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Background: Reductive carboxylation by isocitrate dehydrogenase (IDH) is required for hypoxic growth, and IDH muta-
tions are associated with cancer.
Results: Reductive carboxylation by IDH is inhibited by NADP� and isocitrate and inactivated by cancer-associatedmutations.
Conclusion: Cancer-associated IDH mutations inactivate reductive carboxylation.
Significance: IDH mutations may reduce the capacity of cells to produce acetyl-CoA via reductive carboxylation.

Isocitrate dehydrogenase (IDH) is a reversible enzyme that
catalyzes the NADP�-dependent oxidative decarboxylation of
isocitrate (ICT) to �-ketoglutarate (�KG) and the NADPH/
CO2-dependent reductive carboxylation of �KG to ICT. Reduc-
tive carboxylation by IDH1 was potently inhibited by NADP�

and, to a lesser extent, by ICT. IDH1 and IDH2 with cancer-
associated mutations at the active site arginines were unable to
carry out the reductive carboxylation of �KG. These mutants
were also defective in ICT decarboxylation and converted �KG
to 2-hydroxyglutarate using NADPH. These mutant proteins
were thus defective in both of the normal reactions of IDH. Bio-
chemical analysis of heterodimers between wild-type and
mutant IDH1 subunits showed that the mutant subunit did not
inactivate reductive carboxylation by the wild-type subunit.
Cells expressing the mutant IDH are thus deficient in their
capacity for reductive carboxylation and may be compromised
in their ability to produce acetyl-CoA under hypoxia or when
mitochondrial function is otherwise impaired.

Cytosolic acetyl-CoA is required to support fatty acid and
cholesterol biosynthesis, among other metabolic functions. A
major source for acetyl-CoA is glucose-derived pyruvate, which
enters the mitochondria and is decarboxylated to acetyl-CoA
by pyruvate dehydrogenase and condensed with oxaloacetate
by citrate synthase. Citrate exits the mitochondria and is
cleaved to acetyl-CoA and oxaloacetate by cytosolic ATP:ci-
trate lyase. However, there is another route to cytosolic citrate
and acetyl-CoA known as the reductive carboxylation pathway.
In 1948, Ochoa (1) noted the ability of heart extracts to incor-
porate CO2 into tricarboxylic acids, and subsequent experi-
ments with specifically labeled precursors showed that the
reductive carboxylation of �KG2 by IDH was responsible for

the fixation of CO2 into tricarboxylic acids (2). IDH1 and IDH2
are closely related homodimers, with the significant difference
being that IDH1 is cytosolic and IDH2 is mitochondrial. IDH3
is a mitochondrial heterotrimer that uses NAD� and has an
irreversible function in the tricarboxylic acid cycle (3). Cytoso-
lic IDH1 biochemistry has been studied in some detail. The
enzyme has a randomorder of substrate addition (4, 5) and uses
CO2 (not bicarbonate) in the reductive carboxylation reaction
(6). Glutamine is thought to make amajor contribution to lipo-
genic acetyl-CoA in brown adipocytes (7, 8). Despite the recog-
nition of the reductive carboxylation pathway in metabolic
research, this lipogenic pathway is often overlooked. One rea-
son is that cultured cells grown in 21%O2 and 5% CO2 produce
citrate almost exclusively from the condensation of oxaloace-
tate derived from glutamine and acetyl-CoA from glucose (9).
However, a recent series of studies demonstrated that the IDH-
dependent reductive carboxylation pathway is essential for cit-
rate synthesis under hypoxic conditions (0.5–1% O2) or when
the mitochondrial electron transport chain is damaged (10–
12). Thus, reductive carboxylation by IDH contributes to
acetyl-CoA synthesis in normal physiological settings and is
essential for lipogenesis when mitochondrial function is
compromised.
Interest in IDH biochemistry increased when mutations in

one of the two homodimeric IDHs were associated with several
subtypes of cancer, including gliomas and leukemias (13–16).
The IDH forward reaction, isocitrate decarboxylation, is inac-
tivated by the common cancer-associatedmutations that occur
at Arg-132 of IDH1 or the analogous Arg-172 of IDH2 (17–21).
Instead, these mutant IDHs produce 2HG from NADPH and
�KG. This neomorphic activity leads to the accumulation of
2HG, which acts as an inhibitor of �KG-dependent enzymes,
which in turn alters cell physiology by impacting the extent of
protein and nucleic acid methylation (22, 23). However, the
ability of the mutant IDHs to carry out the NADPH-dependent
reductive carboxylation of �KG has not been investigated
because the reverse reaction cannot be detected in assays lack-
ing CO2 and pH �7. This study shows that product inhibition,
primarily by NADP� and secondarily by ICT, regulates IDH-
dependent reductive carboxylation. The predominant cancer-
associated IDH mutations inactivate both the forward and
reverse reactions of IDH, leaving only the neomorphic activity
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producing 2HG from �KG. These properties are consistent
with a high cellular reducing environment coupled with low
mitochondrial production of citrate as prerequisites activating
flux through reductive carboxylation. The expression ofmutant
IDH enzymes would potentially diminish the capacity of the
cell to carry out reductivemetabolism and copewith hypoxia or
mitochondrial damage.

EXPERIMENTAL PROCEDURES

Plasmid Construction and Mutagenesis—Codon-optimized
sequences for high protein expression in Escherichia coli
(GeneArt) were obtained for full-length human IDH1 (NCBI
reference sequence NM_005896) and a truncated version of
human IDH2 (NCBI reference sequence NM_002168) lacking
the first 39 amino acids. These IDH1 and IDH2 sequences were
cloned between the NdeI and BamHI restriction sites of pET-
28b(�), generating constructs pCS59 and pCS68, respectively.
pCS59 was mutagenized to obtain IDH1 mutants V71I, G97D,
G123R, R132S, andR132H,whereas pCS68wasmutagenized to
obtain IDH2 mutants R140Q and R172K. All enzymes
expressed from the respective pET-28b-derived constructs
contained an N-terminal hexahistidine tag. IDH1(R132H) was
subcloned into pET-51b(�) for expression as a Strep-tag�
fusion protein (pCS67). The IDH1WT/R132H heterodimer was
expressed from BL21(DE3) cells transformed with both pCS59
and pCS67 and grown in double selective medium.
Protein Expression and Purification—Enzymes were

expressed in BL21(DE3) cells for 18–20 h at 16 °C following
induction with 1 mM isopropyl �-D-thiogalactopyranoside.
Lysates were purified using standard nondenaturing nickel-ni-
trilotriacetic acid column chromatography. To purify the
IDH1WT/R132H heterodimer, after elution from nickel-nitrilo-
triacetic acid, the protein was purified on a Strep-Tactin Super-
flow Plus column. Purified proteins were dialyzed overnight
against 20 mM Tris-HCl (pH 7.5), 200 mM NaCl, 5 mM �-mer-
captoethanol, and 10% glycerol. Glycerol was added to 50% to
all of the purified proteins for storage at �20 °C. All enzymes
were used within 2 weeks of isolation to minimize activity loss
and allow batch-to-batch comparisons.
Spectrofluorometric IDH Assay—The forward reaction was

measured with 10 �g of enzyme in a total volume of 200 �l
containing 20mMbis-Tris (pH 6.0), 20mMMgCl2, 400�M ICT,
and 20 �M �-NADP�. The reverse reaction used 10 �g of pro-
tein in a volume of 200 �l containing 20 mM bis-Tris (pH 6.0),
20mMMgCl2, 1mM �KG, 35mMNaHCO3 (pH6.0) and 160�M

�-NADPH. Reaction rates weremonitoredwith a FluoroMax-4
fluorometer. The excitationwavelengthwas 340nm (2-nmslit),
and the emission was at 460 nm (5-nm slit). Changes in fluores-
cence were recorded at 25 °C for 400 s starting from the addi-
tion of the enzyme. Fluorescence units were converted to pico-
moles of NADPH using a calibration curve. The slow non-
enzymatic rate of NADPH oxidation was subtracted from the
rates.
Chromatography-based IDHAssay—Reactionmixtures con-

tained 20 mM bis-Tris (pH 6.0), 20 mM MgCl2, 1 mM

[1-14C]�KG (2.5 Ci/mol), 35 mM NaHCO3 (pH 6.0), 500 �M

�-NADPH, 0.2 mM DTT, 200 mM Glc-6-P, 0.1 unit of Glc-6-P
dehydrogenase, and 1 �g of IDH in a 20-�l volume. Incubation

was at 25 °C for 20 min, and the reaction was stopped with 1 �l
of formic acid. The reaction mixture (5 �l) was spotted onto a
PEI-cellulose plate developed with ethyl ether/formic acid/wa-
ter (70:20:10, v/v/v). The radioactive products were quantified
using a Typhoon PhosphorImager.

RESULTS

Biochemical Regulation of IDH1 Reductive Carboxylation—
The reductive carboxylation (“reverse reaction”) of IDH1 was
studiedby following theoxidationofNADPHspectrofluorometri-
cally,whichwasdependenton thepresenceofboth�KGandCO2.
The CO2 source was provided by dissolving 35mM sodium bicar-
bonate inpH6.0buffer.TheapparentKm forbicarbonatewas18�
1.2 mM (data not shown). The CO2 Km in these experiments was
calculated based on the established pH-dependent equilibrium
betweenbicarbonate andCO2 (6).This equationcomputes theKm
forCO2as12.6�1.7mMatpH6.0.Reductivecarboxylationassays
cannot be performed at pH 7.5 because the concentration of CO2
is low regardless of the bicarbonate concentration. This explains
why others have overlooked the reverse reaction when analyzing
IDH and its mutant derivatives (17–20). IDH1 catalyzed a linear
rate of reductive carboxylation that did not continue past�3min
(Fig. 1A). The apparentKm for�KGwas1.4�0.2mM, and that for

FIGURE 1. Regulation of IDH1 reductive carboxylation by NADP�. Reac-
tion rates were determined by following the decrease in NADPH fluorescence
as a function of time as described under “Experimental Procedures.” A, the
time course for the carboxylation of �KG by IDH1 was linear for only the first
few minutes of the assay. Initial rates were calculated from the data in the first
3 min of the reaction. B, inhibition of IDH1 reductive carboxylation of �KG by
NADP� using the spectrofluorometric assay. C, inhibition of IDH1 reductive
carboxylation by ICT using the spectrofluorometric assay. The IDH1 specific
activity (100% activity) in these experiments was 142 pmol/min/mg, and data
points were obtained in triplicate.
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NADPHwas 35� 10�M.The reaction rate slowed and eventually
reached equilibrium under these experimental conditions when
theamountofNADP� (and ICT)product reached�20�M.These
data suggested that the products were potentially negative regula-
tors of the reverse reaction. The titration ofNADP� into the assay
potently inhibited reductive carboxylation, with an apparentKi of
7.6� 1.6 �M (Fig. 1B). ICT also inhibited �KG carboxylation, but
was not as potent as NADP� (Fig. 1C). The apparent Ki for ICT
was 110� 28�M. The forward reaction of IDH1was linear for up
to 30 min and proceeded until �90% of the ICT was consumed
(datanot shown).TheapparentKm values for the forward reaction
were9.8�2.4�MforNADP�and43�17�Mfor ICT.Thekinetic
parameters were on the same order as the metabolite concentra-
tions in tissues: �KG, 0.07–3.5 mM; NADPH, 0.12–1.5 mM;
NADP�, 20–200 �M; ICT, �30 �M; and citrate 70–400 �M (24,
25).Thesedata illustrated thatNADP� and, to a lesser extent, ICT
were product inhibitors of IDH1 reductive carboxylation; how-
ever, neither NADPH nor �KGwas a potent product inhibitor of
ICTdecarboxylation.This is due to the fact that IDH1has ahigher
affinity forNADP� and ICTthan forNADPHand�KG.However,
the ability of NADP� to convert IDH1 into an inactive conforma-
tion that can be released only by ICT (26, 27) also contributes to
the potent regulationof IDH1byNADP�. These data suggest that
reverse flow through IDH1 is promoted by an intracellular reduc-
ing environment (high NAD(P)H/NAD(P)� ratio) and low pro-
duction of citrate by themitochondria.
Cancer-associated IDH1/IDH2Mutant Proteins Cannot Cat-

alyze Reductive Carboxylation—We used the IDH1(R132H)
mutant as a model because mutations at Arg-132 are the most
common IDH1 alterations associated with cancers (13). IDH1
and IDH2mutations associated with cancers are known to pro-
duce 2HG from �KG and NADPH (17, 18). Measuring the
reductive carboxylation rate spectrofluorometrically by follow-
ing NADPH consumption cannot distinguish between ICT or
2HG formation. A radiochemical/chromatographic assay using
[14C]�KG was developed to simultaneously measure these two
products. The radiochemical assay was less sensitive than the
spectrofluorometric assay, and more product formation was
required to obtain a signal above background due to the low
specific activity of 1mM [14C]�KG. This practical issue resulted
in rates of product formation that were at the lower level of
[14C]�KG detection before the reaction ceased due to NADP�

accumulation (Fig. 1A). After an initial burst of [14C]ICT for-
mation, the amount of the product in the assay actually
decreased with time (Fig. 2A). This problem with the reductive
carboxylation reaction was eliminated by employing Glc-6-P
dehydrogenase as a NADPH-regenerating system to prevent
the stringent inhibition of reductive carboxylation by NADP�.
The radiochemical assay with the NADPH-regenerating sys-
tem increased the linearity and extent of IDH1 reductive car-
boxylation (Fig. 2A). The level of Glc-6-P dehydrogenase
required to sustain reductive carboxylation was determined
experimentally because the commercial enzyme preparation
could convert �KG to 2HG in the absence of IDH1 (data not
shown). The extent of the reductive carboxylation reaction was
limited only by the accumulation of ICT in the radiochemical
assay, resulting in an increase in the amount of product forma-
tion (Fig. 2A). This assay was used to compare the reductive

carboxylation activities of IDH1, IDH1(R132H) homodimers,
and IDH1WT/R132H heterodimers (Fig. 2B). IDH1 produced
only ICT from �KG, whereas the mutant IDH1(R132H)
homodimers produced only 2HG. These data showed that
mutation at Arg-132 inactivated the reverse reaction of IDH1.
These single point assays were corroborated by comparing the
rates of ICT and 2HG formation by IDH1 and IDH1(R132H)
(Fig. 3). IDH1 made only ICT and exhibited an average specific
activity of 148 � 32 pmol/min/�g, whereas IDH1(R132H)
homodimers made only 2HG and exhibited an average specific
activity of 102 � 6 pmol/min/�g. We confirmed that
IDH1(R132H) was also defective in the forward NADP�-de-
pendent decarboxylation of ICT (data not shown) as reported
previously (17–20). Thus, the mutation at the active site Arg-
132 inactivates both the forward and reverse reactions of IDH1
and promotes the neomorphic activity of 2HG production.
Reductive Carboxylation inWild-type/Mutant Heterodimers—

In all cases, cancer-associated IDH mutations occur in only one
allele (13). Therefore, heterodimers between wild-type and
mutant subunits arepredicted tocompose50%of the IDHenzyme
in these tumors. The initial characterization of wild-type/mutant
heterodimers concluded that themutant subunit had adominant-
negative effect on the wild-type subunit (21). Subsequent work
concluded that eachhalf of theheterodimerwas functionally inde-
pendent in the forward reaction (19). The IDH1WT/R132H het-
erodimer produced both ICT and 2HG (Fig. 2B). IDH1WT/R132H

heterodimers produced ICT at an average specific activity of 70�
22 pmol/min/�g and 2HG at an average specific activity of 27� 2
pmol/min/�g (Fig. 3, A and B). ICT formation by IDH1WT/R132H

heterodimers exhibited biphasic inhibition by NADP� using the
spectrofluorometric assay (Fig. 4A). A portion of NADPH utiliza-
tion was blocked by low concentrations of NADP� as stringently
as in the wild-type enzyme (Fig. 1B); however, there remained a
proportion of the NADPH oxidation that was refractory to

FIGURE 2. Reductive formation of ICT and 2HG by wild-type and mutant
IDH1 proteins. A, comparison of the radiochemical ([14C]�KG conversion to
ICT and 2HG) assay for IDH1 in the presence and absence of a Glc-6-P dehy-
drogenase (G6P DH) NADPH-regenerating system. B, analysis of the products
formed by IDH1 homodimers (WT/WT), IDH1WT/R132H heterodimers (WT/
R132H), and IDH1(R132H) homodimers (R132H/R132H) using the radiochem-
ical assay with the NADPH-regenerating system to simultaneously detect
[14C]ICT and [14C]2HG by thin-layer chromatography as described under
“Experimental Procedures.”
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NADP� regulation that corresponded to the production of 2HG
by themutantmonomer.This conclusionwascorroboratedby the
observation that IDH1(R132H) homodimers were insensitive to
NADP� inhibition (Fig. 4A). Likewise, ICT also inhibited
IDH1WT/R132H NADPH oxidation, but there also remained a sig-
nificant rateof oxidation thatwas refractory to ICT inhibition (Fig.
4B). The IDH1(R132H) homodimers were insensitive to the pres-
ence of ICT.The fact that themaximal inhibition ofNADPHcon-
sumption by NADP� in the IDH1WT/R132H heterodimers was
greater than the maximal ICT inhibition was consistent with
NADP� binding converting IDH1 to an open inactive conforma-
tion that is overcomeonly by ICT (26, 27). ICTwas initially absent
in theNADP� titration in Fig. 4A, but ICTwas continuously pres-
ent in the titration in Fig. 4B. We next explored the regulation of
IDH1by theneomorphic product 2HG. 2HGhad aminimal effect
on reductive carboxylation by IDH1 (Fig. 4C). In contrast, 2HG
blocked NADPH utilization by IDH1(R132H) homodimers, with
an apparent Ki of 1.2 � 0.3 mM. The addition of 2HG to the
IDH1WT/R132H reaction blocked 50%of theNADPHoxidation. In
the radiochemical assay of IDH1WT/R132H, 2HG blocked the for-
mation of radiolabeled 2HG but did not inhibit the formation of
ICT (data not shown). These data were consistent with themodel
in which 2HG inhibited themutant monomer and did not inhibit
the wild-type subunit. Thus, the two IDH1 subunits in the
IDH1WT/R132H heterodimer were both operational.

Themost prevalentmutations occur at Arg-132 in IDH1 and
the equivalent Arg-172 in IDH2, and the substitution of these
amino acids inactivates the forward reaction and leads to the
formation of 2HG in the presence of NADPH (17, 18). Both the
IDH1(R132S) and IDH1(R132H) mutants were defective in
reductive carboxylation and produced copious amounts of
2HG (Fig. 3C). The properties of the mutant enzymes corre-
lated with the absence of an active site arginine rather than the
specific type of amino acid substituted for the arginine. Large-
scale sequencing efforts have identified other IDH1 mutations
that occur infrequently in gliomas and leukemias compared
withmutations at Arg-132 (13). IDH1(V71I) and IDH1(G123R)
were as active as IDH1 in reductive carboxylation and did not
produce 2HG (Fig. 3C). The IDH1(G97D)mutant was deficient
in reductive carboxylation and produced a small amount of
2HG compared with the IDH1(R132H) mutant. IDH2 proteins
expressed poorly and were obtained in much lower yields than
IDH1. IDH2 also carried out robust reductive carboxylation
under the same assay conditions used for IDH1, with a specific
activity that averaged 136 � 15 pmol/min/�g. Cancer-associ-
ated IDH2mutations at the active site arginines (IDH2(R172K)
and IDH2(R140Q)) were also defective in reductive carboxyla-
tion in addition to producing 2HG (data not shown), as others

FIGURE 3. Production of ICT and 2HG by wild-type and mutant IDH1 pro-
teins. A, representative time course for the formation of ICT by IDH1
homodimers (WT/WT; ●), IDH1(R132H) homodimers (R132H/R132H; E), and
IDH1WT/R132H heterodimers (WT/R132H; f). Reaction rates slowed with time
due to product inhibition by ICT. B, representative time course for the forma-
tion of 2HG by the three types of IDH1 proteins. C, the IDH1 specific activities
for individual IDH1 proteins was determined in at least two different lots of
individually purified proteins using the radiochemical assay to detect both
[14C]ICT and [14C]2HG formation.

FIGURE 4. NADP�, ICT, and 2HG regulation of IDH1 and IDH1(R132H). A,
NADP� inhibition of NADPH oxidation by IDH1(R132H) homodimers (R132H/
R132H; E) and IDH1WT/R132H heterodimers (WT/R132H; f). B, ICT regulation of
NADPH oxidation by IDH1(R132H) homodimers (E) and IDH1WT/R132H het-
erodimers (f). C, 2HG inhibition of NADPH oxidation by IDH1 homodimers
(WT/WT; ●), IDH1(R132H) homodimers (E), and IDH1WT/R132H heterodimers
(f). The spectrofluorometric assay following �KG-dependent NADPH oxida-
tion was used in these experiments. Means � S.E. of triplicate measurements
are plotted.
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have reported (16, 18). These results were consistent with the
high degree of structural similarity between IDH1 and IDH2
(26, 28). Thus, the frequently encountered mutations at the
active site arginines inactivated both the forward and reverse
IDH reactions and transformed the monomer subunit into an
�KG reductase that generated only 2HG. Infrequentmutations
at other sites did not fit this paradigm, and their catalytic prop-
erties cannot be predicted.

DISCUSSION

A key finding of this work is that the commonly foundmuta-
tions at the active site Arg-132, recently associated with several
subsets of cancers, inactivate the IDH1 reverse reaction
(NADPH/CO2-dependent �KG carboxylation), in addition to
blocking the forward reaction (NADP�-dependent ICT decar-
boxylation) (17). IDH2 is also active in reductive carboxylation,
and mutations at either of the two active site arginines inactive
the reverse reaction and transform the enzyme into a producer
of 2HG. The inactivation of reductive carboxylation has impor-
tant implications for understanding the contribution ofmutant
IDH to metabolism. The experiments with the IDH1WT/R132H

heterodimers showed that the mutant subunit does not inacti-
vate the normal reactions carried out by the wild-type subunit;
thus, the net effect of expressing one mutant IDH allele is to
reduce the overall capacity of the cell to carry out reductive
carboxylation by about half. In addition, the �KG carbon des-
tined for citrate is instead converted to 2HG, which reduces
�KG levels (29). This may have little effect on lipogenesis in
cells grown with abundant glutamine in high O2 concentra-
tions, but the ability to produce acetyl-CoA when mitochon-
drial function is compromised or under hypoxic conditions
may be diminished by the inactivation of 50%of the cell’s capac-
ity to carry out reductive carboxylation. Thesemetabolic issues
may contribute to the reduced aggressiveness of glioma cell
lines expressing IDH1(R132H) mutations (30). However, our
biochemical studies, coupled with knockdown studies in cul-
tured cells (12), show that both IDH1 and IDH2 function inter-
changeably supports reductive carboxylation. This conclusion
is not surprising considering the high degree of sequence and
structural similarity between IDH1 (26) and IDH2 (28). There-
fore, a general conclusion about the effect ofmutations in IDH1
or IDH2 on reductive metabolism is difficult because the effect
depends on both the remaining wild-type enzyme activity and
the expression level of the other isoform in a particular cell line.
The inactivation of both the forward and reverse reactions of
IDH by the recurrent cancer-associatedmutations in the active
site arginines is consistent with the idea that 2HG formation by
mutant IDH is an important event that alters cell physiology
(22, 23).
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