Crystal structure of human butyrylcholinesterase and of its complexes with
substrate and products. J. Biol. Chem. 278, 41141–41147 (2003).

3. Yong FW. Constanze Hartmann and Philip J Marriott. Multidimensional gas chromatography methods for bioanalytical research.
Bioanalysis 18(6), 2461–2479 (2014).

4. Convention on the prohibition of the development, production, stockpiling and use of chemical weapons and their
destruction. Organisation of the Prohibition of Chemical Weapons, South Holland, The Netherlands (2005). http://www.opcw.org/

5. Black RM, Clarke RJ, Read RJ, Reid MTJ. Application of liquid chromatography-atmospheric pressure chemical ionization mass
spectrometry, and tandem mass spectrometry, to the analysis and identification of degradation products of chemical warfare agents. J.
Chromatogr. A 662, 301–321 (1994).

•• Analysis and identification of degradation products of chemical warfare agents as the environmental markers.

6. United Nations Mission to Investigate Allegations of the Use of Chemical Weapons in the Syrian Arab Republic: report on the alleged
use of chemical weapons in the Ghouta area of Damascus on 21 August 2013. Organisation for the Prohibition of Chemical Weapons,
South Holland, The Netherlands (2013). http://www.opcw.org/

7. Morita H, Yanagisawa N, Nakajima T, Midorikawa Y, Mimura S. Sarin poisoning in Masumoto, Japan. Lancet 346, 290–293 (1995).

8 . Mesilaakso M. Chemical Weapons Convention Chemical Analysis Sample Collection, Preparation and Analytical Methods. Wiley, West
Sussex, UK, 89–107 (2005).

9. Hooijschuur EWJ, Hulst AG, De Jong AL, De Reuver LP, Van Krimpen SH, VanBaar BLM. Identification of chemicals related to the
chemical weapons convention during an interlaboratory proficiency test. Trac-Trend. Anal. Chem. 5(21), 116–130 (2002).

10. Li Q, Wu YJ. A safety type genetically engineered bacterium with red fluorescence which can be used to degrade organophosphorus
pesticides. Int. J. Environ. Sci. Technol. 11, 891–898 (2014).

11. Reiter G, Mueller S, Koller M, Thiermann H. In vitro toxic kinetic studies of cyclosarin: molecular mechanisms of elimination. Toxicol.
Lett. 227, 1–11 (2014).

• The study for kinetic studies of cyclosarin contributed to elimination.

12. John H, Worek F, Thiermann H. LC-MS-based procedures for monitoring of toxic organophosphorus compounds and verification of
pesticide and nerve agent poisoning. Anal. Bioanal. Chem. 391, 97–116 (2008).

13. Black RM, Read RW. Biological markers of exposure to organophosphorus nerve agents. Arch. Toxicol. 87, 421–437 (2013).

•• Biological markers of exposure to organophosphorus nerve agents for the identification of nerve agents in the biological samples.

14. Read RW, Riches JR, Stevens JA, Stubbs SJ, Black RM. Biomarkers of organophosphorus nerve agent exposure: comparison of
phosphylated butyrylcholinesterase and phosphylated albumin after oxime therapy. Arch. Toxicol. 84, 25–36 (2010).

15. Williams NH, Harrison JM, Read RW, Black RM. Phosphylated tyrosine in albumin as biomarker of exposure to organophosphorus
nerve agents. Arch. Toxicol. 81, 627–639 (2007).

16. Deepak P, Ajay P, Avik M, Dubey DK. Evaluation of multiple blood matrices for assessment of human exposure to nerve agents. J. Anal.
Toxicol. 40, 229–235 (2016).

17. Marsillach J, Costa LG, Furlong CE. Protein adducts as biomarkers of exposure to organophosphorus compounds. Toxicology 307,
46–54 (2013).

18. Minami M, Hui DM, Katsumata M, Inagaki H, Boulet CA. Method for the analysis of the methylphosphonic acid metabolites of satin
and its ethanol-substituted analogue in urine as applied to the victims of the Tokyo sarin disaster. J. Chromatogr. B. 695, 237–244 (1997).

19. Nakajima T, Sasaki K, Ozawa H, et al. Urinary metabolities of sarin in a patient of the Matsumoto sarin incident. Arch. Toxicol. 72,
601–603 (1998).

20. Fidder A, Hulst AG, Noort D, Ruiter R, Schans MJ, Benschop HP. Retrospective detection of exposure to organophosphorus
anti-cholinesterases: mass spectrometric analysis of phosphylated human butyrylcholinesterase. Chem. Res. Toxicol. 15, 582–590 (2002).

21. Noort D, Hulst AG, Platenburg DH, Polhuijs M, Benschop HP. Quantitative analysis of O-isopropyl methylphosphonic acid in serum
samples of Japanese citizens allegedly exposed to sarin: estimation of internal dosage. Arch. Toxicol. 72, 671–675 (1998).

22. Evans RA, Jakubowski EM, Muse WT, Matson K, Hulet SW, Mioduszewski RJ. Quantification of sarin and cyclosarin metabolites
isopropyl methylphosphonic acid and cyclohexyl methylphosphonic acid in minipig plasma using isotope-dilution and liquid
chromatography–time-of-flight mass spectrometry. J. Anal. Toxicol. 32, 78–85 (2008).

10.4155/bio-2019-0161 Bioanalysis (Epub ahead of print) future science group

http://http://creativecommons.org/licenses/by-nc-nd/4.0/
http://www.opcw.org/
http://www.opcw.org/
https://www.future-science.com/action/showLinks?pmid=18330546&crossref=10.1007%2Fs00216-008-1925-z&coi=1%3ACAS%3A528%3ADC%252BD1cXkvFCltbY%253D&citationId=p_15
https://www.future-science.com/action/showLinks?pmid=17345062&crossref=10.1007%2Fs00204-007-0191-8&coi=1%3ACAS%3A528%3ADC%252BD2sXosFarsLc%253D&citationId=p_19
https://www.future-science.com/action/showLinks?pmid=9806433&crossref=10.1007%2Fs002040050549&coi=1%3ACAS%3A528%3ADyaK1cXlvF2itL4%253D&citationId=p_23
https://www.future-science.com/action/showLinks?crossref=10.1007%2Fs13762-013-0269-1&coi=1%3ACAS%3A528%3ADC%252BC2cXltF2qur0%253D&citationId=p_12
https://www.future-science.com/action/showLinks?pmid=7630252&crossref=10.1016%2FS0140-6736%2895%2992170-2&coi=1%3ASTN%3A280%3ADyaK2Mzls1KgsQ%253D%253D&citationId=p_9
https://www.future-science.com/action/showLinks?pmid=23371414&crossref=10.1007%2Fs00204-012-1005-1&coi=1%3ACAS%3A528%3ADC%252BC3sXhslejsb8%253D&citationId=p_16
https://www.future-science.com/action/showLinks?pmid=26861671&crossref=10.1093%2Fjat%2Fbkw003&citationId=p_20
https://www.future-science.com/action/showLinks?system=10.4155%2Fbio.09.57&coi=1%3ACAS%3A528%3ADC%252BD1MXhtVyntb7K&citationId=p_2
https://www.future-science.com/action/showLinks?pmid=11952345&crossref=10.1021%2Ftx0101806&coi=1%3ACAS%3A528%3ADC%252BD38XitFGhtrw%253D&citationId=p_24
https://www.future-science.com/action/showLinks?pmid=8143028&crossref=10.1016%2F0021-9673%2894%2980518-0&coi=1%3ACAS%3A528%3ADyaK2cXitFSisbs%253D&citationId=p_6
https://www.future-science.com/action/showLinks?pmid=24641973&crossref=10.1016%2Fj.toxlet.2014.03.003&coi=1%3ACAS%3A528%3ADC%252BC2cXmsFCrtbs%253D&citationId=p_13
https://www.future-science.com/action/showLinks?pmid=12869558&crossref=10.1074%2Fjbc.M210241200&citationId=p_3
https://www.future-science.com/action/showLinks?pmid=23261756&crossref=10.1016%2Fj.tox.2012.12.007&coi=1%3ACAS%3A528%3ADC%252BC3sXht1Oksro%253D&citationId=p_21
https://www.future-science.com/action/showLinks?pmid=9851684&crossref=10.1007%2Fs002040050559&coi=1%3ACAS%3A528%3ADyaK1cXmvFCqtLo%253D&citationId=p_25
https://www.future-science.com/action/showLinks?pmid=19862504&crossref=10.1007%2Fs00204-009-0473-4&coi=1%3ACAS%3A528%3ADC%252BD1MXhtlanu7fO&citationId=p_18
https://www.future-science.com/action/showLinks?pmid=9300859&crossref=10.1016%2FS0378-4347%2897%2900203-X&coi=1%3ACAS%3A528%3ADyaK2sXks12lu7w%253D&citationId=p_22
https://www.future-science.com/action/showLinks?crossref=10.1016%2FS0165-9936%2801%2900140-6&citationId=p_11
https://www.future-science.com/action/showLinks?pmid=18269798&crossref=10.1093%2Fjat%2F32.1.78&coi=1%3ACAS%3A528%3ADC%252BD1cXhtFertr0%253D&citationId=p_26


Detection of tabun adducts on HSA by fluoride reactivation Research Article

23. Fung EN, Bryan P, Kozhich A. Techniques for quantitative LC–MS/MS analysis of protein therapeutics: advances in enzyme digestion
and immunocapture. Bioanalysis 8(8), 847 856 (2016).

24. Hong WS, Xi LJ, Ai MY. Development of a LC-MS/MS method to analyze 5-methoxy-N,N- dimethyltryptamine and bufotenine:
application to pharmacokinetic study. Bioanalysis 1(1), 87–95 (2009).

25. Fredriksson SA, Hammarstrom JL, Henriksson L, Lakso HA. Trace determination of alkyl methylphosphonic acid in environmental and
biological samples using gas chromatography/negative-ion chemical ionization mass spectrometry and tandem mass spectrometry. J.
Mass Spectrom. 30, 1133–1143 (1995).

26. Pan D, Yan Z, Xiao YC, Da FZ. Derivatization methods for quantitative bioanalysis by LC–MS/MS. Bioanalysis. 4(1), 49–69 (2012).

27. Mawhinney DB, Hamelin EI, Fraser R, Silva SS, Pavlopoulos AJ, Kobelski RJ. The determination of organophosphonate nerve agent
metabolites in human urine by hydrophilic interaction liquid chromatography tandem mass spectrometry. J. Chromatogr. B. 852,
235–243 (2007).

28. D’Agostino PA, Hansen AS, Lockwood PA, Provost LR. Capillary column gas chromatography-mass spectrometry of tabun. J.
Chromatogr. A 347, 257–266 (1985).

29. D’Agostino PA, Provost LR, Looye KM. Identification of tabun impurities by combined capillary column gas chromatography-mass
spectrometry. J. Chromatogr. A 465, 271–283 (1989).

30. Kerry EH, Maria IS, Rudolph CJ. Modifications to the organophosphorus nerve agent-protein adduct refluoridation method for
retrospective analysis of nerve agent exposures. J. Anal. Toxicol. 32, 116–124 (2008).

•• Refluoridation for the detection of Organophosphorus nerveagent-protein adduct.

31. Polhuij M, Langenberg JP, Benschop HP. A new method for retrospective detection of exposure to organophosphorus
anticholinesterases: application to alleged satin victims of Japanese terrorists. Toxicol. Appl. Pharmacol. 146, 156–161 (1997).

32. Petroianu GA. Pharmacists Adolf Schall and Ernst Ratzlaff and the synthesis of tabun-like compounds: a brief history. Pharmazie 69(10),
780–784 (2014).

33. Degenhardt EAM, Pleijsier K, Marcel J, Langenberg JP. Improvements of the fluoride reactivation method for the verification of nerve
agent exposure. J. Anal. Toxicol. 28, 364–371 (2008).

•• The conditions of fluoride reactivation method is optimized and improved.

34. Jakubowski EM, McGuire JM, Evans RA et al. Quantitation of fluoride ion released sarin in red blood cell samples by gas
chromatography-chemical ionization mass spectrometry using isotope dilution and large-volume injection. J. Anal. Toxicol. 28, 357–362
(2004).

• Quantitation of fluoride ion-released sarin in red blood cell samples.

35. OPCW RC-3/DG.1. Report of the Scientific Advisory Board on developments in science and technology for the Third Special Session
of the Conference of the States Parties to Review the Operation of the Chemical Weapons Convention. South Holland, The
Netherlands (2012). http://www.opcw.org/index.php?eID= dam frontend push&docID=15865.pdf

future science group 10.4155/bio-2019-0161

http://www.opcw.org/index.php?eID=%20dam_frontend_push\&docID=15865.pdf
https://www.future-science.com/action/showLinks?system=10.4155%2Fbio.11.298&citationId=p_30
https://www.future-science.com/action/showLinks?pmid=18269803&crossref=10.1093%2Fjat%2F32.1.116&citationId=p_34
https://www.future-science.com/action/showLinks?crossref=10.1093%2Fjat%2F28.5.364&citationId=p_38
https://www.future-science.com/action/showLinks?system=10.4155%2Fbio.16.24&citationId=p_27
https://www.future-science.com/action/showLinks?pmid=17289448&crossref=10.1016%2Fj.jchromb.2007.01.023&coi=1%3ACAS%3A528%3ADC%252BD2sXmtVGms7w%253D&citationId=p_31
https://www.future-science.com/action/showLinks?system=10.4155%2Fbio.09.7&citationId=p_28
https://www.future-science.com/action/showLinks?crossref=10.1016%2FS0021-9673%2801%2995491-3&citationId=p_32
https://www.future-science.com/action/showLinks?pmid=9299607&crossref=10.1006%2Ftaap.1997.8243&citationId=p_36
https://www.future-science.com/action/showLinks?pmid=15239856&crossref=10.1093%2Fjat%2F28.5.357&coi=1%3ACAS%3A528%3ADC%252BD2cXlsFKmsLg%253D&citationId=p_40
https://www.future-science.com/action/showLinks?crossref=10.1002%2Fjms.1190300810&coi=1%3ACAS%3A528%3ADyaK2MXnsFajtb0%253D&citationId=p_29
https://www.future-science.com/action/showLinks?crossref=10.1016%2FS0021-9673%2801%2992665-2&citationId=p_33
https://www.future-science.com/action/showLinks?pmid=25985570&coi=1%3ACAS%3A528%3ADC%252BC2cXhvV2nsbnF&citationId=p_37


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 400
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 400
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'PPG Indesign CS4_5_5.5'] [Based on 'PPG Indesign CS3 PDF Export'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks true
      /BleedOffset [
        8.503940
        8.503940
        8.503940
        8.503940
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions false
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 600
        /LineArtTextResolution 2400
        /PresetName (Pureprint flattener)
        /PresetSelector /UseName
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 8.835590
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




