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High-Throughput Lipidomic Analysis of Fatty Acid Derived
Eicosanoids and N-Acylethanolamines

Darren S. Dumlao”, Matthew W. Buczynski”, Paul C. Norris, Richard Harkewicz, and Edward
A. Dennis

Department of Chemistry and Biochemistry and Departments of Pharmacology, University of
California, San Diego, La Jolla, CA 92093

1. Introduction

Eicosanoids and N-acylethanolamines (NAES) are very important bioactive lipid molecules
that signal numerous physiological processes [1, 2]. Comprehensive metabolomic tools to
study these lipids and their biological involvement have been challenging since lipids
represent a very diverse group of molecules comprised of many different classes and
subclasses [3]. Additionally, each subclass has many distinct chemical features making it
very difficult to monitor every type of lipid in a single analysis. LIPID Metabolites And
Pathways Strategy (LIPID MAPS), a NIH-funded consortium was created to develop the
infrastructure required including the specific methodology reported herein, an extensive
lipid database, and to develop lipid standards (www.lipidmaps.org).

Eicosanoids and NAEs comprise two classes of important bioactive lipid signaling
molecules that act through binding to their cognate receptors. Eicosanoids and NAEs play a
key role in the innate immune system modulating inflammation, cellular recruitment, pain
signaling, blood pressure response, and fever [1, 2]. Additionally, many of these lipid
metabolites have been implicated in a wide range of complex disease pathologies including
cancer [4, 5], atherosclerosis [6], rheumatoid arthritis [7], cystic fibrosis [8] and
neurodegeneration [9].

Eicosanoids represent a large diverse group of lipids, in part, due to nonspecific synthases
that can utilize different polyunsaturated fatty acids (PUFA) as substrates. The complexity
of the eicosanoids is further complicated because these molecules can then act as substrates
for other synthases, either through an intracellular or trans-cellular mechanism [2, 10]. They
are derived from polyunsaturated fatty acids (typically arachidonic acid) located at the sn-2
position of membrane glycerophospholipids liberated by enzymes with phospholipase A,
(PLA,) activity [11, 12]. Group IVA cPLA; has been thought to be the main phospholipase
responsible for the fatty acyls liberated from membrane phospholipids, while a recent report
suggest that MAGL is the main lipase responsible for this activity in brain [13, 14]. These
free fatty acyls serve as substrates for cyclooxygenases (COX), lipoxygenases (LOX), and
cytochrome P450s (CYP) enzymes [1, 2, 15, 16]. Most eicosanoid studies have just focused
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on prostaglandin E, (PGE>) and the role it plays in inflammatory responses. Since many
eicosanoids display redundant signaling properties, efforts have been made to study these
mediators collectively.

NAEs represent a class of endogenous bioactive signaling lipids composed of a fatty acyl
conjugated to ethanolamine through the amide bond [17, 18]. The arachidonoy! species,
anandamide (AEA), has received the most attention due to its anti-inflammatory action,
nearly all endogenous fatty acyl species have been detected as ethanolamides in vivo [19]. A
number of different pathways have been implicated in NAE formation, but the specific
enzymes generating synaptic AEA formation remains unclear. To date, three main
enzymatic routes for the formation of AEA from n-acyl phosphatidylethanolamines (NAPE)
have been identified: (1) hydrolysis by a NAPE-specific phospholipase D (NAPE-PLD), (2)
sequential phospholipase A/B activity of ABHD4, followed by a metal-dependent
phosphodiesterase, and (3) sequential phospholipase C (PLC) and phosphatase activity.
Inactivation of NAE signaling occurs primarily through their hydrolysis to form the free
fatty acids and ethanolamine. Fatty acid acyl hydrolase (FAAH) has been identified as the
primary means of AEA metabolism through a well-characterized serine hydrolase
mechanism. Predominately, FAAH associates with intracellular membranes such as the
endoplasmic reticulum and the Golgi apparatus. A great number of small molecules have
been developed as selective inhibitors of FAAH [20-23], which has been a hotly pursued
pharmacological target.

The quantitation of eicosanoids has been a challenging task due to the number of chemically
different yet structurally similar metabolites (over 100). In the past, enzyme-linked
immunosorbent assays (EIA) were employed to monitor a single eicosanoid species [24, 25].
Due to the lack of commercially available antibodies and their non-specificity, this approach
was severely limited. Additionally, the EIA approach lacked the robustness to perform large
scale analyses. The technological advancements in mass spectrometry and its application to
monitor eicosanoids have led to a robust foundation for eicosanoid research. Using gas
chromatography mass spectrometry (GC/MS) allowed for many eicosanoids to be monitored
simultaneously, however, a lone chemical derivatization agent was not suitable for all
eicosanoids to be monitored in a single analysis [26]. Also, GC/MS was not suited for
monitoring every type of eicosanoid species [27]. Electrospray-ionization tandem mass
spectrometry (ESI-MS/MS), which does not require a prior derivatization step, has become a
staple in eicosanoid biology since it was first employed by Margalit and colleagues for
simultaneously monitoring 14 different eicosanoid species in a single analysis [28]. The
number of distinct eicosanoids that can be monitored in a single analysis has been steadily
increasing as more pure standards have become commercially available, as well as
improvements in mass spectrometer hardware and data analysis software.

Previously, we reported on the use of GC/MS to analyze free fatty acids [29] and LC/MS/
MS to analyze eicosanoids [30]. Our initial eicosanoid methodology was capable of
monitoring 60 unique species in a single 16 min analysis. Since our initial report, significant
improvements have been made which more than doubles the number of eicosanoids
monitored (141) and quantified (100). Additionally, we have applied this technique toward a
separate methodology capable of monitoring 36 NAE metabolites. Here, we present the
design and rationale behind our high-throughput LC/MS/MS methodologies for monitoring
and quantitating eicosanoid and NAE metabolites, and highlight the improvements made
over our previous technique. Also, we provide an example of the application of our
methodology.

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.
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2. Materials and Methods

2.1. Sample Preparation

The same sample preparation is used when analyzing eicosanoids or NAEs. All samples
were resuspended in 1.0 ml of 10% methanol water (v/v). Tissue samples were subjected to
sonication for 6 seconds to break up any connective tissue. Samples were spiked with 50 pL
of a 50 pg/ uL (2.5 ng total) deuterated internal standard solution. Lipid metabolites were
extracted using strata-x 33 u polymerized solid reverse phase extraction columns
(Phenomenex, CA; cat # 8B-S100-UBJ) as indicated by manufacturer's directions. Briefly,
columns were washed with 3.5 ml of 100% methanol, followed by 3.5 ml of water before
samples were extracted. Samples were washed with 3.5 ml of 10% methanol to remove non-
specific binding metabolites. Lipids were eluted into 1.0 ml of methanol and stored at -80C°
before being analyzed to prevent metabolite degradation.

2.2. High perfromance liquid chromatography (HPLC)

Both eicosanoid and NAE samples are subjected to the same treatment for HPLC analysis,
although different buffer systems are employed. Extracted samples in 100% methanol are
lyophilized to dryness using a speed-vac concentrator (Savant, model # SC110-120), and
resuspended in 90 pL of their respective solvent A. For the eicosanoids methodology,
solvent Agjcos consists of water-acetonitrile-acetic acid (70:30:0.02; v/v/v), while solvent
Be|cos consists of acetonitrile-isopropyl alcohol (50:50, v/v). For the NAE methodology,
solvent Ayag consists of water-acetonitrile-acetic acid ((70:30:0.1; v/iv/iv) + 1 g/L
ammonium acetate) and solvent By ag consists of acetonitrile-isopropyl alcohol-acetic acid
((45:45:10; v/viv) + 1 g/L ammonium acetate). Samples can be subjected to each
methodology alone or analyzed together in series. After a sample has been analyzed for
eicosanoids, the presence of NAEs can be determined with the addition of 10 uL of a water-
acetonitrile-acetic acid (70:30:0.1; v/v/v) + 5 g/L ammonium acetate solution that makes the
sample suitable to be analyzed in positive-ion mode.

An aliquot of 40 uL of sample injected on the HPLC system was the standard amount
routinely analyzed. Eicosanoids were separated on a Synergi reverse-phase C18 column (2.1
x 250 mm; Phenomenex, CA) and NAEs were separated on a Luna reverse-phase C8
column (2.1 mm - 250 mm, Phenomenex, CA). Both sample types use a flow rate of 300 pL/
min at 50°C. The gradient program used to separate the eicosanoids is as follows: 1 min (0%
solvent Bgcos), 3 min (25% solvent Bgjcos), 11 min (45% solvent Bgjcos), 13 min (60%
solvent Bgcos), 18 min (75% solvent Bgjcos), 18.5 min (90% solvent Bgjcos), 20 min
(90% solvent Bgjcos), 21 min (0% solvent Bg|cos). A linear gradient was maintained
between each step. The column was re-equilibrated by holding 0% solvent Bg|cos between
min 21 to 25 before the next sample injection. The gradient program used to separate the
NAEs is as follows: 1 min (0% solvent Byag), 4 min (50% solvent Byag), 14 min (100%
solvent Byag), 20 min (100% solvent Byag), and 21 min (0% solvent Byag). A linear
gradient was maintained between each step. The column was re-equilibrated by holding 0%
solvent Byag between min 21 to 25 before the next sample injection.

2.3. Mass Spectrometry

An ABI/Sciex (Foster City, CA) 4000 QTRAP hybrid, triple quadrupole, linear ion trap
mass spectrometer equipped with a Turbo V ion source was used for all mass spectrometry
analysis. Analyst 1.5 software package was used to operate the mass spectrometer. Nitrogen
gas was used as the collision gas for all metabolites. Eicosanoids were detected in negative
electrospray ion mode with the following source parameters: CUR = 10 psi, GS1 = 30psi,
GS2 =30 psi, IS =-4500 V, CAD = HIGH, TEMP = 525°, ihe = ON, EP =-10 V, and CXP
=-10 V. NAEs were analyzed in positive electrospray ion mode with the following source

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.
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parameters: CUR = 10 psi, GS1 = 30psi, GS2 = 30 psi, IS =-4500 V, CAD = HIGH, TEMP
=525° ihe = ON, EP =-10 V, and CXP =-10 V.

2.4. Quantitation

Eicosanoids and NAEs are quantitated using a stable isotope dilution technique. Primary
standard curves are produced separately for eicosanoids and NAEs. Primary standard curves
are generated from mixed primary standard stocks at 7 different concentrations (0.1 ng, 0.3
ng, 1 ng, 3 ng, 10 ng, 30 ng, and 100 ng). An aliquot of 50 mL of primary standard stock
with the concentration ranging from 1 pg/uL (0.1 ng stock) to 1000 pg/uL (100 ng) are
added to an aliquot of 25 uL of internal standard stock. For eicosanoids, 75 uL of 0.2%
acetic acid-water were added, while for NAEs 75 uL of solvent Anag (water-acetonitrile-
acetic acid (70:30:0.1; v/iv/v) + 1 g/L ammonium acetate). A 40 uL aliquot of each primary
standard mix is analyzed with mass spectrometric methodologies. Primary standards were
run in duplicate and averaged. Primary standard curves are determined by generating a
linear regression trend line that is forced through 0. The mulitquant 1.1 software package
(ABI-Sciex) was used to quantitate all metabolites.

3. Rationale and Discussion

3.1. Sample preparation

These methodologies have been applied to media from cultured primary cells, cultured cell
lines (RAW264.7 and HEK?293) [31], rat spinal cord tissue [19], murine papillomas, and
murine tibiotarsal ankle joints [32]. The same sample preparation is used when analyzing
eicosanoids or NAEs. All tissue samples were disrupted with a probe sonicator, while
murine papilloma tissue required homogenization prior to sonication. Lipid metabolites were
isolated from cultured media and tissue samples using solid phase extraction, except for
murine ankle joints where a prior liquid / liquid extraction was employed [32]. A murine
ankle joint sample is comprised mostly of bone and required an additional total lipid
extraction.

Purification using flash chromatography can significantly enhance lipid detection and
quantization limits by removing other chemical species that can diminish the overall
sensitivity though processes such as ion suppression. Different extraction methods have
been employed in the study of these lipid mediators [33, 34]. We decided to use a solid
phase extraction technique, which is more suitable for processing a large number of samples
than a more efficient liquid/liquid extraction technique as described in Golovko et al., 2008
[33]. The solid phase extraction technique utilizes Strata-x polymerized solid reverse phase
extraction columns (Phenomenex, CA,; cat # 8B-S100-UBJ). Samples are applied to these
columns in 10% methanol, a concentration of organic solvent empirically determined to be
sufficient to solubilize the eicosanoids and NAES in our assay, yet not high enough to
prevent them from binding to the column. An additional column volume of 10% methanol is
used as a wash, which serves to elute non-specfic hydrophobic chemical species and salts
from the sample. Subsequently, eicosanoids and NAEs are eluted off the column with 100%
of methanol; however, a large fraction of the more lipophilic species that could potentially
lead to ion suppression is retained. Previously, our lab has reported on some lipid recoveries
obtained from this extraction technique [30]. Lipids are stored in 100% methanol at -80C° to
minimize non-enzymatic oxidation and degradation until analysis.

A crucial aspect of our methodology is the usage of deuterated internal standards. All
samples are spiked with a deuterated internal standard solution prior to lipid extraction. The
use of deuterated internal standards is intrinsic to our ability to quantitate these lipids, and is
covered in greater depth in the quantitation section (3.5). Deuterated internal standards also

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.
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serve an important role in the extraction and storage process. Since a deuterated internal
standard is either an analogous lipid metabolite or a molecule with similar chemical
characteristics, both lipid metabolite and internal standard will have similar extraction
efficiencies and rates of degradation. Thus, any amount of a lipid metabolite that is lost due
to the extraction process or degradation will be accounted for.

3.2. Method design

Our methodology uses a targeted approach to identify and quantitate lipids using mass
spectrometry (MS) coupled with high performance liquid chromatography (HPLC). This
approach is known as the Comprehensive Lipidomic Analysis by Separation Simplification
(CLASS) [3], where lipid metabolites are separated based on their chemical properties prior
to mass analysis, then monitored by collision-induced decomposition (CID) in conjunction
with electrospray ionization tandem mass spectrometry (ESI-MS/MS) [3]. Using CID,
whereby each lipid metabolite creates ion fragments unique to its structural components,
they can be subsequently measured by monitoring one of these ion fragments. A targeted
MS approach allows for a higher sensitivity to detect analytes than an unbiased full scan MS
analysis. The trade off for higher sensitivity is that novel metabolites cannot be detected, and
all metabolites of interest must be accounted for prior to analysis.

Mass spectrometric analysis was performed on an ABI/Sciex 4000 Q-TRAP operating in
scheduled multiple-reaction monitoring (SMRM) mode. Multiple-reaction monitoring
(MRM) is a MS approach that monitors the transition of a parent ion to a specific daughter
ion fragment. PGE, and anandamide are used as examples to demonstrate the parent to
daughter ion transition (Fig. 1). These defined parent and daughter ions are known as an
MRM pair. An sSMRM pair is an MRM pair with an associated liquid chromatography (LC)
retention time. SMRM is an improvement over MRM allowing for better data collection and
more analytes to be monitored in a single analysis. The MS operating software (Analyst 1.5)
takes into account the total number of SMRM pairs and respective retention times, and
optimizes how the mass spectrometer scans. We found that a 70 second retention time
window for each SMRM pair was sufficient to account for metabolite peaks and slight shifts
in their retention times. Although a feature on ABI/Sciex mass spectrometers running
Analyst 1.5, scheduling MRM pairs can be replicated on triple quadrupole mass
spectrometers from other companies. This method is intended as a starting point for the
research community, which can be expanded upon as more metabolite standards become
available, or scaled down to only include the metabolites of interest.

The switch from using MRM pairs to SMRM pairs has allowed us to increase the total
number of metabolites monitored in our methodology, without sacrificing the quality of the
data collected. Our previous eicosanoid methodology utilized manually dividing the entire
mass spectrometric scan into 6 different 3-5 min periods, which contained about 20-30
metabolites with similar retention times. During each period, the mass spectrometer only
monitored the contained subset of eicosanoids. This was done to maintain a duty cycle of
less than 2 seconds. As more metabolites became available and added to the screen, it
became a very laborious task to maintain an adequate duty cycle. Additionally, slight shifts
in metabolite retention times due to column usage and variations in buffer preparations made
it difficult to create and manage new periods. This methodology remained manageable as
long as an upper limit of about 125 total MRM pairs was maintained. Our current eicosanoid
methodology contains 171 total SMRM with improved sensitivity, where mass spectrometer
algorithms have optimized the data collection process. These improvements are further
discussed in the eicosanoid methodology and quantitation sections.

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.
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3.3. Eicosanoid methodology

We have developed a high-throughput CLASS approach to globally monitor a specific lipid
class, the eicosanoids. Derived from poly-unsaturated fatty acids (PUFAs), all eicosanoids
contain a conserved terminal carboxyl moiety (Fig. 1, PGE,). Eicosanoid are detected in
negative electrospray ion mode to take advantage of the terminal carboxyl moiety, which is
easily deprotonated during ionization. This feature allows eicosanoids to be detected without
any additional derivatization. Unique SMRM pairs have been selected for each eicosanoid
species. This was accomplished by analyzing product ion scans (MS/MS) from commercial
eicosanoid standards (Cayman Chemical & Biomol). Additionally, optimal declustering
potential (DP) and the collision energy (CE) parameters have been determined for each
SMRM pair. These values were determined by directly infusing commercial standards into
the mass spectrometer, while individually ramping these parameters in a MRM experiment.
We have compiled the sSMRM pair, DP, and CE values for each eicosanoid (Table 1). Table
1 also includes the biosynthetic pathway and PUFA that each eicosanoid is derived from.

Metabolite identification is achieved by combining both ESI-MS/MS and HPLC analyses.
The detection of an SMRM pair with an associated retention time from a reverse-phase
HPLC gradient for a particular lipid metabolite is matched to values obtained from a pure
commercial standard subjected to the same LC/MS/MS analysis. Since chromatography
fluctuates with column usage and variations in buffer preparation, it is imperative that
eicosanoid standards are analyzed as part of every experiment. Our methodology contains
171 SMRM pairs (141 metabolites + 30 deuterated internal standards) for eicosanoids and
related metabolites, which are monitored in a single 25 min LC/MS/MS analysis.
Representative retention time values for each eicosanoid are reported in Table 1.
Representative retention times are reported because retention fluctuations occur between
experiments which can be due to column usage, buffer preparation, and instrument variation.
A chromatograph from a single analysis of a 100 ng primary standard solution containing a
total of 102 eicosanoid species demonstrates the robustness of our methodology (Fig. 2A).
Specific eicosanoid ion chromatographs have been extracted to illustrate different features of
our methodology (Fig. 2B). Chromatographic separation is paramount when monitoring a
large number of structurally similar metabolites. The COX pathway derived metabolites,
prostaglandin E, (PGE,) and prostaglandin D, (PGD;) have the same molecular formula,
differing only by the placement of a keto- and hydroxyl- group at position 9 and 11.
Subsequent full MS/MS scan analyses of these two molecules produce the exact same ion
fragmentation pattern. The use of mass spectrometry alone is not sufficient to distinguish
between metabolites that share the same SMRM pair. Adequate chromatographic separation
of PGE; and PGD, allows us to differentiate between these two metabolites (Fig. 2B). There
are 39 occurrences in our eicosanoid methodology where a metabolite shares an SMRM pair
with another metabolite.

Adequate chromatographic separation is not always achieved, due to the high amount of
structural similarity between eicosanoid species. Many eicosanoids have slight
modifications to their molecular structure, while maintaining the exact molecular weight.
This is exemplified in the lipoxygenase generated HETE (20-carbon) and HODE (18-
carbon) metabolites that differ at the position of a single hydroxyl group. Our HPLC
gradient produces only minimal chromatographic separation of these metabolites, leading to
overlap of their elution profiles (Fig. 2C). These metabolites produce many of the same
daughter ion fragments, making it difficult to distinguish each eicosanoid species using a
full MS/MS scan. Our methodology overcomes this obstacle by utilizing a unique SMRM
pair for each of these lipid metabolites. Our SMRM approach is able to detect which
metabolites are present, even when a cluster of metabolites display overlapping elution
profiles (Fig. 2C).

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.
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3.4. N-acylethanolamine (NAE) methodology

A similar CLASS approach used to monitor eicosanoids is employed in the detection of
NAEs. The NAE methodology can be employed as a lone analysis or performed in tandem
after samples have subjected to the eicosanoid methodology. All NAEs contain an acyl
linkage to the nitrogen of an ethanolamine molecule (Fig. 1, AEA). NAEs are detected in
positive electrospray ion mode. Unlike the eicosanoids, NAEs ionize more efficiently in
positive ion mode due to their conserved amide nitrogen. Since the carboxyl-amide bond is
labile, fragmentation of an N-acylethanolamine [M+H]* species produces a 62 m/z ion
(CoHgN101%). The presence of salts such as Na* and K*, which can remain associated with
these lipids even after sample preparation, can facilitate the formation of other NAE ion
species such as [M+Na]* and [M+K]*, diminishing the overall sensitivity of these lipids.
Ammonium acetate, when used in concentrations above 1 mM, can shift the equilibrium
toward [M+NH,]* species, which degrade to [M+H]* + NH3 during ionization. Similarly to
the eicosanoids, no additional chemical derivatization is required to monitor NAEs. The
current NAE methodology monitors 36 different metabolites, derived from saturated fatty
acids, mono- to poly- unsaturated fatty acids, and eicosanoids. Some of these metabolites
can be purchased (Cayman Chemical), while others were synthesized in our laboratory by
standard methods. The SMRM pair and representative retention time for each NAE have
been determined in the same manner as the eicosanoids (Table 2). Fragmentation of the
carboxyl-amide bond required the same declustering potential (50) and collision energy (40)
values for all NAEs.

The NAE metabolites are identified using a 25 min LC/MS/MS analysis. The identity of
detected NAE metabolites are confirmed against pure NAE standards subjected to the same
LC/MS/MS analysis. A chromatograph from a 100 ng standard stock solution containing 33
NAEs subjected to this methodology is depicted in Fig. 3A. Selected metabolites have been
extracted to simplify the data produced by this method (Fig. 3B). Since every NAE
generates the daughter ion fragment (62 m/z)*, many of metabolites share the same MRM
transition. This can be seen when examining the different HETE-EA and EET-EA species
which all have a 346.0/62.0 SMRM transition (Fig. 3C). Having adequate chromatographic
separation is key in distinguishing these metabolites from each other. There are 15 NAEs
that have a shared SMRM pair.

3.5. Quantitation

Our current methodology allows for both relative and exact quantitation using a stable
isotope dilution technique [35]. This technique applies for the quantitation of eicosanoids
and NAEs. First, we employ measures to filter out aberrant signals from the dataset,
whereby a detected peak is considered valid if the peak’s height is 3-fold greater than the
background noise. Peaks that do not meet this requirement are disregarded. Also, the
addition of deuterated internal standards can add contaminating lipid metabolites to the
sample, which arise from impurities in the standard. The deuterated internal standard is mass
analyzed in every experiment, and contaminating peaks are subtracted from the samples.

Both relative and exact quantitation heavily relies upon making comparisons between the
integrated areas of a given lipid metabolite and its corresponding internal standard
(AreameTtagoLiTE / Areainstp). The internal standard solution for the eicosanoids is
comprised of 30 deuterated eicosanoids, while the NAE's internal standard solution contains
4 deuterated NAEs. The criteria used to pair a metabolite with a particular internal standard
include: 1) matching the metabolite with the analogous deuterated species (PGD2 and dg4-
PGD,), or 2) matching the metabolite with an internal standard that has a similar chemical
structure and retention time (PGJ, and d4-15d-PGJ,). Table 1 and 2 lists the deuterated
internal standards (highlighted in gray) and lipid metabolite they were paired with. This
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ratio, which is established prior to lipid extraction, is maintained throughout the entire
sampling process. This technique allows for accurate quantitation because lipid metabolites
and corresponding internal standards have similar ionization efficiencies and will be equally
affected by factors such as ion suppression. An important caveat is that the internal standard
must be detectable above the background for quantitation.

Relative quantitation is determined by comparing the ratio (AreameTagoLITE / AreainsTD)
between two different samples. This can be useful in monitoring how a single or a group of
lipid metabolites change during different stages of a disease, or how these metabolic
pathways are globally affected by pharmacological intervention. To quantitate the exact
amount of a given metabolite in a sample, a primary standard curve generated from
commercially bought standards is required. Primary standard curves for eicosanoids and
NAE are generated separately. A primary standard curve is produced from 7 different
concentrated eicosanoid or NAE standard solutions (0.1 ng, 0.3 ng, 1 ng, 3 ng, 10 ng, 30 ng,
and 100 ng) that have been spiked with the internal standard solution. Since the primary
standard and internal standard solutions are maintained in 100% ethanol, the addition of
aqueous buffer is required to reproduce a metabolite's chromatographic retention time. For
eicosanoids, an equal volume of 0.2% acetic acid-water is added to the primary / internal
standard mixture, while an equal volume of water-acetonitrile-acetic acid (70:30:0.1; v/v/v)
+ 1 g/L ammonium acetate is added to the NAE primary / internal standard mixture. Each
primary standard concentration is analyzed in duplicate and averaged. The primary standard
curve is determined by generating a linear regression trend line that is forced through 0.

Representative primary standard curves from eicosanoid and NAE metabolites are shown to
illustrate this technique (Fig. 4). These primary standard curves were generated from 3
separate experiments performed in duplicate spanning a 2-month period. Each standard
curve displays a correlation value (R? value) above 0.999 indicating the high reproducibility
of this methodology. Exact quantitation of a metabolite in a given sample is determined by
extrapolating the amount (X-axis value) from where the ratio ((AreapetasoLITE /
AreansTp); (Y-axis value)) intercepts the primary standard curve (Fig. 4). Alternately, the
exact amount of a given lipid metabolite in a sample can be determined by dividing the ratio
(AreameTaBoLITE / AreainsTtp) by the slope of the standard curve. We routinely quantitate
about 100 eicosanoids out of the total 141 monitored in a single analysis. Our NAE
methodology contains 33 quantifiable metabolites out of a total 36 monitored in a single
analysis. Some metabolites are not quantitated because either a pure standard is not available
(such as the dihomo-prostaglandins) or are routinely observed in very low abundance in
experimental models that we have examined

Monitoring SMRM pairs instead of full MS/MS scans greatly increases the sensitivity of
detection. A 100 ng mixture of standards containing eicosanoids or NAE were serially
diluted and analyzed by our methodology to determine the lower limit of detection (LOD)
for a portion of the routinely quantitated eicosanoids and NAEs. These values are detailed in
Table 1 and 2. The LOD for the eicosanoids analyzed ranged between 0.1 pg -1 pg. This is a
definite improvement over our previous method with reported LOD values ranging from 1
pg to 10 pg on average [30]. The LOD values for a majority of NAEs were detected at 0.1
pg, while in a few instances a higher LOD value was observed ranging from 10 pg — 1000
pg. The difference in sensitivity is due to the efficiency and stability of the parent to
daughter ion transition.

3.6. Application of the lipidomic methodology

The application of these methodologies can be used to globally monitor the changes in
eicosanoid and NAE metabolites in tissue samples. As an example, cerebral spinal fluid
(CSF) and lumbar spinal cord sections from rats injected with the hyperalgesia-inducing

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.
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agent carrageenan in their hind paw were analyzed by both eicosanoid and NAE
methodologies performed in series [19]. The version of eicosanoid methodology employed
during this study monitored fewer eicosanoid species (124 SMRM). The data obtained from
an extensive 24 h time-course experiment is graphed as a heat map to show the global
representation of the relative changes of these metabolites (Fig. 5). The power of this
approach can be seen in the emergent patterns from large complex data sets. The
administration of peripheral carrageenan caused an increase in central levels of arachidonic
acid-derived (AA) COX metabolites. Also, 12-LOX and corresponding dehydration
metabolites were also observed to increase. There is an extensive amount of literature on the
involvement of PGE, (COX metabolite) in central pain signaling, however, little is known
about the role that 12-LOX metabolites play in this process. These observations could have
been missed if only a single or select group of lipid metabolites was monitored. The
capability to globally monitor these lipids has led to the identification of new bioactive
mediators.

Distinct patterns are observed when comparing the eicosanoid and NAE profiles from the
CSF and spinal cord samples. Fewer total lipid metabolites are detected in CSF samples,
containing only a portion of the eicosanoids detected in spinal cord (Fig. 5). Also, NAEs are
only detected in the spinal cord sample. Temporal patterns between lipid metabolites present
in both samples are observed. Examination of quantitated amounts of PGE, exemplifies the
temporal differences between CSF and spinal cord (Fig. 6). PGE, peaks at 4 h in CSF then
returns to basal levels by 24 h. In contrast, PGE; levels begin to rise at later times in the
spinal cord and remain elevated. Additionally, the NAE anandamide (20:4-EA) is observed
to significantly increase at later time points in the spinal cord (Fig. 6).

4. Summary

We present a targeted CLASS approach to globally monitor and quantitate eicosanoids and
N-acylethanolamines. Our current eicosanoid methodology represents a distinct advance
over our previous versions, increasing the total number of SMRM pairs monitored from 60
to 171. The introduction of scheduled MRM (sMRM) pairs, has allowed for the detection of
more metabolites, and the number is only limited by the number of available lipid metabolite
standards. The increase in the total metabolites monitored has not compromised the quality
of the data collection process. Software advancements have allowed for greater sensitivity
and removed a lot of the tediousness of monitoring a very large set of metabolites. This
methodology facilitates more thorough metabolite studies and can easily be adapted to other
metabolite classes.
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Figure 1.
The structures of the parent and daughter ions for PGE, and AEA used in this method.
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Figure 2.

Chromatograph from a single 100 ng standard solution subjected to our eicosanoid
methodology. (A) 102 SMRM pairs were extracted from a single run. (B) Selected
eicosanoid SMRM pairs from the major biosynthetic pathways were extracted from a single
analysis. (C) A magnified view of the chromatograph of extracted HETE and HODE
metabolites.
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Figure 3.

Chromatograph from a single 100 ng standard solution subjected to our ethanolamine
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methodology. (A) 40 SMRM pairs were extracted from a single run. (B) A diverse group of
selected ethanolamides SMRM pairs were extracted from a single analysis. (C) A magnified

view of the chromatograph of extracted HETE-EA and EET-EA metabolites.
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Figure 4.

Primary standard curves from representative eicosanoid and ethanolamine metabolites were
generated from 3 separate experiments performed in duplicate. Primary standard curves
were generated from 7 concentrations ranging from 0.1 — 100 ng. Error bars represent the
standard error of the mean.
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A time-course heat map of cerebral spinal fluid (CSF) and the ipsilateral of the portion

lumbar spinal cord (IPSI) from rats treated with the hyperalgesia-inducing agent

carrageenan. Metabolites are clustered based on their biosynthetic pathway. This data is

adapted from Buczynski et al (16).
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Figure 6.
Quantitative amounts of eicosanoid and ethanolamine in CSF and spinal cord over a 24 h

time-course. Error bars represent the standard error of the mean. * indicate p-values < 0.05.
This data is adapted from Buczynski et al (16).

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 20

Dumlao et al.

- Gz 09- an zotT 9gg 1474 ¥317 (vp) 73 suatoxnaT (vp) X071 vV
- Ge- 0L- an 26 2L 0€9 ¥2171(sp) ¥D auainodna (Gp) X071 vV
- 0¢€- 09- an vzl G8T L€ ANOHIP €T°2T (¥P) P19e 210U333PEI0-AX0IPAUIP-ET'ZT (¥P) dAD v
- 0¢€- 09- an 0€T €02 L1€ INOHIP 0T'6 (¥P) PIo® 210U88PEIN0-AX0IPAYIP-0T'6 (1P) dAD v
- GT- 05- anN 69T 92z Lee 133 GT'¥T (8p) p12e dloualIyesod1e-Axoda-(ST)vT (8p) dAD wv
- 0z 09- anN G'.T 1T Lee 133 21'1T(8P) p12e d10uaLIes0d1a-Ax0da-(¢T)TT (8P) dAD wvY
- 0z- 09- an GLT 85T 12¢ 1336'8(8p) p12E dl0usLIes0d18-Axoda-(6)8 (8P) dAD v
- 0z- o¢- an 9.1 202 oge 133 9'G(8p) p1oe dl0uaLLesodla-Axoda-(9)S (8p) dAD vV
- 0z 0L- an AL L6T €6 any (vp) 3 uinj0say (vp) X0 vv
- Ge- 05- an A 602 {43 3130%0-G (2p) PIoB 010USLIB}eS0013-0X0-G (LP) X071 vV
- G- 09- an v'ST 861 662 3A0H-€T (vP) p19e d10UIPLIBPEII0-AX0IPAY-ET (7P) X071 v
- e 09- an 9'sT A 66¢ 3A0H-6 (vP) PI2E D10UBIPEIDPEIV0-AX0IPAY-6 (1P) X0 \a
- 0z 0L- anN LT S62 gee 3.13H-0z (9p) p12E d10UBLIeS0213-AX0IPAY-0Z (9P) dAD wvY
- 0z 09- anN G'ST 9z 4 3.13H-GT (8p) p12® 910UBLIIeS0213-AX0IPAY-GT (8P) X0 wvY
- 0z 09- an 19T €8T lLee 3.13H-21 (8p) PI2® D10UBLIIeS0213-AX0IPAY-ZT (8P) X0 wv
- 0z 05- anN L'9T 91T L2 313H-G (8) p19® dlouaLIes0d18-Ax0IpAy-G (8p) X0 wvY
- e 0L- an 9TT 16T 6 va11 (vp) vg auainodna () X071 vV
- 0€- 09- an 99 GTT v9€ 1A ®49d 0sI-G (TTP) AI-"24 sueisoidos (TTp) zus-uou 'A%
- oe- G- an 68 112 GGe ¢@od up (vp) ¢Q upue|Belsoid 038X-GT-04PAUIP-KT'ET (¥P) X090 vV
- 0¢- Y- an 08 112 GGe ¢39d up (vp) ¢3 upue|Belsoid 03eX-GT-0IPAUIP-YT'ET (D) X092 vV
- o¢- 08- an €8 G6C 1S ®49d 1up (vP) 4 uipue|Beisold 030X-GT-01pAYIP-YT'ET (7P) X092 vV
- 0z 09- an SYT Slz 6T¢ r9d-pst (vh) 2 uipue|Belsold-Axosp-GT (vp) X002 A%
- Ge- 0S- an G/l G/2 GGE ¢aod (vp) ¢q uipueyBelsoud (vp) X090 vv
- G- 05- an 1L G/Z GGE ¢39d (vp) ¢3 upuejbelsoud (vp) X092 vV
- o€- 0S- anN 69 16T 1S€ %49d (7p) ¢4 uipue|Beisold (vp) X002 vv
- Ge- 0S- an €9 €LT €Le tax L (vp) ¢g auexoquioyL (vp) X092 vV
- ge- go- an 0's 291 eLe *149d-49 (#P) °14 Utpue6eIS0Id-01t-9 (¥P)e X09 wv
prepuels feusau]  ABJ1sug uoisi0D  [enualod Buuaisnpag  (6d) go  q(UIW) SWIL UONUSIRY  jgyfneq  juared uonelAaIgqY JINVN NOWWOD Remyred  pioe Aned

NIH-PA Author Manuscript

T alqel

NIH-PA Author Manuscript

spiouesooIa 10) siaaweaed pue sared NYHIAS paziundo

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 21

Dumlao et al.

”¢49d (vp) G- or- an Ll Sle Gse ”e49d yp 24 uipue|Be1soid-0IpAUIP-T'ET X092 vV
¢39d (vp) 0¢- ge- 1 G ETT 6v€ ¢39d 5T 23 utpue|Beisoid-03ex-GT X092 A%
494 (vp) Ge- or- an vl €Tl 16€ ”249d ST 24 upue|Be)soid-03aX-GT X092 vv
"249d (vp) Ge- 0S- an 2 €Tl € "149d %ST T4 uipue|Be)soid-03a-GT X092 v16a
”249d (vp) or- 09- an 2’9 €Tl 69¢ “T49d-Up‘-HIp GT'9 “T4 upue|Be)soid-0IpAYIP-FT'ET *-01MIP-GT'9 X092 v16a
¢39d (vp) Ge- or- an €S evT L9¢ '39d %9 '3 ulpue|Belsoid-01a3-9 X092 v16a
r9d-pst (vh) Ge- G- an 6T 66¢ 19 r9d pST owoyip ¢r uipueBelsold-Axosp-GT owoyp X092 vavy
r9d-psT (vp) Ge- Gg- an €T 662 19¢ rod owoy1p ¢r uipueBesold owoytp X092 vav
¢aod (vp) oe- G9- an v'6 662 6.€ ¢a9d owoyip ¢Q uipue|bejsoud owoyip X092 vav
¢39d (vp) oe- G9- an 16 66¢ 6.€ ¢39d owoyip ¢3 uipue|Bejsoid owoyip X092 vav
*249d (vp) Ge- GL- anN 6'8 144 8¢ 2494 owoyip ¢4 uipueBelsoid owoyip X002 vavy
¢aod (vp) Ge- Gg- an g9 692 6 ¢aod €@ uipue|Belsold X092 Vvd3
¢39d (vp) Ge- Gg- an 29 692 6ve £39d £3 uipue|BGelsold X092 vd3
”249d (vp) oe- G- an 8's €61 16€ "649d €4 upue|Bejsoud X092 Vd3
cax L (vp) Ge- 0S- an €S 69T L9€ taxL £g auexoquioiy L X092 vd3
"249d (vp) Ge- 06 an vy €91 198 "T49d-19 LTV Ty ulpue|GeIsold-01a%-9-L TV X092 Vvd3
¢aod (vp) Ge- Gg- an gL ele €6 'aod ' uipue|Beisoud X092 v16a
¢39d (vp) G- GS- an VL ele € 394 '3 uipuelBesold X092 v16a
”249d (vp) 0€- GL- an 0L €6¢ GGe "49d T4 uipue|Belsold X002 v16a
caxy (vp) Ge- 05 an 79 LT T.€ Tax1 g suexoquioy L X092 v16a
"249d (vp) 0€- 05 an 29 €61 €6 ”49d g11 24 uipue|Belsold-e1eq-TT X092 vV
¢aod (vp) Ge- 0S- T gL 1.2 16€ ¢aod ¢q utpue|Beisoud X092 vV
¢39d (vp) G- 0S- T 1L 1.2 16€ ¢39d ¢3 uipue|Belsold X092 vV
”249d (vp) 0€- 0S- 1 6'9 €61 €6 494 24 uipuejBelsold X002 wv
egx L (vp) Ge- 05 1 €9 69T 69€ tgx 1L ¢g auexoquioy L X092 vv
"T49d-19 (vp) ge- G9- T TS €91 69€ "149d-19 14 ulpue|Be)sold-03ay-9 X092 vV
- 0z- S6- an A4 44 zee VHa (p) p1oe d1ousesodexayod (Sp) - -
- G1- G9- an €61 29z 90€ vd3 (Sp) p1oe olouaejuadesoats (Gp) - -
- 0z 08- an 902 192 1€ WV (8p) p12e dIUOPILIEIY (8P) - -
prepuels [eussiu]  ABJauz uoisijoD  [enusiod Buniaisnpsg  (6d) go q(UIW) WL UORUAISY  jgyyfneq  justed uoneInaIqqy ANVYN NOWINOD Remuyred  pioe Aed

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 22

Dumlao et al.

3.13H-S (8p) 0z GL- T0 0T 6vT A% 3d3H-6 p1oe dlousejuadesoata-AxoipAy-6 zus-uou vd3
3.13H-S (8p) 0z 09- 70 Gt 16T 6T€ 313H-6 p1oe d10uae.}3Yes013-AX0IPAY-6 zua-uou vv
IA "49d 081-G (TTP) oe- 0S- T 29 €6T €6 111 °49d os1-8 111-"24 auejsoudos| ZU3-uou vV
IA "49d 0s1-G (TTP) oe- 09- T L9 GTT €ae IA "249d 0sI-§ AI-"4 auejsoudos| ZU3-uou vV
rod-psT (vP) GI- 0S- 70 ST 174 GIe rod-psT {rod-v1'2TV-AX09p-GT X092 vV
r9d-psT (7P) 0z 0¢€- 1 L'TT 1.2 €ee ¢9d-pst ¢Q9d-¥1'2TV-AX08p-GT X092 A%
r9d-pst (vh) 0z 0¢- 1 L'6 1L eee rod ¢r uipuejBelsoud X092 wv
r9d-psT (vP) G- 0S- an 0'sT 1.2 GIe Y9d-pST %y ulpue|Be)sold-Axoap-GT X092 vV
rod-psT (vP) 0z- oe- an G'6 1/ eee ¢god g uipue|Beisoud X092 vV
{rod-psT (vP) 0c- 0€- an L'6 TlC eee 4yod %y uipue|Belsold X090 wv
3.13H-ST (8p) LT 09- 70 8'GT 12 €ve 3JHOQH-ET PI0Y 010UBeX3UES000P-AX0IPAY-ET X02 wvY
313H-GT (8p) ve- 0L 1 8'YT 21 L€ 3d3H-TT p1oe djousejuadesodla-AxoIpAy-TT X002 vv
3.13H-S (8p) 0z 09- 70 09T L9T 61¢ JL3H-TT PIDE D10USBIIBIES0IIS-AX0IPAY-TT X002 wv
3.13H-S (8p) 0¢€- 0¢€- T veT €91 6.2 LHH-ZT p1oe dlouaLIedspeday-AxoIpAY-SzT X090 wY
¢39d (vp) o€- 0S- an TL S0C 6vE 9d 2y uipue|Belsold X020 wv
¢39d (vp) Ge- or- an T 1.2 16€ ‘39d J11 3 uipue|Besoid-e1eq-TT X092 vV
313H-GT (8p) 1 GL- T0 0€T 60T 592 313H-2T Jouens) P12 D10UBBIIRIESOIID-AX0IPAY-ZT Joue3) X071 wvY
¢39d (vp) Ge- or- an o4 162 Lee INFOd-1ouelie} aNjoqelaN 3 ulpue|Belsoid-louesns) X090 vV
"249d (vp) Ge- or- an 4 €62 62€ NERERIIE aNjogeIBIAl 5 UljBuelSOid-iouesd) X092 vv
2494 (vp) Ge- or- an AL SvT Gee  "dod drrioup ez 24 uipue|Be)sod-e1eg-TT-10UIp-€'Z X092 vV
¢39d (vp) G- or- an g'e 68T 19¢ ¢39d Yooz ¢39d-Ax01pAy-0z X092 vV
¢39d (vp) Ge- or- an 9¢ 68T L9€ ¢39d Yo6T ¢39d-Ax0IpAy-6T X092 vV
”249d (vp) Ge- 0S- an A €61 69¢€ "49d Yooz "e49d-Ax01pAy-0g X002 vV
"249d (vp) Ge- 05 an €€ €61 69 "49d Yo6T 249 d-Ax01pAy-6T X092 wv
"249d (vp) Ge- 0S- an 08 €Tl €6 "e49d up 411 24 uipue|Be)sod-033-GT-0IPAYIP-YT'ET-8IRATT  X0D vv
¢39d (vp) Ge- 09- an 90T €Tl eee ¢39d ojahalq 3 uipue|Besold 0joAa1q X092 vV
¢@od up (7p) G- ov- 1 6'8 L02 15€ ¢@od up ¢Q uipue|Belsold 03M%-GT-04PAYIP-FT'ET X092 vV
¢39d up (vh) Ge- or- 1 z8 10T 16€ ¢39d up ¢3 uipue|Be)soud 018X-GT-0IPAYIP-FT'ET X092 vV
249d up (vp) Ge- 09- 1 T8 16C €3¢ ”249d up 24 upue|Belsoid 03eX-GT-0IPAYIP-KT'ET X092 vV
paepuels feusoul  ABusug uoisiioD  [enuslod Buuieisnosg  (6d) o q(UIW) AULL UORUAY  jeyyneq  uaed uoneInsIqqY JNVN NOWWOD femuyred  proe fiyeq

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 23

Dumlao et al.

Tany (vp) 0z 0L an A G6T 6ve Tany 3 uinjosey X0 vd3
g1 (vp) Ge- 08- an €L 144 16€ rgx rg urxodi X0 vv
g1 (vp) Ge- 09- an L9 €11 6vE SwX Sy uixodi X071 Vd3
g1 (vp) G- 0L- an T8 GTT 16¢€ X T1-4rT v uixodi-(A)vT1(S)S X071 vV
g1 (vp) 0cz- oe- T €8 GTT 16€ "YX1-S9 v uixodi-(s)9'(S)s X0 vV
g1 (vp) 0z 0¢€- 1 08 STt 16€ X 1-49 " uixodi-(4)9'(S)s X0 A%
g1 (vp) oe- 0S- T TTT 102 Gee A13HIP GT'S pI9e d10U3E13YeS0019-AX0IPAYIP-SST'SS X071 vv
3.13H-S (8p) 61- 0L 70 €81 STT 12€ 3113H-G pI2e 210UBLIES0019-AX0IPAY-G X0 VN
3.13H-S (8p) 0z- 0L 70 YT LT €62 3110OH-6 PIOE D10UB1I}eIBPEID0-AX0IPAY-6 X0 v
313H-S (8p) LT- 0L- 70 89T 10T eve JHOQH-¥ pI9e 210U3EX3YES0I0P-AX0IPAY- X071 vHa
3.13H-S (8p) 81- 09- 70 9t VT eve 3IHOAH-L P12 210UEX3YESOI0P-AX0IPAY-L X0 VHQA
3.13H-S (8p) LT or- 70 €aT STT LT€ 3d3H-S p1oe dlousejuadesoatd-AxolpAy-g X0 vd3
3.13H-S (8p) 0z 09- 70 99T GIT 6T¢ 313HS p1oe 910Uae.}3Yes013-AX0IPAY-G X0 wvY
Y317 (vp) Ge- 09- an 60T eee 8¢y Y317t 73 aUaLOMNaT-sUBN-TT X0 vV
Y317 (vp) Ge- 09- an g1l LT G6v vgLir ¥Q sualnoxna-suen-TT X0 vV
2171 (sp) Ge- 0L- an 8'6 eLe G29 Yo11TT ¥3 aualioyna-suen-TT X0 vV
317 (vp) Ge- 09- T Al €ee 8ey ¥317 3 ausLnoxneT] X0 vv
Y317 (vp) Ge- 09- an 90T LT S6v (e} ’Q sualjoxna X0 vV
2171 (sp) 8¢- 0L- an z6 ele 629 "a11 2 auaLiona X071 vV
g1 (vp) L1- 09- an v'er 6.T eee g 170x0-2T ¥g aualodNa1-0X0-ZT X0 vV
g1 (vp) e 0L an TTT G6T Gee g1 1dagT9 g dusuioNNaT-1ds-Z T -suell-9 X0 vV
g1 (vp) i 0L- an TTT G6T Gee vg171dazT g suatnona-1ds-zT X071 vV
g1 (vp) e 0L- an TTT G6T Gee Yg1119 ¥g auaLijoxna-suesl-9 X0 vv
g1 (vp) G- 09- T 0'sT €91 gee J13HIP9'S p19e dl0ude.IRYes0d19-AX0IPAUIP 9'G X071 vV
g1 (vp) G- 09- an TS G6T Gog 817 400202 ¥g aualodna-Axoqled-og X0 vV
g1 (vp) Ge- 09- an TS G6T 16€ 9171400z g aualnoxna1-Ax0IpAy-0z X0 A%
g1 (vp) s 0L- T ST G6T gee rg11 g auaLiona X071 vV
313H-GT (8p) 0z 09- T0 €6t e eve 3IHOAH-02 P10V 210UZEX3UES0I0P-AX0IPAY-0C zua-uou VHQA
313H-GT (8p) 61- GL- 70 GqT €€ eve 3HOQH-9T P10V 010USEX3UES0I0P-AX0IPAY-9T zus-uou VHa
313H-5 (8p) 0z- 0L- 70 29T 60T eve JHoQH-8 PI9Y 210U3EX3LS000P-AX0IPAY-8 zug-uou vHa
prepuels [eussiu]  ABJauz uoisijoD  [enusiod Buniaisnpsg  (6d) go q(UIW) WL UORUAISY  jgyyfneq  justed uoneInaIqqy ANVYN NOWINOD Remuyred  pioe Aed

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 24

Dumlao et al.

3.130x0-G (2p) Ge- 09- 1 79T 81 €62 3Q00x0-6 PIde D10UBIPEIBPEIV0-0X0-6 X0 v
3.130x0-G (2p) L TAl ov- T 6'GT ETT L1€ 3130%0-GT P12k DI0USLIISIESOI8-0X0-GT X0 A%
3.130x0-G (2p) Ge- or- T 79T €sT LT€ 3130X0-2T PIoe O10UZRIIBIES00I8-0X0-ZT X0 wv
3.130x0-G (2p) Ge- or- 1 LT €0z 178 3130x0-§ PIOE 2I0USRIIBIESODIR-0X0-G X071 wvY
133 GT'¥T (8p) 0z- or- 1 vvT €8T Gee EaxH X0 vV
133 ST'¥T (8p) G- 0S- T €T LeT GEE EVXH &y ullixodeH X011 vV
3A0H-6 (vP) Ge- 09- 1 96T TLT 62 3AOH-6 p12e d10UBIPEIBPEId0-AX0IPAY-6 X0 v
3.13H-G(8p) 61" 09- T 091 6vT eve 3IHOQH-TT ploe 010UgeX3YRSO0P-AX0IPAY-TT X071 VHa
313H-GT (8p) 81- 09- T 8'GT 50T eve IHOAH-¥T P19 210UEX3YESOI0P-AX0IPAY-1T X0 VHQA
313H-GT (8p) 0z- 0L 70 6'vT 6.1 LT€ 3d3H-TT p1oe dlousejuadesoate-AxoipAy-zT X0 vd3
313H-GT (8) 0z- 09- T z9t 6.1 6T¢ 313H-2T PIOe 010UBRIIBYES0018-AX0IPAY-ZT X071 wv
Y317 (vp) Ge- 09- an L8 eee 8eY [EVE] 3 uixo3 X0 vv
Y317 (vp) G- 09- an L'0T LLT 61 rax3 Q uixo3 X0 vV
2171 (sp) Ge- 0L- an Tl eLe 629 vox3 2 uixo3 X0 vV
313H-S (8p) € 0L- T 89T ST T2€ IN3H-8 p12e 910UaLINES0019-AX0IPAY-8 X071 v16a
313H-S (8p) LT- 09- T 8'sT 18T eve 3JHOAQH-0T p1oe d10usEX3YES000Q AX0IPAY-0T X071 vHa
313H-S (8p) Ge- 0L- T 67T L2t L1 3Id3H-8 p1oe dlouaeluadesola-AxoIpAy-g X0 Vvd3
3.13H-S (8p) 0z 09- 70 ) GqT 6T€ 313H-8 pioe dj0useIIBYes0a18-AX0IPAY-8 X071 wY
313H-5T (8p) Te- 0L- 70 €91 1144 T2€ JI13H-ST pIoe 210UB1I1eS0018-AX0IPAY-GT X071 v16a
3A0H-ET (vP) 0c- 0L- 10 ST €61 €62 B-21LOH-€T P19k 910UB1I}eI3PEIN0-H-AX0IPAY-ET X0 v1b
3JAOH-ET (vP) Ge- 08- T eVl 6T €62 31LOH-€T PIDE D10UB1IeIBPEI00-AX0IPAY-ET X071 Ve
3IAOH-ET (vP) Ge- 09- 1 v'GT G6T G6¢ 3AOH-€T PI2E 910UBIPEISPEID0-AX0IPAY-ET X011 2
3.13H-5T(8p) 0z 09- T0 9'GT Gre eve IHOAH-LT pIoe 210U3EX3YES00Q AX0IPAY-LT X0 VHQA
3.13H-S (8p) 0z 09- 70 YT 612 LT€ 3d3H-ST p1oe djousejuadesoate-AxoipAy-GT X071 vd3
313H-ST (8p) ST- 05 T0 96T 612 6T¢ 313H-GT PIO® D10UBRIIBYES0018-AX0IPAY-GT X0 wv
g1 (vp) Ge- 05 1 L0T Lzt Gee 313HIP ST'8 PI2E D10UBL.}2}ES0IS-AX0IPAYIP-SGT'S8 X071 wY
g1 (vp) 0z- or- an 01T €St 6G€  IHOQHIQ-SLT'SOT pIoe 210UBEX3YES000Q AX0IPAYIP-S.T'SOT X0 VHQa
a1 (vp) 0c- or- an 80T €5T 65 'adist @ unoso1dodnaN suen-gT X0 VHad
917 (vp) 0z- or- an G01 €St 65 'ad g undajoidoineN X071 VvHa
g1 (vp) 0z- G- an 8L T G/¢g tany Q uinjosay X071 Vvd3
paepuels feusoul  ABusug uoisiioD  [enuslod Buuieisnosg  (6d) o q(UIW) AULL UORUAY  jeyyneq  uaed uoneInsIqqY JNVN NOWWOD femuyred  proe fiyeq

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 25

"sanfen aAneluasaidal ase awi co_EwEEg

*K84B Ul papeys a.e spepuels [eulsiul pateiniap,,

Dumlao et al.

VHa (5p) 0z G6- an 20T 62¢ 128 VHa pI2E D10UBEXBY020Q - -
vd3 (5p) G- G9- an 7’61 152 T0€ Vvd3 p1oe dlouseluadesodly - -
vV (8p) 0z 08- anN €Te 182 T€E vav pI2e dJUBIPY - -
Vv (8p) 0z 08- an 90T 65C €0g wv PI2E D1UOPIYOEIY - -
INOHIP ET°CT (vP) oe- 09- T v'et €8T e1e ANOHIP €T°2T P19€ 210U303PEI0-AX0IPAUIP-ET'ZT dAD v
INOHIP 0T'6 (¥P) 0¢€- 09- T0 6T 102 €1¢e JNOH!IP 0T'6 PIOE 210U89PE}0-AX0IPAYIP-0T 6 dAD v
3.13H-S (8p) Ge- 09- T0 €eT 102 L€€ 13HAST'YT PIOE D10UBLIIES0DI3-AX0IPAYIP-GT T dAD wY
3.13H-S (8p) Ge- 09- 70 (34" 191 €€ 13Hazr'tr PIO® 210UBLIIES0013-AX0IPAYIP-ZT ' TT dAD wv
3.13H-S (8p) 0¢€- 09- T 124" L2t LEE 13HA 68 PI2E D10UBLINES0D18-AX0IPAYIP-6'8 dAD wY
3.13H-S (8p) Ge- Gl T0 0T SvT L€€ 13HA 9's PI2E D10UBLIIES0DIB3-AX0IPAYIP-9'S dAD wY
INOHIP ET'CT (vP) Ge- 09- T 1.1 G6T S62 3JNOI3 €T'ZT pioe ojouadspeI0-Axoda-(€T)ZT dAD v
INOHIP 0T'6 (¥P) Ge- 09- 1 T.T LT S6¢ 3IN0d3 0T'6 pI2e 210UaAPEId0-AX0de-(0T)6 dAD v
133 6T%T (8p) Ge- 0L T TET 622 T79€ VdaH!a 0z'6T p12e dl0ue)uadeso0p-AX0IpAYIP-0C ‘6T dAD vHa
133 5T'%7 (8p) LT- 0L- T G'9T e eve 3d4ad3 0z'6T p1oe olouseluadesodoq Axods-0z'6T dAD vHa
133 6T'%T (8P) 91- 0L- 1 0'LT €61 eve 3d@d3 LT'9T pioe ojousejuadesoood Axode-LT'9T dAD VHa
133 6T%7 (8p) 91- G9- T 9T STZ LT€ 313d3 81T PIoe l0uzeeYes0d1g Axoda-8T LT dAD vd3
133 5T'%7 (8p) 81- G9- T 8'sT 802 L€ 313d36T'vT pI9e 10UdRIIRIES001T AX0de-GT 1T dAD Vvd3
133 6T'%T (8P) q1- 0S- 1 69T 612 61¢ 133 61T p1oe dlousLesodls-Axoda-(ST)yT dAD wv
13321'TT(8P) 0z- 09- T €T 19T 61¢ 133211t p12e d1ouaLes0d1s-Axode-(ZT)TT dAD vV
13368 (8p) 0z 09- 1 G'.T GST 61¢ 1336'8 p12e d10uaLIes0d18-Ax0ds-(6)8 dAD A%
133 9's (8p) 0z 0¢€- 1 8.1 16T 6T€ 1339'G PIoE 210UBYIes0d18-Ax0da-(9)g dAD wY
3.13H-0z (9p) 0z 09- T0 A4 STZ LT€ 3d3H-8T p1oe dlousejuadesoate-AxoipAy-gT dAD vd3
313H-02 (9p) Ge- 08- T T'ST 68T 61¢ 313H-9T pI9€ 210UdEIIBYES0II3-AX0IPAY-9T dAD vV
3.13H-02 (9p) Ge- 08- T0 T'GT Lve 61¢ JL3H-LT PIDE D10UBBIIBIES0019-AX0IPAY-LT dAD wv
3.13H-0z (9p) Ge- 08- T0 0T 792 67¢ 313H-8T PIOE D10UBBI}BYES0019-AX0IPAY-8T dAD A%
313H-02 (9p) Ge- 08- T 9vT €2 61¢ 313H-6T pI9€ 10UdEI}BYES0I13-AX0IPAY-6T dAD vV
313H-02 (9p) Ge- GL- 1 8'YT 68¢ 6T¢ 313H-0C PIDE D10UBBRIES0d1R-AX0IPAY-0T dAD wv
3.130x0-G (2p) ze- 00T- T LT Tt T2€ 3Q30X0-GT PIE D10UBIPES0D18-0X0-GT X0 vd3
3.130x0-G (2p) 0¢€- 0L- 1 LT €Tt €62 3Q00OX0-ET pI0e D10UBIPRIBPEIO0-0X0-ET X071 v
paepuels feusoul  ABusug uoisiioD  [enuslod Buuieisnosg  (6d) o q(UIW) AULL UORUAY  jeyyneq  uaed uoneInsIqqY JNVN NOWWOD femuyred  proe fiyeq

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 26

Dumlao et al.

Vv3-1:8T (¥P) 70 67T 29 z8€ va-Tize apiwejoueyiq [Aousesodod
v3-1:8T (7P) T0 gzt 29 9ze Vv3-T:8T aplwejoueyq |A03]10
v3-1:8T (7P) T0 TTT 29 862 v3-T:9T apiwejouey3 [Aos|onwied
v3-0:9T (¥P) 10 99T 29 447 v3-0:72 apiwejouey3 |Aoiso0ubi
v3-0:9T (7P) T0 z9t 29 86¢€ V3-0:€2 3pILR|OURY}T [AOUBSOOL L
v3-0:9T (vP) T0 8T 29 9g¢ v3-0:02 apiwe|oueya |Kopiyoely
v3-0:9T (vP) T0 L'E€T 29 8¢ v3-0:81 apiwejouelp3 [Aosea)s
v3-0:9T (7P) T0 6T 29 1E Vv3-0.LT apiwejouey)3 |AouedspeidoH
v3-0:9T (vP) T0 A 29 00¢€ v3-0:9T apiwejoueyl3 |AoNed
v3-0:9T (vP) 10 Lan 29 982 Vv3-0:5T apiLue|ouey)3 |Aouedapeludd
Vv3-0:9T (¥P) 0T 90T 29 ele v3-0:vT apiwejouey3 |AoIsUAN
Vv3-0:9T (vP) 01 6'8 29 e v3-0:21 apiwrejoueyyq |Aoine
Vv3-"249d (vp) 70 9L 29 e Vv3-313H-02 aplure|oUBL)T pIoe 910UdeI18Yesodlq-Ax0IpAH-0C
Vv3-%49d (vP) 70 v'8 29 e V3-313H-GT aplue|oUBL)T pIoe 910USel}8)esodl3-AX0IpAH-GT
v3-?49d (vp) T 68 29 ore V3-133-GT¥T aplwejoueyla PIok d10UdLIYes0dI3-Ax0d3-(ST)YT
Vv3-"%49d (vp) 1 26 29 ove v3-133-¢T1'1T apIwe|ouBLy3 pIoe d10uLIes0d13-Ax0d3-(2T)TT
Vv3-"249d (vp) 01 v'6 29 e Vv3-133-6'8 aplLLe|oURY)T pIoe J10ULIYes0d13-Ax0d3-(6)8
Vv3-"249d (vp) 1 8'6 29 e Vv3-133-9'G aplLLe|oLBL)T pIoe J10USLIYes0dI3-Ax0d3-(9)g
v3-%49d (vp) 01 v'S 29 8.¢ Vv3-“a9d apiwejoueyl3 ¢Q utpue|Beisold
Vv3-"49d (vp) 00T A 29 8.¢ Vv3-439d aplwejouely3 ¢ ulpue|Beisold
Vv3-"249d (vp) 00T Ly 29 08¢ V3-Ill °49d-0s1-8 apiwejouely3 |11 *¢4 utpue|Belsoid-osi-g
Vv3-"249d (vp) an 8V 29 08¢ Vv3-"249d 911 aplwe|ouel)3 "2 ulpue|Gelsold-eled-TT
Vv3-"249d (vp) 000'T TS 29 08¢ v3-"%49d aplwe|oue3 "2 uipue|Gelsold
- an an 29 9G¢ v3-:0¢ (8P) aplwejouel3 |AuopIydely (gp)
- an gzt 29 8¢ v3-1:8T (vP) apiwejouelyq |K03|0 (vP)
- an 12T 29 A% v3-0:9T (vP) apiurejoue3 |Aonuired (vp)
- an TG 29 v8e v3-"249d (vP) apiugjoueyl3 "4 uipuejBelsold (7P)e
prepuels feusaiu]  (6d) go  q(UIW) BWILL UORUSIRY  ygyyfneq  juased uoneInaIqqy JNVN NOWINOD

NIH-PA Author Manuscript

saulwrejoueylajAde-N J0j siareweded pue sired NYINS paziwndO

¢?olqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.



Page 27

Dumlao et al.

‘San|eA aAleluasaldal ale awn :o_EmEen

*K216 Ul papeys ale spJepuels [eulaiul pajeinjap,,

Vv3-7:02 (8P) 10 T 29 2Le Vv3-9:¢e apiwejoueyy3 [Aousexayodoq
v3-7:02 (8p) 70 G01 29 ove v3-6:02 apIe|ouey13 |AouskuadesodlT
v3-1:0z (8p) 70 x4 29 9.€ va-rize 3pIe|OURY1T [A0UBELIBIeS090Q
Vv3-7:02 (8P) 10 Ay 29 8re V3702 aplwejoue3 |Kouopiyoery
v3-7:02 (8p) 10 4! 29 0S€e (v1ta) va-eioe apiwejouey)q |Aousjour-A-owoyig
v3-1:0z (8p) 70 7'eT 29 0S¢ v3-€:02 apiwejouey3 |Kopesiy
Vv3-7:02 (8P) 00T 7’07 29 zee va-(he:et apiwejouelp3 [Kousjoul-i
v3-7:02 (8p) 01 80T 29 zee v3-(0)e:8T aplwejoueyl3 |Kousjour-o
v3-1:0z (8p) 70 GTT 29 vze v3-2:81 apiwe|ouey3 |Kosjoury
Vv3-T:8T (vP) 10 8'ST 29 0T¥ N ER R4 apiwrejoueyyq ||A0U0AIBN
prepuers ewsalul  (6d) o q(UIW) SWLLUORUAY  jayyfreq  Juated  uoneinsiqqy JNVN NOWWOD

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Biochim Biophys Acta. Author manuscript; available in PMC 2012 November 1.





