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Abstract

Folate metabolism, which is responsible for one-carbon transfer reactions in critical cellular processes
including thymidine biosynthesis, is among the most important targets of antibiotic and anticancer
drugs. Analysis of intracellular folates is complicated by three different types of folate modification:
oxidation/reduction, methylation, and polyglutamylation. Here we present a method for quantifying
the full diversity of intracellular folates by liquid chromatography-tandem mass spectrometry (LC-
MS/MS). The method begins with folate extraction using —75°C methanol:water, with ascorbic acid
and ammonium acetate added to prevent folate interconversion. The extract is then separated using
hydrophilic interaction chromatography with an amino column, ionized by positive mode
electrospray, and analyzed on a triple quadrupole instrument using multiple reaction monitoring. The
method has been used to profile the folate pools in Escherichia coli and Saccharomyces cerevisiae,
with absolute levels of selected folates in E. coli measured by spiking extracts of cells fed
uniformly 13C-glucose with purified, unlabeled folate standards. An isotope-ratio-based approach
has been applied to study the effects of trimethoprim, a clinically important antibiotic that blocks
bacterial dihydrofolate reductase. In addition to causing the expected increase in oxidized and
decrease in reduced folates, trimethoprim triggered a dramatic and previously unrecognized shift
towards shorter polyglutamate chain lengths. This finding highlights the potential for analysis of the
full spectrum of cellular folates by MS/MS to unveil novel biological phenomena.

Introduction

Folates are crucial intermediates in the transfer of one-carbon units [1]. They are involved in
the synthesis of compounds including nucleic acids, methionine, and coenzyme A [2].
Structurally, folates consist of pteroic acid (Pte) covalently bound to a (poly)glutamate chain.
The pteroic acid can be modified by oxidation-reduction and one-carbon addition-elimination,
yielding a diverse family of compounds: folic acid (PteGluy), dihydrofolate (H,PteGluy),
tetrahydrofolate (H4PteGlup), 5,10-methenyl-tetrahydrofolate (5,10-CH=H,4PteGlup), 5,10-
methylene-tetrahydrofolate (5,10-CHy-H4PteGlu,), 5-methyl-tetrahydrofolate (5-CHs-
H4PteGluy), 5-formyl-tetrahydrofolate (5-CHO-H4PteGlu,), and 10-formyl-tetrahydrofolate
(10-CHO-H4PteGlup). All of these folate species can contain a glutamate chain of variable
length. The polyglutamation is thought to facilitate cellular folate accumulation and to enhance
the interaction between folate and certain enzymes, although its role is not necessarily fully
known [3].

Correspondence to: Joshua D. Rabinowitz.

Address reprint requests to: Joshua D. Rabinowitz, M.D., Ph.D. Lewis-Sigler Institute for Integrative Genomics, 241 Carl Icahn
Laboratory, Princeton University, Princeton, NJ 08544, Telephone: (609) 258-8985, Fax: (609) 258-3565, Email:
joshr@genomics.princeton.edu

Publisher's Disclaimer: This is a PDF file of an unedited manuscript that has been accepted for publication. As a service to our customers
we are providing this early version of the manuscript. The manuscript will undergo copyediting, typesetting, and review of the resulting
proof before it is published in its final citable form. Please note that during the production process errors may be discovered which could
affect the content, and all legal disclaimers that apply to the journal pertain.



1duosnuey Joyiny vd-HIN 1duosnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Luetal.

Page 2

Analysis of folates can be conducted using either microbiological assays or liquid
chromatography (LC) coupled to ultraviolet absorption, fluorescence emission,
electrochemical detection, or mass spectrometry; for a comprehensive review, see [3].
Coupling LC with mass spectrometry (LC-MS) has the advantage of readily distinguishing
different folate forms and has become a leading analytical tool for folate analysis. A number
of LC-MS-based techniques are available in the literature. The chromatography mode can be
either reversed phase [4-8] or hydrophilic interaction chromatography (HILIC) [9]. lonization
is generally by electrospray and can be either positive [4,6,8] or negative mode [5,7,9]. The
mass spectrometer detection mode can be either MS-only [5,8] or tandem MS [4,6,7,9].

To date, the majority of the LC-MS techniques used in folate analysis only detected those
compounds containing one glutamate, in some cases after converting the polyglutamated forms
to monoglutamated forms (deconjugation) [4,8]. Fazili et al. recently measured both mono-
and diglutamate folates in human erythrocytes, and described the effect of pH, temperature
and time on folate deconjugation [10]. Garratt et al. recently developed the first method capable
of detecting a large number of mono- and polyglutamated folates and precursors. Their method
uses negative ionization after reversed phase LC separation in the presence of the ion-pairing
agent N,N-dimethylhexylamine [7].

We previously reported the detection of monoglutamated folate and derivatives such as 5-
methyl-tetrahydrofolate in positive ionization mode [11]. Here we extend this approach to
polyglutamated folates, presenting a systematically validated method using HILIC combined
with positive ionization tandem mass spectrometry. A distinguishing feature of the method is
its inclusion of multiple reaction monitoring (MRM) events for both unlabeled and
uniformly 13C-labeled folates, enabling isotope ratio-based quantitation of cellular folates. The
method was applied to study the folate pools in E. coli and yeast, revealing significant amounts
of folate species in polyglutamated forms. In addition, the method was used to characterize the
response of E. coli folate pools to the dihydrofolate reductase (DHFR) inhibitor trimethoprim.
In addition to recapitulating literature findings regarding accumulation of oxidized and
depletion of reduced folates in trimethoprim-treated E. coli [12], we demonstrate that
trimethoprim treatment leads to profound decreases in folate polyglutamate chain length. This
observation, which would not have been feasible using methods focused only on
monoglutamated folates, highlights the value of LC-MS/MS methods that examine the full
spectrum of cellular folate species.

Experimental

Chemical and Reagents

Standards of 21 different folate species listed in Table 1 were obtained from Schircks
Laboratories (Jona, Switzerland). HPLC-grade water and acetonitrile (OmniSolv, EMD
Chemical, Gibbstown, NJ) were obtained from VWR International (West Chester, PA);
ammonium acetate (99.4%) from Mallinckrodt Chemicals, Phillipsburg, NJ; and ammonium
hydroxide solution (29.73%) from Fisher Scientific, Pittsburg, PA. Trimethoprim (>98%),
adenosine-5'-phosphate (AMP, >99%), and all the media materials were obtained from Sigma-
Aldrich (St. Louis, MO). 13C-glucose was obtained from Cambridge Isotope Laboratories
(Andover, MA).

Instrumentation

Liquid chromatography—tandem mass spectrometry (LC-MS/MS) analyses were performed on
a Finnigan TSQ Quantum Ultra triple quadrupole mass spectrometer (Thermo Electron
Corporation, San Jose, CA) equipped with electrospray ionization (ESI) source, coupled to a
LC-10A HPLC system (Shimadzu, Columbia, MD). The MS instrumental parameters were:
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spray voltage 3200 V for positive ESI, 3000 V for negative ESI, nitrogen as sheath gas at 30
psi and as auxiliary gas at 10 psi, argon as the collision gas at 1.5 mTorr, and capillary
temperature 325°C. Scan time for each MRM was 0.1 s with a scan width of 1 m/z. General
LC parameters were: autosampler temperature 4°C, column temperature 15°C, and injection
volume 20 pl.

LC-MS/MS method development

The fragmentation pattern of each parent ion was determined by infusing a 1 ug/ml solution
of each folate species listed in Table 1 into the mass spectrometer at a flow rate of 50 pl/min.
The instrument performed an automatic “compound optimization” to determine the optimal
collision energy (CE) for the four most abundant product ions in both positive and negative
ESI. The infusion solvent was 50:50 methanol:water (unbuffered) or 50:50 acetonitrile:water
(with 20 mM ammonium acetate + 10 mM ammonium hydroxide, pH 9.4); both gave very
similar results.

The LC approach was HILIC using an aminopropyl column (Luna NHy, 5 um particle size,
Phenomenex, Torrance, CA) at basic pH [11]. Solvent A was 20 mM ammonium acetate + 20
mM ammonium hydroxide in 95:5 water:acetonitrile, pH 9.4. Solvent B was acetonitrile.
Balancing of separation, sensitivity, and running time resulted in a selection of column
dimensions of 50 x 2 mm, flow rate of 200 uL/min, with a gradient of t = 0, 85% B; t = 3 min,
0% B; t = 14.5 min, 0% B; t = 15.5 min, 85% B; t = 20 min, 85% B. The final flow rate was
200 pl/min.

MS/MS parameters were finalized by running the available folate standards on LC-MS/MS
and monitoring all of their possible MRMs. The best MRM for each standard was selected
based on the signal-to-noise ratio. Based on the best MRMSs for compounds with standards
available, MRMs were inferred for those compounds where standards were not available. The
final LC-MS/MS method contained MRMs for ~ 60 folate compounds containing up to 8
glutamates.

Compound stability and sample handling

Reduced folates are unstable with respect to oxidation [13-17]. To evaluate folate stability, the
available folate standards were added at a concentration of 1 pg/ml to a variety of different
solvent mixtures, with systematic data collected for three solvent systems: 50:50
methanol:water, 50:50 methanol:water + 0.1% ascorbic acid (pH 3.8), and 50:50
methanol:water + 0.1% ascorbic acid + 20mM ammonium acetate (NH4OACc) (pH 6.2). The
stability samples were analyzed using the above-developed LC-MS/MS method repeatedly
over a period of 48 hours. All samples included 500 pg/ml AMP as internal standard. The
selection of AMP was based on its being a stable compound with a similar RT to many folate
compounds. The observed signal for each compound, after normalization to AMP signal, was
plotted as a function of time and fit to a single exponential decay function to determine the
compound half-life.

To evaluate the stability of the folates during LC separation step, additional experiments were
performed for seven monoglutamated folate species (folic acid, DHF, THF, 5,10-
CH=H4PteGlu, 5,10-CHy-H4PteGlu, 5-CH3-H4PteGlu and 5-CHO-H4PteGlu) under the
precise chromatographic running conditions (15°C, pH 9.4, no ascorbic acid added). Samples
were analyzed through direct infusion into the mass spectrometer without column separation
repeatedly over a period of 20 min immediately following their dissolution into the
chromatographic running buffer (50:50 Solvent A: Solvent B).
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LC-MS/MS method validation

The reproducibility, limit of detection (LOD) and linearity of the LC-MS/MS method was
assessed using the 21 available folate standards (Table 1) dissolved in 50:50 methanol:water
+ 0.1% ascorbic acid + 20mM ammonium acetate (NH40ACc) (pH 6.2). Fresh stock solutions
were prepared minimally every three months and were stored at —80°C. For reproducibility
studies, mixed solutions of the 21 folate standards at 1 pg/ml with 500 ng/ml AMP as internal
standard were prepared and divided into three parts. The first aliquot was analyzed four times
on Day 1. The remaining aliquots were stored at —80°C and analyzed on Days 2 and 3, four
times in each case. The resulting data, normalized to the AMP signal, were used to evaluate
the intra- and interday reproducibility.

To determine the linearity and LOD, mixtures of the standards at various concentrations (1, 2,
5, 10, 20, 50, 100, 200, 500, 1000, 2000 ng/ml) were analyzed. The observed signal was
normalized to AMP (500 ng/mL) signal. Linearity was assessed by regression. The LOD was
defined as the lowest concentration at which the signal-to-noise was at least 5.

Microbial culture conditions and extraction

Escherichia coli K-12 strain NCM3722 was grown in liquid culture in a shaking flask at 37°
C in a minimal salt media [18] with 10 mM ammonium chloride as the nitrogen source and
0.4% glucose (either unlabelled or uniformly 13C-labeled) as the carbon source. Exponential-
phase cultures were quenched and extracted when optical density at 650 nm (Agsp) reached
0.5. The bacteria were pelleted by centrifugation for 4 min at 5000 g at room temperature, the
supernatant immediately aspirated, and the pellet resuspended and mixed in 300 pl 80:20
methanol:water + 0.1% ascorbic acid + 20 mM ammonium acetate (—75°C; prepared fresh
daily) and transferred to a 1.5 ml conical tube and allowed to sit on dry ice for 15 min. The
sample was then spun in a micro-centrifuge at maximal speed for 5 min at 4°C and the
supernatant taken as the first extract. The pellet was then resuspended in 200 pl 80:20
methanol:water + 0.1% ascorbic acid + 20 mM ammonium acetate and sonicated in an ice-
bath for 10 min. The sample was again spun in a micro-centrifuge at maximal speed for 5 min
at 4 °C and the supernatant taken as the second extract. The second extract was combined with
the first extract to give a total of 500 pl extract.

For yeast, Saccharomyces cerevisiae strain CEN-PK was grown in standard Yeast Nitrogen
Base media containing glucose and ammonia but no amino acids. This media notably contains,
among other micronutrients, 2 mg/L of folic acid. The cells were grown in a shaking flask at
30°C to Aggp = 0.6 and extracted. The extraction procedure was identical to that used for E.
coli except for the centrifuge speed (3000 g instead of 5000 g).

Assessment of ion suppression due to the biological matrix

Twenty unlabeled folate standards (the 21 listed in Table 1, except pteroic acid) were spiked
into either (i) extract from 13C-glucose grown E. coli cell culture or (ii) 80:20 methanol:water
+ 0.1% ascorbic acid + 20 mM ammonium acetate to a final concentration of 1 ug/ml. lon
signals from the two samples were compared to evaluate the extent of ion suppression from
the biological matrix [19].

Profiling of folate pools in E. coli and yeast

Profiling of the folate pools in E. coli and S. cerevisiae was based on duplicate cultures using
either unlabeled glucose or 13C-labeled glucose as the carbon source. Each sample was
analyzed a total of four times, with runs spaced 80 min apart, which enabled estimation of
intra-sample reproducibility and also rough assessment of the stability of the detected folate
species (based on changes in signal intensity over the duration of the four runs). For 13C-glucose
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labeling, cells were grown at least 10 generations in uniformly 13C-glucose prior to sample
collection. The MRM parameters for the uniformly 13C-folates were based on the number of
carbon atoms in the parent and product ions (see Table 2).

Absolute quantitation of selected folates in E. coli was based on cells grown in 13C-glucose.
These cells were extracted in duplicate using solvent spiked with ten folate standards (5-CHs-
H4PteGluy_5 and 5-CHO-H4PteGluy_5) at a concentration of 1 pg/ml (only the first extraction
step used solvent spiked with the unlabeled folates). Using the resulting ratios of labeled to
unlabeled peak heights, absolute concentrations of folates were determined as described
previously [20], using the cell dry weight (CDW) of 13.7 mg for a 50 ml culture at Agsg = 0.6.

Effect of trimethoprim on folate pools in E. coli

An isotope ratio-based scheme was used to probe the effect of antimicrobial drug trimethoprim
on the folate pools in E. coli. Extracts of untreated cells grown in unlabeled glucose were pooled
with extracts of drug-treated cells grown in uniformly 13C-glucose, and vice versa.
Trimethoprim was added to exponentially growing cells at a final concentration of 4 pug/ml
when Agsg reached 0.45. The addition of trimethoprim dramatically slowed the cell growth.
The drug-treated 13C-cells were extracted after 1 hour (Agsp = 0.5). The untreated 12C-cells
were extracted at Agsg = 0.5. The two extracts were combined and analyzed. Experiments were
performed in triplicate, yielding a total of six independent measurements for the drug-treated
and six for the untreated cells (three each with and without 13C labeling).

Results and discussion
LC-MS/MS method

The method developed here involves LC separation coupled with positive ESI tandem mass
spectrometry. Positive mode was selected based on superior sensitivity for most folates
(consistent with Freisleben et al [4]). In Table 2 we list LC-MS/MS parameters, including the
parent ion, collision energy, product ion, and retention time (where available) for ~ 60 folate
species. For folate species containing more than 6 glutamates, the best signal was obtained
using doubly charged parent ions, i.e., (M+2H)2*.

Separation in the current method uses a HILIC approach on an aminopropyl column in which
folates are strongly retained in acetonitrile and elute in the aqueous phase, with increasing
numbers of glutamates leading to increased retention (consistent with the positively charged
column binding strongly to polyanionic analytes). Folate elution is very sensitive to the buffer
pH, with higher pH giving faster elution (consistent with the column becoming less cationic
with increasing pH). While the current method detected folates containing < 8 glutamates, it
can be modified to detect compounds containing even more glutamates by either increasing
the elution time in aqueous buffer or increasing the buffer pH.

Folate stability

We systematically evaluated folate stability under three different test conditions (which were
selected based on literature analysis and preliminary laboratory experiments). Results are listed
in Table 3. Without antioxidant, most reduced folate species are highly unstable. For example,
dihydrofolate and tetrahydrofolate both decay with ty» < 1 h. As shown previously, ascorbic
acid helps prevent folate oxidation. However, folic acid (PteGlu) is unstable in methanol:water
+0.1% ascorbic acid as seen in Fig.1; this may be due to trace metal contamination or dissolved
gas in the solvent. Folic acid instability is slightly exacerbated by higher ascorbic acid levels,
such as those previously used in the literature, e.g., 1% [3,16] (data not shown). Increasing

solution pH by addition of 20 mM ammonium acetate helps restore the folic acid stability as
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seen in Fig. 1. Thus, we recommend methanol:water + 0.1% ascorbic acid + 20 mM ammonium
acetate as a preferred buffer for folate extraction and storage.

Two additional analyses of folate stability were conducted. The first examined the short term
stability of seven monoglutamate folate standards (folic acid, DHF, THF, 5,10-CH=THF, 5,10-
CH,-THF, 5-CH3-THF, 5-CHO-THF ) under the LC running conditions (pH 9.4, 15°C) in the
absence of ascorbic acid. The only folates to decay detectably over 20 min were 5,10-CH=THF
(t1/2 ~ 5 min) and THF (t;> ~ 30 min). The second analysis involved data collected during
profiling of cellular folates. Biological extracts stored at 4°C were run repeatedly over ~ 4 h.
Of the folates which were detected from E. coli or yeast extracts (see Tables 4 and 5), all were
stable for the 4 h period, except for H4PteGlus, which decayed with ty;p ~ 2 h.

Method validation and performance

Mixtures of the 21 compound standards listed in Table 1 were used for method validation. The
majority of compound standards have a LOD of 5 - 10 ng/ml (Table 3). The observed signal
is linear with respect to the concentration from the respective LOD to 2 ug/ml, with a median
R2=0.994. The reproducibility for the standards is characterized by a median relative standard
deviation of 11% for intra-day reproducibility and 12% for inter-day reproducibility.

In comparing our method to the previously published LC-MS/MS method for quantitation of
folate polyglutamates from Garratt et al. [7], three major differences are the ionization mode
(positive vs. negative), the chromatographic resin (aminopropyl vs. C18), and ion pairing agent
(none vs N,N-dimethylhexylamine). The selection of ion pairing agent and ionization mode
are intertwined: use of a cationic ion pairing agent precludes positive ESI detection. Despite
their substantial differences, the methods perform similarly in terms of sensitivity, specificity,
and reproducibility. One advantage of Garratt et al.'s approach is the good separation and sharp
peaks afforded by the ion-pairing reversed phase chromatography. One advantage of the
present approach is that it avoids ion pairing, thereby facilitating implementation of the present
method on a multiuser instrument that is sometimes operated in both positive and negative ion
mode.

Profiling of polyglutamated folates in E. coli and yeast

To examine the biological applicability of our method, we generated folate extracts from
pelleted E. coli and S. cerevisiae. Because cells were pelleted before metabolome quenching,
all biological results presented herein apply directly only to cells after centrifugation.
Accordingly, it would be useful to cross-validate our results with other quenching procedures
(which have their own pros and cons) in future biological studies [21,22].

Extracts from both organisms were prepared in duplicate, with each sample analyzed four times
to evaluate analytical versus biological reproducibility (Tables 4 and 5). Example
chromatograms are provided in Fig. 2. For E. coli, the median analytical (intra-sample) RSD
was 19% and the median biological (inter-sample) RSD 12%; corresponding values for S.
cerevisiae were 30% and 12%, respectively. The suboptimal analytical reproducibility reflects
the challenges of accurate quantitation of many low abundance compounds in parallel—when
signals are small, splitting of scan time over many compounds can compromise reproducibility
and repeated runs are required to obtain precise results.

One potential contributor to analytical variability is ion suppression. To assess the extent of
ion suppression occurring in biological extracts, 13C-glucose grown E. coli extract was spiked
with 20 unlabeled folate standards (those listed in Table 1, except pteroic acid). The median
signal of the standards in the biological matrix was reduced by 48%, indicating non-trivial (but
also not severe) signal loss due to folate absorption and/or ion suppression.
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Examining the overall trends in Tables 4 and 5, for E. coli a wide variety of folate oxidation-
reduction and one carbon modified states are detectable, with polyglutamate chains of length
3 and 4 dominating across all oxidation and one carbon modification states. In S. cerevisiae a
very large number of polyglutamate states (N = 1 — 7) are present in non-trivial amounts, but
almost all of the pteroic acid is in the 5-methyl-tetrahydrofolate state. Thus, in both organisms,
the folate polyglutamate, oxidation, and one carbon modification states follow logical patterns
consistent with simple reaction pathways, in which polyglutamate labeling does not markedly
alter oxidation-reduction or one carbon modification states, or vice versa. In contrast, the only
previous paper to examine the full range of folate species, which studied spinach and mouse
liver, found that different glutamate chain lengths predominant for different folate oxidation
and one-carbon states [7]. While this literature finding might reflect more complex interplay
between polyglutamate labeling and other folate reactions in these higher organisms, it may
also reflect failure of the prior method to accurately capture the true cell folate profiles (e.g.,
because of stability problems).

Isotope ratio-based folate profiling

To enable isotope ratio-based folate absolute quantitation, we grew E. coli in uniformly 13C-
glucose. To examine the efficacy of this procedure for labeling of folates, we compared signal
heights of uniformly 12C-folates from E. coli grown in unlabeled glucose to those of
uniformly 13C-folates from E. coli grown in uniformly 13C-glucose (Figure 3). As would be
expected if our 13C-MRMs were correct and full folate labeling with 13C had occurred, signals
were similar in both cases for each given folate species.

Armed with this evidence that the 13C-labeling was effective and did not disrupt the cellular
folate pool sizes, we then extracted uniformly 13C-labeled E. coli with solvent spiked with
selected unlabeled folate standards. This enabled absolute quantitation of these folate species.
Results are shown in Figure 4, and confirm the major trends seen in Table 4 and discussed
above: the most prevalent species were those with three glutamates, with both the 5-methyl-
tetrahydrofolate and the somewhat less abundant 5- or 10-formyI-tetrahydrofolate species
(which are isomeric and thus may not be distinguished by MS) showing a similar pattern of
folate abundance as a function of glutamate chain length. One caveat regarding these results
is that our standards have gamma-linked glutamates. While the first three glutamates of folates
in E. coli are gamma-linked, subsequent glutamates are alpha-linked [23,24]. This discrepancy
might impact the quantitation of longer chain folates from E. coli.

Effect of trimethoprim on folate pools in E. coli

The antimicrobial drug trimethoprim is an inhibitor of DHFR [12,25]. Combined with
sulfonamide, it is used clinically to treat diseases caused by enteric bacteria such as urinary
tract infections. We employed an isotope ratio-based profiling scheme (Figure 5) to obtain a
snapshot of the full response of the cellular folate pools to trimethoprim. This scheme
eliminated the risk of reaching erroneous biological conclusions due to certain analytical
problems such as ion suppression artifacts—the effect of ion suppression on the co-

eluting 12C- and 13C-folates will be similar, thus “correcting” for the degree of suppression
[19]. Italso significantly reduced analysis time, which was especially valuable given the limited
stability of folate compounds. Results are shown in Table 6.

All but one of the 27 folate-related species that we quantified successfully changed
substantially (> 2-fold and p < 0.05) in concentration in response to the drug. Certain of these
responses were expected based on literature knowledge of the drug's mechanism of action and
effect on cellular folate pools [12]: in general, tetrahydrofolate species decreased and
dihydrofolate (or yet more oxidized) species increased (in Table 6, this is reflected as values
> 1 predominating in the top half of the table and < 1 predominating in the lower half of the
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table). These results confirm the ability of our LC-MS/MS method to recapitulate a well
characterized pharmacological response.

Less expected, however, was the finding that the shift towards more oxidized folate species is
matched by an equally pronounced shift towards folate species with shorter glutamate chain
lengths (in Table 6, this is reflected as values > 1 predominating in the left half of the table and
<1 predominating in the right half of the table). Such a shift has, to our knowledge, never been
previously reported. As evidence of the profundity of the shift to shorter glutamate chain length
species, tetrahydrofolate species bearing a single glutamate actually increased during
trimethoprim treatment, despite blockade of DHFR. The propensity for glutamate chain lengths
to decrease when DHFR is blocked may be explained by ability to the enzyme
folylpolyglutamate synthetase to add glutamate to tetrahydrofolate (and its formyl and
methylene derivatives) but not more oxidized folate species [26]. Further experiments are
required to test this possible mechanism, as well as to map the detailed dynamics of cellular
folate pool responses to DHFR blockade. Nevertheless, the present data highlight the potential
of applying the unique analytical power of LC-MS/MS to make discoveries regarding folates
of pharmacological significance.

Conclusion

We present a comprehensive LC-MS/MS method for profiling cellular levels of folates. The
method starts with folate extraction using 50:50 methanol:water + 0.1% ascorbic acid + 20
mM ammonium acetate at cold temperature, followed by HILIC separation and analysis on a
triple quadrupole mass spectrometer in positive ESI MRM mode. Contributions of the present
method relative to a closely related method that was recently published [7] include optimization
of the extraction conditions for folate stability and of the MRM scans for sensitivity. In addition,
the complications of ion pairing are avoided. Finally, the present method is readily compatible
with one convenient metabolomic method [11], facilitating analysis of folates and other water
soluble cellular metabolites in rapid succession.

The distinguishing features of the present work lie, however, not primarily in these technical
advantages, but in the ways we have applied the method. The present manuscript is the first to
observe logical, structured patterns in intracellular folate pools, where the most abundant
glutamation state is conserved across different oxidation-reduction and one-carbon
modification states, and vice versa. The method has been applied to conduct isotope ratio-based
absolute quantitation and concentration profiling. This is, to our knowledge, the first example
of global analysis of intracellular folates using an isotope ratio-based approach. Finally, the
method has been used to confirm one previously described response of E. coli to a DHFR
inhibitor antibiotic drug (that the drug leads to net folate oxidation), while also discovering a
novel and equally pronounced cellular biochemical response (net shortening of the folate
glutamate chain length). We believe that continued refinement and application of methods for
global folate profiling is poised to substantially advance understanding of folate biology and
the pharmacology of anti-folate drugs.
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(c) 50:50 methanol:water
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Representative compound stability traces. The top panel shows PteGlu (folic acid) and the
bottom 5-CH3-H4PteGlu (MTHF), whose stabilities were measured in the indicated solvent
systems. Each solid square is the average of two independent experiments, with the error bar
being + one standard error of the mean. The data is fit to single-exponential decay function,
except when there is no obvious decay (in which case the line is for illustration purposes only).
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Fig 2.
Representative chromatography traces for 5-CHs-H4PteGlu, (MTHF-Glup, n from 1 to 7) from
(@) E. coli and (b) yeast extract.
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Comparing the 12C-signal from 12C-glucose-grown E. coli extract with the 13C-signal

from 13C-glucose-grown E. coli extract for 17 folate compounds. No 12C-signals were seen in
the 13C-glucose grown cells, or vice versa. The line of unity is drawn as a reference. When the
data were fit by linear regression, the slope was 1.00 + 0.09, R2 = 0.90. Specific folate
compounds were those showing quantitative signal in Table 4: pAB-Glus, HoPteGlus._s,
H4PteGlus, 5,10-CHy-H4PteGlug_s, 5-CH3-H4PteGluy_g, 5/10-CHO-H4PteGluy_4.
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Fig 4.

Absolute quantitation of 5-CHs-H,4PteGlup, and 5/10-CHO-H4PteGlu,, from E. coli.
Experiments were performed in duplicate, with each sample run three times. Error bars show
the biological (inter-sample) standard deviation.

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnue\ Joyiny Vd-HIN

Luetal. Page 15

OD~0.45 OD~0.50

lO min
— 12(C_extract

Drug
1 hour 13
e — 15C-extract

10 min

Mix —» LC-MS/MS

— 3C-extract

Mix —» LC-MS/MS

1 hour /
— [2C_extract
Fig 5.

Isotope ratio-based experimental scheme for studying the effect of the antibiotic drug
trimethoprim on the folate pools in E. coli.
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Folate standards used in this study (all purchased from Schircks Laboratories, Jona, Switzerland).

Table 1

Standard Abbreviated name Formula
Pteroic acid Pteroic acid Cy4H1,NzO4
p-aminobenzoyl-L-glutamate pABGIu Cy,H;4N,0¢
Folic acid PteGlu Cy9H1gN;Og
7,8-dihydrofolic acid H,PteGlu (DHF) C;9H,,N;Og
(6R,S)-5,6,7,8-tetrahydrofolic acid H,PteGlu (THF) Cy9H,3N,Og
(6R,S)-5,10-methenyl-5,6,7,8-tetrahydrofolic acid 5,10-CH=H,PteGlu CooH,1N;Og
(6R,S)-5,10-methylene-5,6,7,8-tetrahydrofolic acid 5,10-CH,-H,PteGlu C,oH»3N,Og
(6S)-5-methyl-5,6,7,8-tetrahydrofolic acid 5-CH,-H,PteGlu (MTHF) CyoH,=N,Og
(6S)-5-formyl-5,6,7,8-tetradrofolic acid 5-CHO-H,PteGlu CyoH52N,04
(6R,S)-5-methyl-5,6,7,8-tetrahydropteroyldi-y-L- 5-CH3-H,PteGlu, Cy5H3,NgOg
glutamate

(6R,S)-5-formyl-5,6,7,8-tetrahydropteroyldi-y-L- 5-CHO-H,PteGlu, Cy5H30Ng04
glutamate

p-aminobenzyltri-y-L-glutamate pABGIu, C,oH0eN,O1y
folic acid triglutamate PteGlu3 CygH22NgO4,
(6R,S)-5-methyl-5,6,7,8-tetrahydropteroyltri-y-L- 5-CH3-H,PteGlu, CaoH3gNgO1,
glutamate

(6R,S)-5-formyl-5,6,7,8-tetrahydropteroyltri-y-L- 5-CHO-H,PteGlug C3oH37NgO4,
glutamate

(6R,S)-5-methyl-5,6,7,8-tetrahydropteroyltetra-y-L- 5-CH3-H,PteGlu, CasH46N10015
glutamate

(6R,S)-5-formyl-5,6,7,8-tetrahydropteroyltetra-y-L - 5-CHO-H,PteGlu, C35H44N10044
glutamate

p-aminobenzylpenta-y-L-glutamate pABGlug C4,H4NeO17
(6R,S)-5-methyl-5,6,7,8-tetrahydropteroylpenta-y-L - 5-CH3-H,4PteGlug CyoHs53N1104g
glutamate

(6R,S)-5-formyl-5,6,7,8-tetrahydropteroylpenta-y-L- 5-CHO-H,PteGlug CyoH51N110,9
glutamate

p-aminobenzylhepta-y-L-glutamate pABGIlu, CoH:cNgO -

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.

Page 16



Page 17

Luetal.

V/N LCO'H™D 10'/2T 20°02T 8y 77676 1€216 LCONPHED “niogvd
9/ LONTTHTRD LTTVE [ARNE €9 87°0£0T 7£'066 LTOTINGHYD n|98ld"H-OHD-0T/S
9/ LOINSTHTRD 61°82¢ YT'ETE 4 §'970T 92'9/6 LTONNTEHYD n|98ld"H-*HO-G
8L LONTIHTD 87°9¢2¢ ET'TIE 0z S¥10T GE'V.6 LPONINGHYD n|931d"H-“HO-0T'S

VIN JOINHD Y2 1EY LT2TY 0z g'210T Ge'zL6 LPOTNYHYD n1931d"H=HD-0T'S

V/IN LCO'NT'HTMO IT'ETE £1'66¢ 0z S'T00T GE'796 LTOMINSHED n|99ld’H
08 L+ O°N°HD 1'68T 10°8LT 0C 97'666 ££°096 FTOTINTHEED nj99Id°H

V/N SONTHTD 160 60562 0C SY'166 2£'856 FTOTINETHEED n|9ald
0L LSOHMD 1022T ¥0'02T G 8€'GT8 12'€8. LTONEPHED “n|9gvd
Tl LOINTPHTO LT2vE [ANEZS G 27'968 €798 CTOUINTTHO ['n1931d"H-0HO-0T/5
T/ LCONEPHTO 6182 YT'ETE 8¢ 77'288 2€'1%8 LTOUINTHO "n|981d"H-*HO-S
4 LONTTHTD 81°92¢ eTTIE oy Z7°088 TE°6v8 LTOUINTTHO "n|9a1d"H-*HO-0T'S

VIN LOINH®MD Y2 1EY ITZTY o T7'8.8 628 L TOUINSTHEO "n1981d"H=HD-0T'S

V/IN LONTTHTO ITETE €1'662 o r'L98 TE'EE8 STOUINTTHTED "nj9ed’H
T/ L'O'N°H®D T1'G8T 10'8.T or T7'G98 62'1€8 LTOUINETHO "n|9ald°H

V/N LONTHTD ¥T'60€ 60562 e 6£°€98 87°628 STOUINTHED nj9ald

V/N LO'HD 10°221 20021 4 2€'189 €2'759 JYOINTHD "njogvd
9'9 LOINTPHTO LTTvE [AREZ 9 9£'29/ 92'z€. LTOPNEEH%D n|98ld"H-OHJ-0T/S
L9 LCONPPHTD 6182 YT'ETE z€ 8E'8YL 82'8TL LTOONTTHD “n19a1d"H-*HO-S
89 LCOPNTTHTO 81'92¢ ET'TIE GE 9€'9%/ 92'9TL _TTOPNEEHTED “n|931d"H-°HO-0T'S

V/N JOINH®MD Ve TEY LTTTY Ge SEvL STYTL LTOPNTHTO n19ald"H=HD-0T'S
L9 LONTTHTD ITETE £1°66¢ Ge 92°€E. 92'70L LCTOPNEHD n|9ald’H
L9 LJO'NPHAD 1'G8T 10'8.T GE GE'TEL G220 LTOPNTHD n|99ld°H
0L LCONMHTD ¥1'60€ 60'56¢ z€ €€'62L €2°00L LTOPNTEHD n|9ald
€9 LCO'H™D 10127 20°02T GE 92'/%5 81'GZS L TOPNPHSD ‘njogyd
29 LOINTTHTRD LTTVe [ANEZS Ve €829 22°€09 LPOPN Y HD N198ld"H-OHD-0T/S
€9 LCONPIHTD 6182 YT'ETE Gz 2EYT9 ¥2'685 LCO°NEH™D ‘n|9ad’H-*HO-S

VIN LONTTHEO 8192 ET'TIE 0¢ 1€219 20185 LCO°N*H™) n|93d"H-“HO-0T'S

V/N LJOINSH'D A ITCTY 0€ 62°0T9 22685 LPO°N°H™D n[93ld"H=HI-0T'S

VIN LONTTHTD ITETE £1'662 0 €665 2TSLS LO°NHYD ‘nioed’H

V/N +O°N°HO 1'G8T 10817 0 62165 T2ELS LCO°NPHTeD °n|9aldH

VIN LONTHTD ¥T'60€ 60°'G62 0 12565 6T'TLS LCO°NSH™D ‘n|9ald

V/IN LSO'HRD 10°/2T 20°02T [e14 0Z'€TY ¥1'96€ LSO N“°H D ‘niogvd
19 LO'NT'HTO LTZvE [ANEZ 0z 2 v6Y LTy LFOPNTHY D n|98ld"H-OHJ-0T/S
z9 LOINSTHTRD 61°82¢ YT'ETE Y4 92°08Y 61091 LOINTHYD n9ad"H-*HO-§
29 LOINTTHTD 81°92¢ eTTIE € ST8LYy 81°8SY LON"HYD n|9eld"H-*HI-0T'S
29 JOINCHD Y IEY LTy 1€ €29 9T'95Y LOINHYD n|98ld’"H=HJ-0T'S
29 LCOPNTPHTD LTETE £1'66¢ 0z ¥2'S9 8T'9vY COSNTHR'D n|oald’H
19 L'O’N°H*D 1'G8T 10'8.T 12 €2°€9Y 9T'viy LO"NCH' D n|9eld°H
99 LONTHTRD 1602 60562 12 1219 STThy LOINYHCMD njoaid
19 R o) 10°22T 20°02T 8T v1'6/2 1192 LCONTTHD nogyd
g9 LCONMHTD ¥1'60€ 60°'G62 6T GT' /€ YT'ETE LONETHTO proe ojosald

E)
gAmH:c_Ev zjw zjw QK/CW zZ/w zZ/w ’|Nw0}
1y [e|nwia0} 10Npoad 3339&-03 Hosuo.a-oﬁ uolis|joD EES.UQ EP.mg.Oﬁ juated mm_oczanoo

NIH-PA Author Manuscript

NIH-PA Author Manuscript

¢ dlqel

*spunodtuod 81e|0) 9 10} sia1awered SIA/SIN-D

NIH-PA Author Manuscript

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.



Page 18

Luetal.

"$10R11X3 JB|N|[39 U1 Pa10alap [eubls SI JOU 9|e|IBAR 10U SI PIBPUE]S 9SNeIaq 9|ge|IBAR 10U 1\//N “UIW §'0F 40 Jo.d [edidAl e sey 1Y

q

*18y1ab01 pasi| a4e spunodwod

asay} ‘alogalay] ‘Unj9ardH-OHD-0T pue Unj9ardvH-OHD-G Siawosi ayl usamiag ysinbunsip jou Aew yoeoidde SIN/SIN-OT Ino ‘Juswidolansp poyaw 1oy Unj9aldH-oHD-S pasn am m__;>>,“w

N LSONTTHERD LT'ZvE ANEZ) k4 £8'9T. £2'689 L;°°0"'N""H*D n|98ld’"H-OHJ-0T/S
VIN LCONPTHERD 61'82€ YT'ETE €C ¥8'60L ¥2'289 ;" “0"'N*"H*D °n|9ald"H-*HO-G
VIN LO°NT'H™'D 81'92¢ ET'TIE €2 78'80L £2'189 L, O"'N""H™D ®n|931d"H-°HO-0T'S
VIN JON“H®D A LT €2 €8'L0L €2°089 L, “0"'N““H™D ®n19a1d’H=HD-0T'S
VIN LO'NTH'D LTETE €662 €z £€°20L €269 ,"°0"'N""H"*D ®nj9ald’H
N L O'N°H™D 1'G8T L0'8.T €C 2€'70L R ZE) ;"“0"'N“*H"D °n|9a1d°H
VIN LONTHD ¥T1'60€ 60'G6C €z 2€°00L 20€L9 L, “0"'N""H"D °n|oaid
VIN LO°N"'H'D LT'TrE ZrLee 92 8'679 T.'¥29 L, °O°'N"H™D N|1931d"H-OHD-0T/S
96 LONEPHTD 61'82¢ YT'ETE 2z 18'279 2LLT9 [, “0°'NH"™) In|991d"H-*HO-5
N LCONTTHERD 8T°92€ ET'TIE F4 8'Tv9 1,919 L, 0" 'N“’H™D n|9ald"H-*HO-0T'S
N LJO'NH®'D vZ'1EY LTty 74 08'0%9 T.'GT9 ;" “O°'N"H"D n|931d"H=HD-0T'S
VIN LO°N"'H"'D LTETE €1'662 42 €'GE9 1,019 L ,"“O"'N"H°"D “n|9dAd'H
VN L O°N°HD 1'G8T L0'8LT (44 62'7€9 T.°609 ;"“0°'N"H®"D |98ld°H
VIN LONTHTD ¥1'60€ 60562 73 62°€€9 1'809 L."“0°'N"H°"D n|9sld
06 LO'HD L0°/2T 20°02T 0€ GZ'TrS IT'12S ) “nogvd
V/IN LSONTTHD LT'ZvE ANEZ) G2 YSY9TT 6E'6TTT LCOCNEHTD Pri9a1d"H-OHO-0T/5
€8 LCONT'H?D 61'82€ YT'ETE T2 95°0STT TV'GOTT L CO°'NPHTD °n|98ld"H-*HO-§
VIN LCOPN"'H'D 81°9¢€ ETTIE 12 YS8YTT 6£°€0TT L COCINOHD n|9a1d"H-*HO-0T'S
V/N LJOINH®MD vZ'1EY LTty 12 €5OPTT 8E'T0TT L COCINEHTD °n|98ld"H=HJ-0T'S
V/IN LCONTHTYD LTETE €T'66C 12 ¥S'GETT 6€'T60T L+ COC'NPHYD n|9a1d’H
VIN LO'N°H™O 1'G8T L0'8LT 12 2G'EETT 8£'680T L CO°'NEHD “n|981d°H
VIN LCON'H"D ¥T'60€ 60°'56¢ T2 TG'TETT 9€°/80T L CO°'NTHD “n|9aid
E)
&83:_:.; z/w z/w \SK/CW z/w Zjw B|NW.I0}
14 fe|jnwa04 310Npoid ﬁs_oea.omH uu:uoa-ou uolist|j0D Em‘_ma.om Em._mg.oﬁ juaied mmuc:anoU

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.



Page 19

Luetal.

96 < 96 < 96 < v 9 2860 002 ‘njogvd

96 < 96 < 62 8T 81 660 05 n|98ld"H-OHO-§

96 < 96 < 24 8z €T 9/6°0 05 n[98ld"H-*HO-G

96 < 96 < 96 < 4 9T S66°0 0§ “n|9gvd

96 < 96 < 0L LT 1T 1660 01 "n|931d"H-0HO-S

96 < 96 < 8T T 4 8160 0T "n|98d"H-"HO-§

96 < 96 < 96 < z 0T 6660 S °n|98ld"H-OHO-G

96 < 96 < 1'6 1 6 6860 S “n19a1d"H-*HO-§

96 < 96 < 96 < 6 43 8660 01 Enodld

96 < 96 < 96 < € 0T 1860 S tnjogvd

96 < 96 < g8 8 6 1660 S n|9ald"H-OHI-S

96 < 96 < 8L €T €T 1660 S n|9ad’H-*HO-S

96 < 96 < 96 < S 6 €660 5 n198ld"H-OHJ-§

96 < 96 < 24 1T 1T 8660 1 N|98ld"H-*HO-§

96 < T Gy €T 0T 6860 S N|931d"H-*HO-0T'S

96 < 96 < T L 8T 8660 00T n|9eld’"H=HJ-0T'S

o €6 50> 4 ST 766'0 g n|9ald’H

96 < 0T 50> ST 8 8160 G n|9ald°H

96 < 8L 96 < 6 0T 8660 S noaid

96 < 96 < 96 < 0T 6 8660 T noava

9T iz (24 9 Vi 0160 S proe 010J8ld

OVO’HN INWOZ
+ pIoe 21040958 p1oe 21q400se Jarem
%T°0 + 491eM %T°0 + 4191eM Joueylsw
‘louBYIsW 0G:05 ‘JoueyIsW 05:05 05:05 (asu%) (asu%)
(anouy) ™ A111qronpoadaa A1j1q1onpoadau () (jw/bu)
:SUOIIPUOI a6.I0IS JUBIBLIP Ul AJIjIgeIS Aepuaiu| Aepeau| ISTRE 0011 punodwo)

NIH-PA Author Manuscript

€o|qeL
NIH-PA Author Manuscript

NIH-PA Author Manuscript

“T 8|qeL Ul paisl| spJepuels punoduwiod a1e|o) T aU) J0) S}NSal UoIepIjeA poylsiA

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.



Page 20

Luetal.

‘pauiodai si ‘uonesedaid
ajdwes Buimoy|oy Ajarelpawiwl ‘ajdwes yaes uo unJ [eanAfeue 1siij ayj Jo synsal AJuo aioyasay 1y z~ /T3 yum uonesedaid ajdwes Buimoljoy Ajfeatuojouow Aedasp 03 punoy sem [eubis m:_omun_va

(%TT '%.2) (962T '%6T) (%S ‘%SY) “n|9ald’H

0 0 0 + 90TZ T0£GE 969 + -OHD-0T/S

(%01 ‘%2t) (%6 ‘9%8T) (%¥ ‘9%8) (%8T ‘%6T) (%6€2 ‘9%.2) (%627 ‘9%0T) nI9ald’H

0 0 08TT 6TTTT LyL0v 6880.2C S02TT L6 “H0-G

(%07 '966€) (%02 '%LT) (%602 ‘9%ST) nioad’H

0 0 0 2IeT 2Lz 00£8T + 0 HD-0T'S

n|9ald’H=HD

0 0 0 0 0 0 0 0 -0T'S
%€ gv/N)

0 0 0 0 + £688T + 0 “njoerd’H

%L %1v) %8 %v1) %ET %6) .

0 0 0 80ZT 052 orsoy + 0 n|981d°H

0 0 0 0 0 + 0 0 n|9ald
%T %01)

0 0 0 0 0 TYSy + 0 “njo-gvd

g n 9 S 2 3 Z T =U

"UOIIRAUSOUO0D [RIIUBPI Ul JUSSAId UBYM SIUNOD UOI JUBIBYIP BAID S8198dS JusIaIp *8'1 ‘S1010e) asuodsal Juaiayyip buiaey spunodulod

waJlapip Ag parealjdwod si spunodwiod JuaIsyIp usamiaq sfeubis ayi Jo uosuredwod 19811 Jeyl s1oN [eubis adel) saedlpul . +,, ‘pa1aa18p sem Jeubis ou Jeyl

Sa1eaIpul ,,0,, "(ASY) uoneIASP pJepurls aAllR[al Sk S1exdelq Ul uMoys ale (seyedljdal [ea1bojoiq omi syl Burredwod Aq pautwialsp) Aljigionpoadal sjdwes

-13)Ul pue (ayeal)dal [ea1bojo1q 1S114 3Y3 JO SunJ [ednAjeur Inoj ayl woly paulwisiap) Aijigionpoldal sjdwes-enu| ‘sybiay yead ueaw sy ae sanjeA pauodey

"'SIN/SW-D71 AQg sawil unoy pazAjeur yoes sjoeiixa [ealbojolq aresijdnp omy Jo abriaAe syl wody ale ereq ‘1109 ‘3 Buimolb Ajjenusuodxa ul sjood syejo4
¥ 9|qelL

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

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.



Page 21

Luetal.

0

0

0

0

0

+

+

“nioerd’H
-OHD-0T/S

(%68 ‘%9T)
1052

(%6T ‘%S2)
v.1€5

(%Y ‘%LT)
(154

(96ST ‘%S€)
18T

(%9 ‘%¥€)
G875

(%2 '%ET)
1165

(%619 ‘%0t)
€297

“n|9ald’H
- HO-§

“n|9ald"H
“HO-0T'S

n|9ald’H=HD
-0T'S

“n|9ald’H

o|o|o

“njoe1d’H

=] =l =l =

o|o|o|o

o|jo|o|o

ojo|o|o

o|o|o|o

o|jo|o|o

0

o|o|o|o

n|9ald

o

o

0

0

0

+

(%91 "%8T)
9899

0

“nj9-gvd

9

]

|2

€

[4

T

=u

J Am Soc Mass Spectrom. Author manuscript; available in PMC 2008 May 1.

" 9]qeL Ul Se aJe alnjejouswWiou pue SpoYIsIA aelsiAslad 'S buimodb Ajjenusuodxs ur sjood e1ej04
G 9jgqel

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



duosnuey Joyiny vd-HIN duosnuely Joyiny vd-HIN

1duasnue Joyiny vd-HIN

Luetal.

Table 6

Page 22

Effect of the DHFR inhibitor trimethoprim on the folate pools of E. coli. The overall experimental design is
shown schematically in Fig. 5. Values in the table indicate fold-change in the level of the indicated folate species
upon exposure of E. coli to 4 ug/mL trimethoprim for 1 h. Fold change = (peak height in drug-treated sample) /
(peak height in the untreated sample). In cases where the signal in one condition is below the LOD, this signal
was considered to be 100 ion counts, the typical LOD. Shaded boxes indicate significantly increased signal (p <
0.05) while hatched boxes indicate significantly decreased signal. “--” indicates that the compound was not
guantifiable in either the drug-treated or untreated sample. Highly statistically significant results are highlighted
by * (p < 0.01) or ** (p < 0.001).

n=1 n= n=3 n= n=5
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