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Human Mat2A Uses an Ordered Kinetic Mechanism and Is Stabilized
but Not Regulated by Mat2B
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ABSTRACT: Methionine adenosyltransferase (MAT) catalyzes the adenosine S'-triphosphate (ATP) and L-methionine (L-Met)
dependent formation of S-adenosyl-L-methionine (SAM), the principal methyl donor of most biological transmethylation reactions.
We carried out in-depth kinetic studies to further understand its mechanism and interaction with a potential regulator, Mat2B. The
initial velocity pattern and results of product inhibition by SAM, phosphate, and pyrophosphate, and dead-end inhibition by the L-
Met analog cycloleucine (L-cLeu) suggest that Mat2A follows a strictly ordered kinetic mechanism where ATP binds before L-Met
and with SAM released prior to random release of phosphate and pyrophosphate. Isothermal titration calorimetry (ITC) showed
binding of ATP to Mat2A with a K; of 80 + 30 M, which is close to the K, (arp) of S0 + 10 M. In contrast, L-Met or L-cLeu
showed no binding to Mat2A in the absence of ATP; however, binding to L-cLeu was observed in the presence of ATP. The ITC
results are fully consistent with the product and dead-inhibition results obtained. We also carried out kinetic studies in the presence
of the physiological regulator Mat2B. Under conditions where all Mat2A is found in complex with Mat2B, no significant change in
the kinetic parameters was observed despite confirmation of a very high binding affinity of Mat2A to Mat2B (K4 of 6 + 1 nM).
Finally, we found that while Mat2A is unstable at low concentrations (<100 nM), rapidly losing activity at 37 °C, it retained full
activity for at least 2 h when Mat2B was present at the known 2:1 Mat2A/Mat2B stoichiometry.

H INTRODUCTION of SAM might affect cell growth, cell death, cell differentiation,
and a myriad of other processes.

SAM is synthesized by methionine adenosyltransferase
(Mat; EC 2.1.5.6) using adenosine S'-triphosphate (ATP)
and L-methionine (1L-Met) as substrates generating SAM,
inorganic phosphate (P;), and pyrophosphate (PP;) as

S-Adenosyl-L-methionine (SAM) is the principal methyl donor
in biology and as such is an essential metabolite required for all
forms of life. Almost all transmethylation reactions, including
the methylation of DNA, RNA, histones, lipids, proteins, and

secondary metabolites, utilize SAM as the methyl donor. SAM products.”” Humans possess two Mat isozymes, MatIA and
is a substrate for radical SAM superfamily (RSS) enzymes, Mat2A, which are encoded by the matla and mat2a genes,
which are responsible for performing a diverse array of vital respectively. These enzymes are highly similar, sharing 84%
radical reactions. RSS enzymes are involved in the synthesis of primary sequence identity and 93% sequence similarity, and
a large number of chemically distinct compounds, such as have nearly identical structures (RMSD <1 A).'” Despite their
complex metal cofactors (e.g, HydE and HydG), organic

cofactors (for instance, biotin and lipoic acid), and natural Received: October 10, 2021

products (for example, the antibiotic nosiheptide) and usually Revised: ~ November 3, 2021

involve the formation of a $’-deoxyadenosyl radical inter- Published: November 15, 2021

mediate.'~* SAM is also involved in polyamine and glutathione
biosynthesis and one-carbon metabolism via the folate
cycle.”™” Thus, alterations in the intracellular concentration
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Figure 1. The structure and overall reaction catalyzed by human Mat2A. (A) The dimeric structure of Mat2A (cartoon representation) with the

products SAM (stick representation, with green carbon atoms) and
occupying one active site. Mat2A monomers are colored in gray and

P, (sphere representation, with orange phosphorus and red oxygen atoms)
wheat. (B) As in panel A, viewed from the allosteric site (90° rotation) to

show the two active sites of the Mat2A homodimer with one site empty and one site occupied by SAM and P;. Mat2A main chains are transparent
to clearly show the active sites. Active site residues are shown with side chains in stick representation with yellow or pink carbon atoms. (C) As in
panel A with Mat2B bound via its C-terminus to an allosteric site in the Mat2A dimer. Mat2B is colored in cyan and its C-terminus is red (PDB ID
4KTT)." (D) The overall reaction catalyzed by Mat2A occurs via two distinct steps. The first step involves the sulfur atom of L-Met performing a
nucleophilic attack on ATP, forming the product SAM and the intermediate tripolyphosphate (PPP;). The second step involves the hydrolysis of

PPP; that precedes the release of products SAM, PP;, and P;.

structural similarities, the two isozymes are differentially
expressed.” Mat1A is expressed exclusively in the liver where
85% of methylation reactions and the bulk of methionine
metabolism occur. Mat2A is more widely expressed and is the
main source of SAM outside of the liver, including in cancer
cells.” The focus of this study is the ubiquitously expressed and
pharmacologically validated anti-cancer target Mat2A.

Mat2A is a functional homodimer with two symmetrical
active sites (Figure 1A,B). The active sites are formed by
residues contributed by both monomers, and therefore,
dimerization is absolutely required for catalysis (Figure
1B)."”"> The Mat2A catalyzed reaction is proposed to
occur in two steps, with an advanced Sy2 transition state for
SAM formation.'® Upon substrate binding, the first step of the
reaction occurs when the sulfur atom of rL-Met performs a
nucleophilic attack on the S'-carbon of ATP forming the
product SAM and the intermediate tripolyphosphate (PPP;).
The second step in the reaction is the hydrolysis of enzyme-
bound PPP;, which occurs at the -y bond, generating P; and
PP;. Following PPP; hydrolysis, the products SAM, PP; and P;
are released (Figure 1C).1e18 Despite its importance for
human health and disease, there are conflicting reports as to

the steady-state kinetic mechanism of Mat2A. For example,
sequential ordered kinetic mechanisms with ATP binding first
or with L-Met binding first and sequential random binding of
substrates have all been proposed, as well as proposals for
ordered and random release of products.'>''"7*' This
confusion is likely due to experimental differences and
potentially due to the presence of Mat2B bound to Mat2A
in work carried out prior to recombinant protein expression
using purified enzyme from human leukemia cells, which could
affect the order of substrate binding and/or product release.
Animals possess Mat2B, a protein often described as a
regulator of Mat2A activity.'”"” Humans possess two major
splicing variants of the mat2b gene, which encode for Mat2B
V1 and Mat2B V2.** The amino acid sequences of Mat2B V1
(334 residues, MW 37.6 kDa) and Mat2B V2 (323 residues,
MW 36.4 kDa) are identical except for the first 20 amino acids
of the N-terminus (Figure S1), and both have been shown to
interact with Mat2A with nanomolar affinity.'”** Mat2B was
first identified when it was co-purified with Mat2A from
human leukemia cells and was soon found to be widely
expressed in many of the same cells as Mat2A."”*>** Mat2B is
not a homolog of Mat enzymes, sharing just 7% amino acid

3622 https://doi.org/10.1021/acs.biochem.1c00672

Biochemistry 2021, 60, 36213632


https://pubs.acs.org/doi/suppl/10.1021/acs.biochem.1c00672/suppl_file/bi1c00672_si_001.pdf
https://pubs.acs.org/doi/10.1021/acs.biochem.1c00672?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.biochem.1c00672?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.biochem.1c00672?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.biochem.1c00672?fig=fig1&ref=pdf
pubs.acs.org/biochemistry?ref=pdf
https://doi.org/10.1021/acs.biochem.1c00672?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Biochemistry

pubs.acs.org/biochemistry

sequence identity, and has no known catalytic activity. A
crystal structure of the Mat2A/Mat2B complex showed that
monomeric Mat2B binds via its C-terminus to the Mat2A
dimer, approximately 20 A from the active site (Figure 1D)."
Isothermal titration calorimetry (ITC) assays confirmed the
2:1 Mat2A/Mat2B stoichiometry observed in the crystal
structure of the complex and revealed a tight binding
interaction, with a dissociation constant (K,) of approximately
4 nM.'" Mat2B is not believed to be expressed in the liver
and therefore is not thought to be a physiological regulator of
MatlA. In addition, although MatlA has been shown to bind
Mat2B, the interaction is weaker with a K of 3 uM."?

Mat2A has been identified as a promising target for novel
cancer therapies with the discovery that it is synthetically lethal
with the enzyme methylthioadenosine phosphorylase
(MTAP). MTAP is deleted in around 15% of cancers, and
therefore, Mat2A inhibitors are attractive candidates for
targeting cancers with MTAP deletion.”** Several potent
inhibitors of Mat2A have recently been described (PF-9366,
AG-270, compound 28).'”***® Interestingly, these inhibitors
bind to the same site as Mat2B."”***” AG-270 and compound
28 have been shown to inhibit cancer cell growth and
proliferation of MTAP-deficient cancer cells and tumors. AG-
270 has entered human clinical trials.”**®

The primary aim of this study was to determine the true
steady-state kinetic mechanism of Mat2A using a combination
of kinetics and binding experiments. Knowledge of the
mechanism would assist with the design of assays, both
enzymatic and binding assays, capable of identifying novel and
improved inhibitors and understanding their mechanism of
regulation by small molecule drug candidates and by the
physiological regulator Mat2B. The second objective was to
determine the effect of Mat2B on the kinetic constants of
Mat2A to help understand how it regulates Mat2A activity.
This is additionally important as Mat2B binds at the same
allosteric site on Mat2A as all known Mat2A inhibitors,
including compounds in human clinical trials. Therefore, in the
cellular milieu, allosteric inhibitors could compete with Mat2B,
decreasing their cellular potency and, ultimately, efficacy.

B MATERIALS AND METHODS

Materials. All chemicals were of analytical or reagent grade
and were used without further purification unless otherwise
stated. ATP(BioXtra), L-Met, SAM, TCEP, MgCl,, KC|,
pyrophosphate, inorganic phosphate, formic acid, inorganic
phosphatase from Escherichia coli, Benzonase Nuclease, and
lysozyme from chicken egg white were purchased from Merck.
Imidazole, IPTG, kanamycin, LB, and LC—MS grade
methanol, acetonitrile, and H,O were from ThermoFisher. E.
coli BL21 STAR (DE3) cells, NuPAGE MES SDS-PAGE
running buffer, and NuPAGE 4-20% SDS-PAGE gels were
from Invitrogen.

Mat2A and Mat2B Constructs. The plasmid encoding
human Mat2A was kindly provided by the Structural Genomics
Consortium (SGC) Oxford (www.thesgc.org/structures/
2p02). Briefly, the recombinant construct contained the full-
length human Mat2A ¢DNA cloned into the pNIC28-Bsa4
vector (GenBank: EF198106.1). The expression construct was
the full-length human Mat2A (UniProt P31153) with an
additional 22 amino acid N-terminal sequence containing a
His, tag and tobacco etch virus protease (TEVp) cleavage site.
The plasmid encoding human Mat2B (UniProt QINZL9) was
provided by AstraZeneca. The expression construct was the
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full-length human Mat2B V2 (GenBank: AAH05218.1) with
an additional 20 amino acid N-terminal sequence containing a
Hisg tag and TEVp cleavage site, cloned into a pET modified
vector. DNA sequencing (Eurofins) confirmed the sequences.

Expression and Purification of Mat2A and Mat2B.
Identical protocols were used for expression of both Mat2A
and Mat2B. All growth media were supplemented with 50 pg/
mL kanamycin. E. coli BL21 STAR (DE3) were transformed
with plasmids using the heat-shock method (42 °C for 45 s)
and grown on Luria—Bertani (LB) agar plates for 16—18 h at
37 °C. Starter cultures were made by inoculating 100 mL of
the LB broth with a single colony from LB agar plates. Starter
cultures were grown for 20 h at 37 °C, 200 rpm. For protein
expression, S mL of the starter culture was used to inoculate
500 mL of LB in 2 L flasks. Cells were grown at 37 °C, 200
rpm until an ODg, of approximately 0.6, and the temperature
was reduced to 22 °C. Protein expression was induced with 0.5
mM IPTG. Expression was performed for 22 h at 20 °C, 200
rpm. Cells were pelleted by centrifugation at 4000g for 20 min
at 4 °C and stored at —80 °C.

Cells were thawed at room temperature and suspended in
100 mL of buffer A (50 mM Tris/HCIl pH 7.5, 100 mM KC],
10 mM MgCl, 1 mM TCEP (final pH 7.5)), and 2X
Complete protease inhibitor tablets (Roche) were added.
From this point, all samples were kept on ice or at 4 °C.
Lysozyme from chicken egg white was added at a final
concentration of approximately 1 mg/mL, and the samples
were incubated for 1 h with agitation using a magnetic stirring
bar. Cells were further lysed by probe sonication (amplitude
35%, on 12 s, off 59 s, 2 min total on time per cycle, 3—5 X
cycles). Benzonase Nuclease (25 pL) was added to the lysed
cells, and samples were incubated for 30 min with agitation
using a magnetic stirring bar. Clarification was performed by
centrifugation at 40,000g, 60 min. The clarified supernatant
(approximately 100 mL volume) was transferred to a 150 mL
superloop (GE Healthcare) and connected to the AKTA pure
(GE Healthcare) chromatography system. Immobilized metal-
ion affinity chromatography (IMAC) was performed using a $
mL HisTrap HP (GE Healthcare) column. After loading, resin
was washed with 50 mL of buffer A + 50 mM imidazole
followed by elution using an imidazole gradient from 50 to 500
mM, achieved by increasing the ratio of buffer B to buffer A
(buffer B = buffer A + S00 mM imidazole pH 8.0 (final pH
7.5)). Azgo am peak fractions were collected, and the contents
were analyzed by SDS-PAGE. Fractions containing the protein
of interest (Mat2A or Mat2B) were pooled. If necessary, the
pooled samples were diluted to approximately 2—3 mg/mL
(~50—70 puM) using buffer A. TEVp was added at a final
concentration of 30 pg/mL (1 uM), transferred to a Spectra/
Por 1 dialysis membrane (6—8 kDa MWCO) (Spectrum labs),
and dialyzed against 1 L of buffer A for 18 h to remove
imidazole and facilitate cleavage of the N-terminal tag. After
TEVp cleavage, the uncleaved protein, TEVp, and N-terminal
tag were removed by binding to Ni-NTA resin. PurKine His-
tag Ni-NTA resin (2 mL; Abbkine) (pre-equilibrated with 20
mL of buffer A + 10 mM imidazole) was added to the sample,
and binding was performed for 2 h. The sample was loaded
onto a gravity column (Bio-Rad), and the flow-through,
containing TEVp cleaved Mat2A or Mat2B, was collected. For
size-exclusion chromatography (SEC), the TEVp cleaved
protein was concentrated by centrifugation at 3000g using a
Vivaspin-20 ultrafiltration unit (30,000 Da MWCO) (Sartor-
ius) in 10 min intervals (sample homogenized by pipetting

https://doi.org/10.1021/acs.biochem.1c00672
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between intervals) to a volume of approximately 2 mL.
Samples were loaded into a $ mL loop on the AKTA pure (GE
Healthcare) chromatography system, and SEC was performed
using a HiLoad 16/600 Superdex 200 column (GE Health-
care) (Figure S2C,D). Aygo nm peak fractions were analyzed by
SDS-PAGE, and samples containing the protein of interest,
pooled and concentrated (as described above) to a final
concentration of approximately 6—24 mg/mL (100—600 uM),
were measured using a NanoDrop spectrophotometer (Mat2A
€380 om = 44,350 M™! cm ™!, MW = 43,748 Da; Mat2B €55 \ =
36,440 M~' cm™', MW 36683 Da). The pure protein was
divided into 50 uL aliquots, flash frozen in liquid nitrogen, and
stored at —80 °C. The purified proteins were analyzed by SDS-
PAGE to assess purity (Figure S2A,B) and subjected to intact
mass spectrometry to confirm identity and integrity. The
molecular weights measured were within 0.1% of the expected
molecular weight (based on primary amino acid sequence)
(Figure S2E,F). The final yields were 17 mg/L Mat2A and 22
mg/L for Mat2B.

Mat2A Enzyme Assays. Mat2A enzyme activity was
monitored using two different assays under initial rate
conditions at 22 °C in 50 mM Tris pH 7.5, 100 mM KCI,
10 mM MgCl,, and 1 mM TCEP buffer (buffer A, same as the
protein purification buffer). In all cases, initial velocities were
obtained from the linear regions of the reaction progress curves
(<200 s, Figures S3C and SS). In the majority of cases,
substrate depletion was less than 10%; however, at the lowest
L-Met concentrations, substrate depletion was unavoidably
higher than 10% due to the low L-Met K, but the progress
curves were still largely linear. All assays were initiated by the
addition of Mat2A except for the stability assays that were
initiated with ATP.

Assay 1: MESG EnzChek Phosphate Assay. This assay is
commercially available as a kit (ThermoFisher Cat. #E-6646),
and it couples the phosphate product of the Mat2A reaction to
phosphorolysis of 2-amino-6-mercapto-7-methylpurine ribonu-
cleoside (MESG) catalyzed by purine nucleoside phosphor-
ylase (PNP) to generate ribose-1-phosphate and the 2-amino-
6-mercapto-7-methylpurine base, resulting in an increase in
absorbance at 360 nm (Ag;4) . = 11,000 M~ em™).*’ The
assay concentrations of MESG and PNP were 200 yM and 1
U/mL, respectively, as recommended in the instructions
provided by the manufacturer. E. coli inorganic pyrophospha-
tase (PPjase) was included in all assay mixtures at a final
concentration of 250 nM, with the only exception being the
pyrophosphate product inhibition assays. PP;ase was added to
convert the Mat2A product pyrophosphate into two molecules
of inorganic phosphate, which increased the Aj4; ,p, signal 3-
fold (Figure S2D). Assays were performed in micro UV-
cuvettes (BRAND), and absorbance was recorded using a UV-
2550 spectrophotometer (SHIMADZU). The concentration of
Mat2A was 250 nM. Initial rates were converted from AAsq,
s™' to uM phosphate s™' using a phosphate standard curve
(Figure S3D) and dividing by three to account for the 3-fold
boost in activity afforded by the action of PPase on the
pyrophosphate product (Figure S3E). This method of
converting change in absorbance to product formed is in
excellent agreement with that obtained directly using the above
change in extinction coefficient (A3 uy = 11,000 M™' cm ™).

Assay 2: Liquid Chromatography—Mass Spectrometry
(LC—=MS) Assay. The LC—MS assay monitors SAM directly
and was developed to confirm the kinetic parameters that were
obtained in the phosphate coupled assay and to carry out
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product inhibition studies by P;, which was not possible using
the phosphate coupled assay. The amount of SAM produced
was quantified using a standard curve (Figure S3F). Prior to
LC—MS, 1:1 methanol/acetonitrile + 0.1% (v/v) formic acid
was added to the samples. LC—MS was performed using an
Agilent 1200 LC system fitted with a Cogent Diamond
Hydride Type C silica column (2.1 X 150 mm, dead volume
315 uL). Solvent A was LC—MS grade H,0 + 0.1% (v/v)
formic acid. Solvent B was acetonitrile + 0.1% (v/v) formic
acid. The gradient started at 85% B dropping to 5% B over 14
min. Flow rate was 0.4 mL/min. Mass spectrometry was
performed using an Agilent Accurate Mass 6230 TOF
apparatus in positive-ion mode. The doubly charged SAM
ion was detected at an m/z of 200.0759.

Isothermal Titration Calorimetry (ITC) Binding As-
says. Prior to performing ITC, proteins (approximately 1 mL
volume) were dialyzed using D-Tube Dialyzers (Maxi 100—
3000 uL, MWCO 6—8 kDa) (Novagen) against 1 L of buffer A
for 2—4 h at 4 °C with agitation using a magnetic stirring bar.
Ligands (ATP, L-Met, and L-cLeu) were reconstituted using
the same dialysis buffer after dialysis had been completed.
Titrations were performed at 20 °C. Protein concentrations
were determined by A,y using a UV-2550 spectrophotometer.
The protein and ligand concentrations that were used are
indicated in the legends of Figures S and 6. ITC measurements
were performed on a MicroCal PEAQ-ITC calorimeter
(Malvern Panalytical). Data were analyzed using the MicroCal
PEAQ-ITC analysis software supplied by the manufacturer
using nonlinear regression with the One Set of Sites model.
For each experiment, the heat produced or consumed
associated with ligand dilution was measured and subtracted
from the raw data.

Data Analysis. All initial rate data were fitted using either
SigmaPlot 14.0 or GraphPad Prism 9.0.0. Initial velocity
patterns for Mat2A were determined by measuring initial rates
at varying concentrations of ATP and multiple fixed
concentrations of L-Met. Steady-state kinetic parameters (k.
Kyatpy Kn(1-Met), and Ki(arp)) were calculated from these
data by fitting the data to the rate equation for ternary complex
mechanism, eq 1.

v = VAB/((K,Ky) + (K\B) + (KzA) + (AB)) (1)

where V is the maximal velocity; A and B are the
concentrations of ATP and L-Met, respectively; K, and Ky
are the Michaelis constants for ATP and 1-Met, respectively;
and K, is the dissociation constant of the enzyme—ATP
complex.

Product and dead-end inhibition data showing competitive,
noncompetitive, or uncompetitive patterns were fitted to eqgs
2—4, respectively.

v=VS/(K, (1 +I/K,) +S) (2)
v=VS/(K,(1+I/K,) + S(1 +I/K;)) 3)
v=VS/(K, + S(1 +I/K,)) (4)

where I is the inhibitor concentration; S is the concentration of
the variable substrate; K, is the Michaelis constant for the
variable substrate; and Kj; and Kj; are the slope and intercept
inhibition constants, respectively.

Saturation kinetics data were fitted to eq S.

v="VS/(K, +S) (s)
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Stability assay data were fitted to eq 6.

v=VeH (6)
where V is the enzyme activity at time zero, k is the first-order
rate constant describing the loss of activity, and t is time.

B RESULTS

Expression, Purification, and Biophysical Character-
ization of Mat2A and Mat2B. Recombinant Mat2A and
Mat2B were expressed separately using E. coli BL21(DE3) cells
and purified by Ni-NTA aflinity chromatography followed by
size-exclusion chromatography (SEC) to homogeneity (Figure
S2A,B). The SEC chromatograms show single, almost
symmetrical peaks suggesting that both proteins purify in a
homogeneous state (Figure S2C,D). The molecular weight of
the purified proteins was determined by intact mass
spectrometry and was within 0.1% of the predicted molecular
weight based on the primary amino acid sequences, thus
confirming the identity and integrity of the purified proteins
(Figure S2EF).

Mat2A Steady-State Kinetics. To determine the steady-
state kinetic constants (k. and substrate K  values, Table 1)

Table 1. Steady-State Kinetic Constants of Human Mat2A“

Mat2A only”® Mat2A only”® Mat2A + Mat2B"*

ke (s7Y) 0.34 + 0.06 0.34 + 0.02 0.32 + 0.03
Kon(arpy (uM) 50 + 10 5§+ 10 50+S

K, (1-Met) (uM) S+2 8+2 4+1
Kiarp) (#M) 349 + 66 ND 183 + 38

“At pH 7.5 and 22 °C. bCoupled phosphate detection assay. “Values
are averages from five independent experiments, and errors are the
standard deviation. “LC—MS SAM detection assay. “Values are from
a single experiment with three replicates, and errors are the standard
error. ND = not determined.

and to obtain information regarding the kinetic mechanism
(ternary complex or ping-pong), we used a phosphate
detection coupled assay (see Materials and Methods), varied
one substrate at several fixed levels of the co-substrate, and
fitted all the initial velocity data globally to eq 1. We ensured
that the coupling enzyme system was not rate-limiting by
demonstrating that Mat2A activity was linear with Mat2A
concentration (Figure S3A). A double reciprocal plot of the
initial velocity data showed a pattern of intersecting lines
suggesting that Mat2A uses a sequential kinetic mechanism
(Figure 2) where both substrates are required to bind to the
enzyme before chemistry can occur.’’ The kinetic constants
were also determined using a direct LC—MS SAM detection
assay where initial rates were determined at a range of
concentrations of one substrate and saturating concentrations
of the second substrate (Figure S3B and Table 1). The kinetic
constants were in good agreement between the phosphate
detection coupled assay and the direct LC—MS SAM detection
assay and remained the same when assays were performed at
low (30 nM) or high (250 nM) concentrations of Mat2A.
Product Inhibition. To investigate the order of substrate
binding and release of products, product inhibition experi-
ments were performed with the products SAM, PP, and P;. At
saturating L-Met, inhibition by SAM was uncompetitive versus
ATP with a K of 230 + SO uM (Figure 3A), whereas at
nonsaturating L-Met, SAM inhibition was noncompetitive with
a K, = 280 + 30 uM and K, = 620 + 130 uM (Figure 3B).
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Figure 2. Initial velocity pattern for Mat2A using assay 1. The ATP
concentration was varied (20—S00 uM) at several fixed L-Met
concentrations (5—80 uM). Symbols show experimental data, and
solid lines represent a global fit of all data points to eq 1. Please note
that the top and bottom graphs are representations of the same data,
the difference being the substrate that is plotted on the x axis and the
substrate that is held fixed at several levels as indicated.

SAM inhibition versus L-Met was noncompetitive at both
saturating and nonsaturating concentrations of ATP with
inhibition constants of K; = K;; = 190 + 10 yM and K;; = K, =
250 + 10 uM, respectively (Figure 3C,D). Inhibition by PP,
and P; was noncompetitive against both substrates (Figure S4).
The results of these studies are summarized in Table 2.

Dead-End Inhibition. To gain further insight into the
order of substrate binding, inhibition experiments were
performed using the L-Met analogue, L-cycloleucine (L-cLeu).
L-cLeu is not a substrate for Mat2A but was found to fully
inhibit the enzyme. L-cLeu displays competitive inhibition
versus L-Met at saturating and nonsaturating ATP, with Kj
values of 290 + 30 and 160 + 20 uM, respectively (Figure 4A
and Table 3). No inhibition was observed when ATP was
varied and L-Met concentrations were saturating (600 uM),
consistent with L-cLeu being a competitive inhibitor versus L-
Met. At nonsaturating L-Met concentration (20 yM), L-cLeu
inhibited Mat2A uncompetitively versus ATP, with a Kj; of 510
+ 20 uM (Figure 4B and Table 3). The results are tabulated in
Table 3.

Isothermal Titration Calorimetry Binding Experi-
ments. Next, we sought to analyze substrate binding directly
using isothermal titration calorimetry (ITC). Binding assays
were carried out by titrating ATP, L-Met, L-cLeu, or L-cLeu +
ATP into Mat2A in the absence of the co-substrate to avoid
turnover. At 20 °C, binding of ATP to Mat2A is endothermic
with a Kyarp) of 80 + 30 M. The measured Kya1p) agrees
well with the K, yrp) of 50 + 10 #M. No significant change in
heat was observed when L-Met was added to Mat2A, even at
very high L-Met concentrations, despite a K,(1-Met) of 5 + 2
M. Similarly, no significant change in heat was observed when
L-cLeu was added to Mat2A. However, in the presence of 2
mM ATP, binding to L-cLeu was observed (Figure S).
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Figure 3. Product inhibition patterns by SAM using assay 1. (A) ATP was varied (30—500 M) at a fixed saturating concentration of L-Met (600
#M) and at the indicated concentrations of SAM. (B) L-Met was varied (5—45 uM) at a fixed saturating concentration of ATP (500 M) and at the
indicated concentrations of SAM. (C) ATP was varied (20—180 uM) at a fixed nonsaturating concentration of L-Met (20 M) and the indicated
concentrations of SAM. (D) r-Met was varied (10—4S uM) at a fixed nonsaturating concentration of ATP (70 uM) and the indicated
concentrations of SAM. Symbols show experimental data, and solid lines show fits of all data points to eq 4 in panel A and eq 3 in panels B, C, and

D.

Table 2. Product Inhibition Patterns and Inhibition
Constants”

variable type of inhibition constant
substrate product inhibition (uM)
ATP SAM u® K; = 230 + 507
NC° K, = 275 + 30°
K, = 620 + 130°
ATP pyrophosphate Nct K, = 800 + 100%°
K = 210 + 10%°
ATP phosphate N K, = 5740 + 760"
K = 1290 + 170”
L-Met SAM NC” Ky = K = 190 + 10°
NC°¢ Ky = K, = 250 + 10°
L-Met pyrophosphate NC? K; = 660 + 40”
K, = 180 + 20"
L-Met phosphate NC? K; = 4970 + 770"
K, = 1580 + 360"

“At pH 7.5 and 22 °C. bSaturating concentrations of the co-substrate:
0.6 mM r-Met, 0.5 or 1 mM ATP. CNonsaturating concentrations of
the co-substrate. dAverage of six independent experiments; error
shows standard deviation. “Average of two independent experiments;
error shows standard deviation: 0.02 mM r-Met, 0.07 mM ATP. U
indicates uncompetitive inhibition and NC indicates noncompetitive
inhibition.

Mat2B Binding to Mat2A. Both major splicing variants of
Mat2B (V1 and V2) are reported to bind tightly to Mat2A in
solution with low nM affinity and a binding stoichiometry of
2:1 (Mat2A/Mat2B)."”"? To confirm these findings using our
protein preparations, we carried out ITC experiments using
Mat2B V2 (henceforth referred to as Mat2B). Mat2A was
found to bind tightly to Mat2B with a K4 = 6 + 1 nM and a
stoichiometry 2:1 (Mat2A/Mat2B, N = 0.42 + 0.02) (Figure
6), consistent with previous reports.
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Steady-State Kinetics and Product Inhibition of the
Mat2A/Mat2B Complex. Having established the formation
of a high-affinity Mat2A:Mat2B complex under our exper-
imental conditions, we sought to determine the effect of
Mat2B binding on Mat2A activity. Initially, we kept Mat2A at
300 nM and the substrates at concentrations near their K
values and varied the concentration of Mat2B from 0.075 to 15
HUM. No inhibition or activation of Mat2A activity by Mat2B
was observed in either the phosphate detection coupled assay
or the LC—MS SAM detection assay (Figures SS and S6).
When the same types of experiments were performed using a
published Mat2A inhibitor (compound 28) that binds at the
same allosteric site and with an affinity similar to Mat2B
(Mat2B Ky = 6 + 1 nM, compound 28 K4 = 12 + 2 nM),
inhibition was observed (Figure S7), consistent with the recent
literature.*

We next varied the ATP concentration at several fixed levels
of L-Met using the Mat2A/Mat2B complex (250 nM Mat2A
and 600 nM Mat2B) and fitted the data to eq 1 to determine
the steady-state kinetic constants (Figure 7A and Table 1).
The magnitude of the kinetic constants obtained with the
Mat2A/Mat2B complex was very similar to the values obtained
with Mat2A alone. Therefore, under these conditions, binding
of Mat2B to Mat2A has no significant effect on the k_, or K
values. These results do not support previous conclusions that
Mat2B is an inhibitor or an activator of Mat2A activity (see
below and Discussion).'!¥3! 733

The effects of Mat2B on SAM product inhibition were
investigated. Inhibition by SAM remained uncompetitive in the
presence of saturating Mat2B with a Kjsan) of 130 + 40 uM
(Figure 7B), which is similar to the value of 230 + S0 yM in
the absence of Mat2B (Table 3). The physiological relevance
of this small difference, if any, is unclear.

Stability Assays. Lastly, we investigated the stability of
Mat2A activity at more physiological concentrations in the
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Figure 4. Inhibition patterns by the methionine analogue r-cLeu using assay 1. (A) L-Met was varied (6—600 uM) at a fixed saturating
concentration of ATP (1 mM) and at the indicated concentrations of L-cLeu. (B) ATP was varied (45—500 yM) at a fixed nonsaturating L-Met
concentration (20 #M) and at the indicated concentrations of L-cLeu. Symbols show experimental data, and solid lines show simultaneous fits of all
data points to eq 2 in panel A and eq 4 in panel B.

Table 3. Inhibition Patterns and Constants by the L-Met the k. and K,(L-Met) values after 60 nM Mat2A was
Analogue r-cLeu” preincubated at 37 °C for 15 min in the absence and presence
bl hibit hibit of 30 nM Mat2B. There was no significant difference in the
variable inhibition inhibition constant . s
substrate fixed substrate pattern (uM) K,,(1-Met) in the presence or absence of Mat2B. However, in

the absence of Mat2B, the k_, was almost 4-fold lower than

et saturating _ATP ¢ K =290 £ 30 when Mat2B was included in tf}alte preincubation (Figure 8B and
L-Met nonsaturating C K, = 160 + 20 .
ATP Table 4). The same effect was observed when activity was
ATP saturating L-Met NI ND measured using the LC—MS SAM detection assay (Figure S8).
ATP nonsaturating L- U K; = 510 + 20 We conclude that while Mat2A is unstable at low
Met concentrations in the absence of substrates, the Mat2A/
“At pH 7.5 and 22 °C. Saturating ATP = 1 mM, Nonsaturating ATP Mat2B complex is significantly more stable for at least 120 min.
= 0.07 mM,, saturating L-Met = 0.6 mM, and nonsaturating L-Met = These results should not be misinterpreted as activation of
0.02 mM. C indicates competitive inhibition, NI indicates no Mat2A enzyme activity by Mat2B.133!

inhibition, and U indicates uncompetitive inhibition.

B DISCUSSION
absence and presence of Mat2B. When 60 nM Mat2A was Human Mat2A is a pharmacologically validated target for the

preincubated in the assay buffer at 37 °C in the absence of development of novel anti-cancer therapeutics for patients with
substrates, time-dependent loss of enzyme activity was MTAP-deleted cancers, which account for 15% of all
observed resulting in a 50% loss of activity in 2.3 min (Figure cancers.”*”>® There are conflicting reports describing Mat2A
8A). In the presence of 30 nM Mat2B during the following random or ordered kinetic mechanisms.'”***" In
preincubation period, however, the enzyme retained full addition, different reports have described Mat2B as an
activity for at least 120 min (Figure 8A). We also measured inhibitor or an activator of Mat2A.'”"**'™** In this work, we
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Figure S. ITC thermograms of L-Met, ATP, and L-cLeu (+ ATP) titrated into Mat2A. (A) L-Met (20 mM) titrated into Mat2A (87 uM). (B) ATP
(2 mM) titrated into Mat2A (87 uM). (C) r-cLeu (2 mM) titrated into Mat2A (205 uM). (D) L-cLeu (2 mM) + ATP (2 mM) titrated into
Mat2A (205 uM) + ATP (2 mM). All titrations performed at 20 °C. Unprocessed thermograms (top panels) and the binding isotherm from the
integrated thermogram fit to the One Set of Sites model using the MicroCal PEAQ-ITC analysis software (bottom panels). Circles indicate the
integrated heat, and the curve represents the best fit. Data shown are representative of four independent experiments.
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Figure 6. Mat2A binding to Mat2B in solution. (A) Mat2B (50 M)
titrated into Mat2A (14 uM). Raw thermogram (top panel) and the
binding isotherm from the integrated thermogram fit using the One
Set of Sites model in the MicroCal PEAQ-ITC analysis software
(bottom panel). Circles indicate the integrated heat, and the curve
represents the best fit. (B) Thermodynamic parameters. Reported
values are averages from six independent titrations, and the error is
the standard deviation.

present comprehensive steady-state kinetics and binding results
that allowed us to determine the steady-state mechanism of
human Mat2A and the effect of Mat2B.

Initial velocity experiments were performed at variable
concentrations of ATP and several fixed concentrations of L-
Met. Double reciprocal plots of the initial velocity data show a
pattern of intersecting lines, diagnostic of a sequential

mechanism where both substrates have to bind to the enzyme
before catalysis can occur (Figure 2). In general, the steady-
state kinetic parameters that we obtained are in good
agreement with literature values; the substrate K, values that
we obtained (S uM for L-Met and 50 uM for ATP) are
consistent with previously reported values, which range from 3
to SO uM for L-Met and 30 to 130 yuM for ATP (Table
1).'%131921 Of note, Mat2A appears relatively slow (k. = 0.34
s”') to maintain the metabolic supply of SAM; however, the
k., agrees well with values reported by other groups using
different assay methods (0.27 and 0.35 s7')'®*' and is
remarkably within 2-fold” to that reported using native
Mat2A/Mat2B purified from human lymphocytes.””* The
relatively slow turnover number might be more significant in
rapidly dividing cells, such as cancer cells. It would be
important to measure the absolute concentration of Mat2A
(and Mat2B) in different cell types under different
physiological conditions to determine if the in vitro rate of
Mat2A is fast enough to maintain the metabolic supply of
SAM. Recently, the RNA binding protein and methyltransfer-
ase METTL16 have been implicated in regulating cellular
Mat2A concentrations in response to the levels of SAM.**™*
When SAM concentrations are high, METTL16, which utilizes
SAM as a substrate, binds and methylates Mat2A mRNA
resulting in intron retention and degradation, which cause a
reduction in the cellular concentrations of the Mat2A protein
and SAM.>” When cellular SAM concentrations are low, the
methylation of Mat2A mRNA by METTLI6 is reduced,
resulting in increased levels of Mat2A mRNA being translated
into the Mat2A protein and an increase in the cellular SAM
concentration.”* ¢ Therefore, METTL16 acts as a SAM
sensor that directly regulates the amount of Mat2A enzyme in
the cell in response to cellular SAM concentrations. Another
possibility is that the in vivo activity of Mat2A is greatly
enhanced by forming complexes with other proteins, macro-
molecules, or metabolites, which is discussed in more detail
below.”!

The most informative inhibition patterns are the competitive
and uncompetitive patterns. When these are observed, there
usually is a preferred order of substrate binding and release of
products. For Mat2A, product inhibition by SAM was
noncompetitive versus ATP at nonsaturating levels of L-Met
but uncompetitive at saturating levels of L-Met (Figure 3).
These results are diagnostic of an ordered steady-state kinetic
mechanism in which ATP is the first substrate to bind and
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Figure 7. (A) Initial velocity pattern of the Mat2A/Mat2B complex using assay 1. ATP was varied (30—500 uM) at several fixed L-Met
concentrations (5—80 uM). Please note that the left and right graphs are representations of the same data, the difference being the substrate that is
plotted on the x axis and the substrate that is held fixed at several levels as indicated. (B) SAM product inhibition of the Mat2A/Mat2B complex.
ATP was varied (30—500 uM) at a fixed saturating concentration of L-Met (600 #M) and at the indicated concentrations of SAM. Symbols show
experimental data, and solid lines show simultaneous fits of all data points to eq 1 in panel A and eq 4 in panel B.
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Figure 8. Mat2A activity is stabilized by Mat2B. (A) Mat2A activity remaining after preincubation of 60 nM Mat2A at 37 °C for 0, 1, 2.5, 5, 15, and
120 min in the absence and presence of 30 nM Mat2B. ATP concentration is 1.25 mM, and L-Met concentration is 200 yM. (B) Dependence of
rate on L-Met concentration using 60 nM Mat2A or 60 nM Mat2A/30 nM Mat2B complex preincubated at 37 °C for 15 min. L-Met was varied (5—
600 uM), and ATP is fixed at 1.25 mM. Symbols show experimental data, and the solid lines represent the best fits to eq 6 in panel A and eq S in

panel B.

Table 4. Mat2A + Mat2B Kinetic Constants after
Preincubation for 15 min at 37 °C“

kinetic constant Mat2A only Mat2A + Mat2B
K,.(1-Met) (uM) 3.5 + 13" 39 +0.1°
ke (571 0.09 + 0.005" 0.32 + 0.006”

“At pH 7.5 and 22 °C. ®Values are average of three independent
experiments; error is the standard deviation.

SAM is the first product released. Competitive product
inhibition patterns allow one to identify the last product to
be released and the first substrate to bind. Inhibition by the
other products of the Mat2A reaction, PP; and P, was
noncompetitive against ATP and L-Met at saturating
concentrations of the co-substrate (Figure S4). The lack of
an observed competitive product inhibition pattern for Mat2A
suggests that the release of products PP; and P; is not strictly
ordered. If product release were strictly ordered, inhibition by
the final product released would be competitive against the first
substrate to bind, as both bind to the same form of Mat2A
(free enzyme).>” Dead-end inhibition experiments with the L-
Met analogue L-cLeu showed competitive inhibition versus L-
Met and uncompetitive inhibition versus ATP, suggesting that
substrate binding is ordered with ATP binding first followed by
L-Met (Figure 4). If substrate binding was random, inhibition
by L-cLeu would be noncompetitive versus ATP.>>*** This

conclusion is supported in the literature by kinetic isotope
effect experiments that measured large and negligible forward
commitment factors for ATP and L- Met respectively,
suggesting that ATP binds first to Mat2A.'® Taken together,
the results of steady-state inhibition kinetics point to an
ordered steady-state mechanism, with ATP binding first
followed by L-Met. Product release is partially ordered, with
SAM released first followed by a random release of products
PP, and P; (Scheme 1).

The equilibrium binding results also support the proposed
ordered steady-state mechanism. Binding of ATP to Mat2A
was observed in the absence of L-Met consistent with the
proposal that ATP binds first (Figure SB). In contrast, binding
of L-Met or L-cLeu to Mat2A was not detected in the absence
of ATP (Figure SA,C); however, binding to L-cLeu was
detected in the presence of ATP (Figure SD). These results
suggest that the 1-Met binding site is either disordered or
inaccessible prior to ATP binding.

This study also sought to address the contradictory reported
effects that Mat2B binding has on Mat2A activity. The role of
Mat2B as a regulator of Mat2A activity arose in part from
studies using crude extracts prepared from superantigen
staphylococcal enterotoxin B (SEB)-stimulated human T
lymphocytes, where Mat2B expression was suppressed, and
mitogen phytohemagglutinin (PHA)-stimulated cells express-
ing both Mat2A and Mat2B. It was found that the K, for L-Met
was around 2- to 3-fold higher and V,,,, was around 2-fold
lower in SEB-stimulated than in PHA-stimulated cells. A 1.5-
fold increase in potency of inhibition by the product SAM was
also reported in cells expressing Mat2B.** It was postulated
that Mat2B is an inhibitory regulator of Mat2A activity that
works by increasing the affinity for the substrate L-Met by
lowering the K., reducing the V,,,,, and increasing the potency
of product inhibition by SAM, the net effect being that Mat2B
binding inhibits Mat2A activity causing a decrease in the
cellular SAM concentration.

More recently, it has been reported that SAM concen-
trations are around 2-fold higher in HS520 cells when Mat2B
expression was knocked down.'” However, elsewhere, it has
been reported that in experiments using crude extracts
prepared from COS-1 cells, expressing Mat2B resulted in a
2-fold increase in native Mat2A specific activity and had no
effect on the K,, for L-Met.”> A 2-fold increase in the potency
of product inhibition by SAM was also reported.”* Without

Scheme 1. The Steady-State Mechanism of Human Mat2A Determined by Initial Velocity Patterns and Binding Assays”

ATP L-Met

E ‘L: E:ATP A—‘ E:ATP:L-Met —— E:SAM:PPPi —> E:SAM:PPi:Pi —Z‘ E:PPi:Pi

“Red arrows denote the chemical steps.
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detailed and rigorous mechanistic studies, it is not possible to
determine if the observed relatively small differences in Mat2A
activity and cellular SAM concentrations in crude cell extracts
prepared from various cell lines are truly due to changes in
Mat2A catalytic activity effected by Mat2B binding or if it
could be explained by other cellular processes resulting from
knocking down Mat2B expression or increased degradation.

Contradictory reports also exist as to the effect of Mat2B on
Mat2A activity in vitro. It has been reported that addition of
Mat2B decreased the K, for L-Met from 14 to 2.5 uM and that
the potency of product inhibition by SAM increased 2-fold,
reducing the ICg, from around 300 to 150 uM.'% The same
study reported that Mat2B inhibited Mat2A in a dose—
response manner, saturating at 50% inhibition.'’ Other groups
have reported that Mat2B has no effect on the K, for L-Met
but that it activates Mat2A activity 3- to 4-fold."”*" These
studies incorporated a preincubation step, in which Mat2A was
incubated for 15 min at 37 °C prior to assays being performed.
Under these conditions, Mat2A is unstable and quickly loses
activity (50% in 2.3 min). In the presence of Mat2B, however,
the enzyme is stable and loses no activity for at least 120 min at
37 °C (Figure 8). Without prior knowledge that Mat2A is
unstable under these conditions, the stabilizing effect of Mat2B
was probably misinterpreted as activation of Mat2A.">*!
Therefore, Mat2B has been reported to be an inhibitor in
some studies but an activator of Mat2A activity in other
studies. The reported effects are relatively small and could be
explained by differences in experimental conditions. The most
consistently reported effect is an approximately 2-fold increase
in the potency of product inhibition by SAM. It is unclear if
this relatively minor change in potency is physiologically
relevant. For example, in human lymphocytes, cellular SAM
concentrations have been reported as 20 uM in resting
lymphocytes and 100 4M in activated lymphocytes.**

Here, we present evidence that Mat2B has no effect on
Mat2A catalytic activity using purified recombinant proteins.
Binding experiments showed that Mat2A binds tightly to
Mat2B with a Ky of 6 = 1 nM and a binding stoichiometry of
2:1 (Mat2A/Mat2B) (Figure 6). The steady-state kinetic
parameters using conditions where all Mat2A is expected to be
in complex with Mat2B were indistinguishable from those of
Mat2A alone (Figure 7 and Table 1). We observed a modest,
1.8-fold increase in the potency of SAM inhibition in the
presence of Mat2B. Overall, these results suggest that despite
Mat2B being a tight binding ligand that stabilizes Mat2A,
binding of Mat2B to Mat2A has no significant effect on the
catalytic activity of Mat2A or inhibition by SAM to be of
physiological relevance. Therefore, if Mat2B expression truly
impacts cellular SAM concentrations, it is likely occurring by
an unknown mechanism and not by directly regulating the
enzymatic activity of Mat2A. Other evidence that supports our
in vitro data include (1) a comparison of the crystal structure of
Mat2A alone with that of the Mat2A/Mat2B complex showing
no significant differences in active site residues and (2) kinetic
isotope effect experiments that showed no difference in the
transition-state structure between Mat2A alone and the
Mat2A/Mat2B complex.'*'**" Furthermore, as discussed
above, cells possess a mechanism for maintaining SAM
homeostasis via the METTL16-mediated methylation of
Mat2A mRNA. Presumably, any regulatory effects caused by
Mat2B binding would be negated by the action of METTLI6.

Structurally, Mat2B closely resembles short-chain dehydro-
genase/reductase (SDR) enzymes with a conserved Rossmann
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fold that bind NADP(H). Mat2B also possesses the conserved
SDR catalytic triad (YxxxKS)," suggesting that Mat2B could
be a pyridine nucleotide dependent enzyme catalyzing an
unknown redox reaction. Overexpression of Mat2B has been
demonstrated to increase DNA synthesis in HuH-7 cells,
whereas reducing Mat2B levels by RNA interference inhibited
DNA synthesis in HepG2 cells.”” Identifying the enzymatic
function of Mat2B is beyond the scope of this study; however,
it is currently being pursued. A second possibility might be to
help keep the Mat2A homodimer intact and, therefore, stable
and active in the cell as suggested by the stability experiments.
Finally, a third possibility is that the role of Mat2B is to localize
Mat2A in specific cellular compartments such as the nucleus
where the bulk of methylation reactions takes place. This is
supported in the literature by reports that Mat2A interacts with
a host of proteins (Mat2B, BAF53a, CHD4, and PARP1) to
act as a co-repressor complex of MafK, localizing Mat2A in the
nucleus and providing SAM for histone methyltransferases.*"**
Mat2A activity could be significantly enhanced when it is part
of these multiprotein complexes. A cellular compartmentaliza-
tion function for Mat2B is further supported by reports that
the Mat2B protein mostly resides in the nucleus of HepG2 and
RKO cells and interacts with a number of nuclear proteins
such as DEAD box polypeptide 1 and pre-mRNA cleavage
factor 1 (CFL,)."”’ Intriguingly, CFI, is also implicated in
regulating SAM homeostasis in concordance with
METTL16.* 1t is hypothesized that METTLI16 acts as a
SAM sensor that facilitates CFI-mediated splicing of Mat2A
mRNA. The differences in SAM concentrations in the cell that
have been reported when Mat2B activity is knocked out could
therefore be caused by its interaction with CFI, which in turn
affects the amount of Mat2A being synthesized via mRNA
splicing. Mat2B is described to interact with human antigen R
(HuR), an mRNA-binding protein that stabilizes the mRNA of
a number of proteins including cyclin D1 and cyclin A, which
are required for cell cycle progression.”> Mat2B is also reported
to form a complex with G-protein-coupled receptor kinase
interacting protein-1 (GIT1) affecting the Ras—Raf—MEK
signaling pathway.**

In summary, Mat2B appears to interact with many nuclear
proteins, potentially affecting many different cellular processes.
Further investigation is needed to properly understand the
cellular regulation of Mat2A, the cellular role of Mat2B, and
the potential ramifications that these factors may have on
cancer therapies.
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B ADDITIONAL NOTE

"The specific activity of the native enzyme purified from
human lymphocytes is reported to be 12,000 U mg™" protein,
where 1 U was defined as 1 nmol SAM product formed h™" at
nearly saturating concentrations of ATP and r-Met. The
12,000 nmol mg~" h™" specific activity corresponds to a k, of
0.15 s~ per Mat2A monomer (MW = 43,748 Da)."”

B REFERENCES

(1) Wang, B.; LaMattina, J. W.; Marshall, S. L.; Booker, S. J.
Capturing Intermediates in the Reaction Catalyzed by NosN, a Class
C Radical S-Adenosylmethionine Methylase Involved in the Biosyn-
thesis of the Nosiheptide Side-Ring System. . Am. Chem. Soc. 2019,
141, 5788-5797.

(2) Knox, H. L;; Chen, P. Y.-T.; Blaszczyk, A. J.; Mukherjee, A,;
Grove, T. L,; Schwalm, E. L.; Wang, B.; Drennan, C. L.; Booker, S. J.
Structural basis for non-radical catalysis by TstM, a radical SAM
methylase. Nat. Chem. Biol. 2021, 17, 485—491.

(3) Broderick, J. B.; Duffus, B. R;; Duschene, K. S.; Shepard, E. M.
Radical S-adenosylmethionine enzymes. Chem. Rev. 2014, 114, 4229—
4317.

(4) Holliday, G. L.; Akiva, E.; Meng, E. C.; Brown, S. D.; Calhoun,
S.; Pieper, U,; Sali, A.; Booker, S. J.; Babbitt, P. C. Atlas of the Radical
SAM Superfamily: Divergent Evolution of Function Using a "Plug
and Play” Domain. Methods Enzymol. 2018, 606, 1-71.

(5) Cantoni, G. L. Biological methylation: selected aspects. Annu.
Rev. Biochem. 1975, 44, 435—451.

(6) Ly, S. C; Mato, J. M. S-adenosylmethionine in liver health,
injury, and cancer. Physiol. Rev. 2012, 92, 1515—1542.

(7) Sanderson, S. M.; Gao, X.; Dai, Z.; Locasale, J. W. Methionine
metabolism in health and cancer: a nexus of diet and precision
medicine. Nat. Rev. Cancer 2019, 19, 625—637.

(8) Cantoni, G. L. S-Adenosylmethionine; a new intermediate
formed enzymatically from L-methionine and adenosinetriphosphate.
J. Biol. Chem. 1953, 204, 403—416.

(9) Mudd, S. H. Activation of methionine for transmethylation. V.
The mechanism of action of the methionine-activating enzyme. J. Biol.
Chem. 1962, 237, PC1372—PC1375.

(10) Quinlan, C. L.; Kaiser, S. E.; Bolanos, B.; Nowlin, D.; Grantner,
R,; Karlicek-Bryant, S.; Feng, J. L.; Jenkinson, S.; Freeman-Cook, K;
Dann, S. G,; Wang, X.; Wells, P. A,; Fantin, V. R,; Stewart, A. E;
Grant, S. K. Targeting S-adenosylmethionine biosynthesis with a
novel allosteric inhibitor of Mat2A. Nat. Chem. Biol. 2017, 13, 785—
792.

(11) Takusagawa, F.; Kamitori, S.; Misaki, S.; Markham, G. D.
Crystal Structure of S-Adenosylmethionine Synthetase. J. Biol. Chem.
1996, 271, 136—147.

(12) Murray, B.; Antonyuk, S. V.; Marina, A.; Ly, S. C.; Mato, J. M.;
Hasnain, S. S.; Rojas, A. L. Crystallography captures catalytic steps in
human methionine adenosyltransferase enzymes. Proc. Natl. Acad. Sci.
U. S. A. 2016, 113, 2104—-2109.

(13) Murray, B.; Antonyuk, S. V.; Marina, A.; Van Liempd, S. M.;
Lu, S. C; Mato, J. M.; Hasnain, S. S.; Rojas, A. L. Structure and
function study of the complex that synthesizes S-adenosylmethionine.
IUCr] 2014, 1, 240—249.

(14) Gonzilez, B.; Pajares, M. A.; Hermoso, J. A,; Guillerm, D.;
Guillerm, G.; Sanz-Aparicio, J. Crystal structures of methionine
adenosyltransferase complexed with substrates and products reveal
the methionine-ATP recognition and give insights into the catalytic
mechanism. J. Mol. Biol. 2003, 331, 407—416.

(15) Komoto, J.; Yamada, T.; Takata, Y.; Markham, G. D,
Takusagawa, F. Crystal structure of the S-adenosylmethionine
synthetase ternary complex: a novel catalytic mechanism of S-

https://doi.org/10.1021/acs.biochem.1c00672
Biochemistry 2021, 60, 3621—-3632


https://pubs.acs.org/doi/suppl/10.1021/acs.biochem.1c00672/suppl_file/bi1c00672_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Luiz+Pedro+Sorio+de+Carvalho"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-2875-4552
https://orcid.org/0000-0003-2875-4552
mailto:Luiz.Carvalho@crick.ac.uk
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Argyrides+Argyrou"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-3141-9122
https://orcid.org/0000-0003-3141-9122
mailto:argyrides.argyrou@astrazeneca.com
mailto:argyrides.argyrou@astrazeneca.com
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jonathan+Bailey"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-4088-8094
https://orcid.org/0000-0003-4088-8094
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Holly+Douglas"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Laura+Masino"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.biochem.1c00672?ref=pdf
https://doi.org/10.1021/jacs.8b13157?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.8b13157?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.8b13157?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1038/s41589-020-00717-y
https://doi.org/10.1038/s41589-020-00717-y
https://doi.org/10.1021/cr4004709?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/bs.mie.2018.06.004
https://doi.org/10.1016/bs.mie.2018.06.004
https://doi.org/10.1016/bs.mie.2018.06.004
https://doi.org/10.1146/annurev.bi.44.070175.002251
https://doi.org/10.1152/physrev.00047.2011
https://doi.org/10.1152/physrev.00047.2011
https://doi.org/10.1038/s41568-019-0187-8
https://doi.org/10.1038/s41568-019-0187-8
https://doi.org/10.1038/s41568-019-0187-8
https://doi.org/10.1016/S0021-9258(18)66148-4
https://doi.org/10.1016/S0021-9258(18)66148-4
https://doi.org/10.1038/nchembio.2384
https://doi.org/10.1038/nchembio.2384
https://doi.org/10.1073/pnas.1510959113
https://doi.org/10.1073/pnas.1510959113
https://doi.org/10.1107/S2052252514012585
https://doi.org/10.1107/S2052252514012585
https://doi.org/10.1016/S0022-2836(03)00728-9
https://doi.org/10.1016/S0022-2836(03)00728-9
https://doi.org/10.1016/S0022-2836(03)00728-9
https://doi.org/10.1016/S0022-2836(03)00728-9
https://doi.org/10.1021/bi035611t?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/bi035611t?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
pubs.acs.org/biochemistry?ref=pdf
https://doi.org/10.1021/acs.biochem.1c00672?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Biochemistry

pubs.acs.org/biochemistry

adenosylmethionine synthesis from ATP and Met. Biochemistry 2004,
43, 1821—-1831.

(16) Firestone, R. S.; Schramm, V. L. The Transition-State Structure
for Human MAT2A from Isotope Effects. J. Am. Chem. Soc. 2017,
139, 13754—13760.

(17) Cantoni, G. L.; Durell, J. Activation of methionine for
transmethylation. II. The methionine-activating enzyme; studies on
the mechanism of the reaction. J. Biol. Chem. 1957, 225, 1033—1048.

(18) Mudd, S. H,; Cantoni, G. L. Activation of methionine for
transmethylation. III. The methionine-activating enzyme of Bakers’
yeast. J. Biol. Chem. 1958, 231, 481—492.

(19) Kotb, M.; Kredich, N. M. S-Adenosylmethionine synthetase
from human lymphocytes. Purification and characterization. J. Biol.
Chem. 19885, 260, 3923—3930.

(20) Kotb, M.; Kredich, N. M. Regulation of human lymphocyte S-
adenosylmethionine synthetase by product inhibition. Biochim.
Biophys. Acta 1990, 1039, 253—260.

(21) Niland, C. N.; Ghosh, A.; Cahill, S. M; Schramm, V. L.
Mechanism and Inhibition of Human Methionine Adenosyltransfer-
ase 2A. Biochemistry 2021, 60, 791—801.

(22) Yang, H,; Ara, A. L; Magilnick, N.; Xia, M.; Ramani, K.; Chen,
H,; Lee, T. D.; Mato, J. M; Lu, S. C. Expression pattern, regulation,
and functions of methionine adenosyltransferase 2 splicing variants
in hepatoma cells. Gastroenterology 2008, 134, 281—291.

(23) Langkamp-Henken, B.; Geller, A. M.; LeGros, H. L., Jr.; Price,
J. O.; De la Rosa, J.; Kotb, M. Characterization of distinct forms of
methionine adenosyltransferase in nucleated, and mature human
erythrocytes and erythroleukemic cells. Biochim. Biophys. Acta 1994,
1201, 397—404.

(24) Kalev, P.; Hyer, M. L.; Gross, S.; Konteatis, Z.; Chen, C. C.;
Fletcher, M.; Lein, M.; Aguado-Fraile, E.; Frank, V.; Barnett, A;
Mandley, E.; Goldford, J.; Chen, Y.; Sellers, K.; Hayes, S.; Lizotte, K,;
Quang, P,; Tuncay, Y.; Clasquin, M.; Peters, R.; Weier, ].; Simone, E.;
Murtie, J.; Liu, W.; Nagaraja, R; Dang, L,; Sui, Z; Biller, S. A;
Travins, J.; Marks, K. M.; Marjon, K. MAT2A Inhibition Blocks the
Growth of MTAP-Deleted Cancer Cells by Reducing PRMTS-
Dependent mRNA Splicing and Inducing DNA Damage. Cancer Cell
2021, 39, 209—224.

(25) Marjon, K; Cameron, M. J; Quang, P,; Clasquin, M. F,;
Mandley, E.; Kunii, K.; McVay, M.; Choe, S.; Kernytsky, A.; Gross, S.;
Konteatis, Z.; Murtie, J.; Blake, M. L.; Travins, J.; Dorsch, M.; Biller,
S. A.; Marks, K. M. MTAP Deletions in Cancer Create Vulnerability
to Targeting of the MAT2A/PRMTS/RIOKI Axis. Cell Rep. 2016,
15, 574—587.

(26) De Fusco, C.; Schimpl, M.; Bérjesson, U.; Cheung, T.; Collie,
L; Evans, L.; Narasimhan, P.; Stubbs, C.; Vazquez-Chantada, M,;
Wagner, D. J; Grondine, M.; Sanders, M. G.; Tentarelli, S,;
Underwood, E.; Argyrou, A,; Smith, J. M.; Lynch, J. T.; Chiarparin,
E.; Robb, G.; Bagal, S. K; Scott, J. S. Fragment-Based Design of a
Potent MAT2a Inhibitor and in Vivo Evaluation in an MTAP Null
Xenograft Model. J. Med. Chem. 2021, 64, 6814—6826.

(27) Konteatis, Z.; Travins, J.; Gross, S.; Marjon, K.; Barnett, A
Mandley, E.; Nicolay, B.; Nagaraja, R.; Chen, Y.; Sun, Y.; Liu, Z; Yu,
J.; Ye, Z,; Jiang, F.; Wei, W,; Fang, C.; Gao, Y.; Kalev, P.; Hyer, M. L,;
DeLaBarre, B.; Jin, L.; Padyana, A. K;; Dang, L.; Murtie, J.; Biller, S.
A.; Sui, Z.; Marks, K. M. Discovery of AG-270, a First-in-Class Oral
MAT2A Inhibitor for the Treatment of Tumors with Homozygous
MTAP Deletion. J. Med. Chem. 2021, 64, 4430—4449.

(28) MAT2A Inhibitors for Treating MTAP Null Cancer. Study of
AG-270 in Participants With Advanced Solid Tumors or Lymphoma
With MTAP Loss, Patent WO 2017/096165 Al.

(29) Webb, M. R. A continuous spectrophotometric assay for
inorganic phosphate and for measuring phosphate release kinetics in
biological systems. Proc. Natl. Acad. Sci. U. S. A. 1992, 89, 4884—4887.

(30) Segel, I. H. Enzyme kinetics : behavior and analysis of rapid
equilibrium and steady-state enzyme systems; Wiley-Interscience: New
York, London, (1975).

(31) Panmanee, J.; Bradley-Clarke, J.; Mato, J. M.; O'Neill, P. M,;
Antonyuk, S. V.; Hasnain, S. S. Control and regulation of S—

3632

Adenosylmethionine biosynthesis by the regulatory # subunit and
quinolone—based compounds. FEBS J. 2019, 286, 2135—2154.

(32) Halim, A. B.; LeGros, L.; Geller, A.; Kotb, M. Expression and
functional interaction of the catalytic and regulatory subunits of
human methionine adenosyltransferase in mammalian cells. J. Biol.
Chem. 1999, 274, 29720—29725.

(33) LeGros, H. L., Jr; Geller, A. M,; Kotb, M. Differential
regulation of methionine adenosyltransferase in superantigen and
mitogen stimulated human T lymphocytes. J. Biol. Chem. 1997, 272,
16040—16047.

(34) Pendleton, K. E.; Chen, B; Liu, K,; Hunter, O. V.; Xie, Y.; Tu,
B. P; Conrad, N. K. The U6 snRNA m6A Methyltransferase
METTLI16 Regulates SAM Synthetase Intron Retention. Cell 2017,
169, 824—83S.e14.

(35) Satterwhite, E. R;; Mansfield, K. D. RNA methyltransferase
METTLI16: Targets and function. Wiley Interdiscip. Rev.: RNA 2021,
el681.

(36) Scarborough, A. M.; Flaherty, J. N.; Hunter, O. V,; Liu, K;
Kumar, A,; Xing, C.; Tu, B. P.,; Conrad, N. K. SAM homeostasis is
regulated by CFIm-mediated splicing of MAT2A. Elife 2021, 10,
No. e64930.

(37) Doxtader, K. A; Wang, P.; Scarborough, A. M; Seo, D.;
Conrad, N. K;; Nam, Y. Structural Basis for Regulation of METTL16,
an S-Adenosylmethionine Homeostasis Factor. Mol. Cell 2018, 71,
1001—1011.e4.

(38) Cook, P. F.; Cleland, W. W. Enzyme Kinetics and Mechanism;
Garland Science Publishing: New York, (2007).

(39) Copeland, R. A. Evaluation of enzyme inhibitors in drug discovery
: a guide for medicinal chemists and pharmacologists; John Wiley:
Hoboken, N.J.. Chichester, (2005).

(40) Shafqat, N.; Muniz, J. R. C.; Pilka, E. S.; Papagrigoriou, E.; von
Delft, F.; Oppermann, U.; Yue, W. W. Insight into S-adenosylme-
thionine biosynthesis from the crystal structures of the human
methionine adenosyltransferase catalytic and regulatory subunits.
Biochem. J. 2013, 452, 27—36.

(41) Katoh, Y.; Ikura, T.; Hoshikawa, Y.; Tashiro, S.; Ito, T.; Ohta,
M.; Kera, Y.; Noda, T.; Igarashi, K. Methionine adenosyltransferase II
serves as a transcriptional corepressor of Maf oncoprotein. Mol. Cell
2011, 41, 554—566.

(42) Kera, Y.; Katoh, Y.; Ohta, M.; Matsumoto, M.; Takano-
Yamamoto, T.; Igarashi, K. Methionine adenosyltransferase II-
dependent histone H3K9 methylation at the COX-2 gene locus. J.
Biol. Chem. 2013, 288, 13592—13601.

(43) Xia, M.; Chen, Y.; Wang, L.-C.; Zandj, E.; Yang, H.; Bemanian,
S.; Martinez-Chantar, M. L.; Mato, J. M.; Ly, S. C. Novel function and
intracellular localization of methionine adenosyltransferase 2/ splicing
variants. J. Biol. Chem. 2010, 285, 20015—20021.

(44) Peng, H,; Li, T. W. H; Yang, H.; Moyer, M. P.; Mato, J. M.; Lu,
S. C. Methionine adenosyltransferase 2B-GIT1 complex serves as a
scaffold to regulate Ras/Raf/MEK1/2 activity in human liver and
colon cancer cells. Am. J. Pathol. 20185, 185, 1135—1144.

https://doi.org/10.1021/acs.biochem.1c00672
Biochemistry 2021, 60, 3621—-3632


https://doi.org/10.1021/bi035611t?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.7b05803?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.7b05803?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/S0021-9258(18)64899-9
https://doi.org/10.1016/S0021-9258(18)64899-9
https://doi.org/10.1016/S0021-9258(18)64899-9
https://doi.org/10.1016/S0021-9258(19)77322-0
https://doi.org/10.1016/S0021-9258(19)77322-0
https://doi.org/10.1016/S0021-9258(19)77322-0
https://doi.org/10.1016/S0021-9258(18)89210-9
https://doi.org/10.1016/S0021-9258(18)89210-9
https://doi.org/10.1016/0167-4838(90)90193-J
https://doi.org/10.1016/0167-4838(90)90193-J
https://doi.org/10.1021/acs.biochem.0c00998?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.biochem.0c00998?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1053/j.gastro.2007.10.027
https://doi.org/10.1053/j.gastro.2007.10.027
https://doi.org/10.1053/j.gastro.2007.10.027
https://doi.org/10.1016/0304-4165(94)90068-X
https://doi.org/10.1016/0304-4165(94)90068-X
https://doi.org/10.1016/0304-4165(94)90068-X
https://doi.org/10.1016/j.ccell.2020.12.010
https://doi.org/10.1016/j.ccell.2020.12.010
https://doi.org/10.1016/j.ccell.2020.12.010
https://doi.org/10.1016/j.celrep.2016.03.043
https://doi.org/10.1016/j.celrep.2016.03.043
https://doi.org/10.1021/acs.jmedchem.1c00067?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.1c00067?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.1c00067?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.0c01895?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.0c01895?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.0c01895?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1073/pnas.89.11.4884
https://doi.org/10.1073/pnas.89.11.4884
https://doi.org/10.1073/pnas.89.11.4884
https://doi.org/10.1111/febs.14790
https://doi.org/10.1111/febs.14790
https://doi.org/10.1111/febs.14790
https://doi.org/10.1074/jbc.274.42.29720
https://doi.org/10.1074/jbc.274.42.29720
https://doi.org/10.1074/jbc.274.42.29720
https://doi.org/10.1074/jbc.272.25.16040
https://doi.org/10.1074/jbc.272.25.16040
https://doi.org/10.1074/jbc.272.25.16040
https://doi.org/10.1016/j.cell.2017.05.003
https://doi.org/10.1016/j.cell.2017.05.003
https://doi.org/10.1002/wrna.1681
https://doi.org/10.1002/wrna.1681
https://doi.org/10.7554/eLife.64930
https://doi.org/10.7554/eLife.64930
https://doi.org/10.1016/j.molcel.2018.07.025
https://doi.org/10.1016/j.molcel.2018.07.025
https://doi.org/10.1042/BJ20121580
https://doi.org/10.1042/BJ20121580
https://doi.org/10.1042/BJ20121580
https://doi.org/10.1016/j.molcel.2011.02.018
https://doi.org/10.1016/j.molcel.2011.02.018
https://doi.org/10.1074/jbc.M112.429738
https://doi.org/10.1074/jbc.M112.429738
https://doi.org/10.1074/jbc.M109.094821
https://doi.org/10.1074/jbc.M109.094821
https://doi.org/10.1074/jbc.M109.094821
https://doi.org/10.1016/j.ajpath.2014.12.016
https://doi.org/10.1016/j.ajpath.2014.12.016
https://doi.org/10.1016/j.ajpath.2014.12.016
pubs.acs.org/biochemistry?ref=pdf
https://doi.org/10.1021/acs.biochem.1c00672?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

