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Abstract Biotin synthase catalyses the last step of the
biosynthesis of biotin in microorganisms and plants. The active
protein isolated from Bacillus sphaericus and Escherichia coli
contains an iron-sulphur (FeS) cluster. The native enzymes were
depleted of their iron and inorganic sulphide and the resulting
apoenzymes were chemically reconstituted with FeCl3 and
Na2[34S] to give labelled (Fe34S) enzymes. These enzymes were
functional and when assayed in vitro produced labelled biotin
containing about 65% of 34S. These data strongly support the
hypothesis that the sulphur of biotin is derived from the (FeS)
centre of the enzyme.
z 1998 Federation of European Biochemical Societies.
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1. Introduction

Biotin synthase catalyses the ¢nal step of the biotin biosyn-
thetic pathway which involves the insertion of a sulphur atom
into dethiobiotin (DTB), an unusual and fascinating reaction.

Detailed investigation of the catalytic mechanism of the
Escherichia coli and Bacillus sphaericus enzymes has been pos-
sible only since the past few years with the availability of an
active in vitro system, which has an absolute requirement for
S-adenosylmethionine (AdoMet) and a reducing system [1,2].
The enzymes from both strains have been puri¢ed and shown
to contain an (FeS) cluster [3^5]. In E. coli, the proteins in-
volved in electron transport from NADPH have been identi-
¢ed as £avodoxin [6] and £avodoxin reductase [7,8]. In B.
sphaericus, the corresponding oxido-reduction enzymes are
still unknown and photoreduced deaza£avin [9,10], which
acts as an arti¢cial one-electron donor, is used as a substitute

[4]. Both systems are not very e¤cient and in our experiments,
biotin is produced in a substoichiometric amount with respect
to biotin synthase [4,11]. Other unidenti¢ed factors seem to be
missing for a fully optimised catalytic in vitro assay. These
systems are, however, functional and enable mechanistic stud-
ies to be performed.

We have already demonstrated, using cell-free extracts of B.
sphaericus, that though AdoMet was absolutely necessary for
biotin synthase activity, it was not the sulphur donor [2]. This
led us to postulate that biotin synthase could belong to a
family of enzymes such as pyruvate formate lyase (PFL) [9],
anaerobic ribonucleotide reductase (ARNR) [12] and lysine
2,3-aminomutase (LAM) [13] which use AdoMet as a source
of deoxyadenosyl radical (Ado-CH2

c), produced by monoelec-
tronic reductive cleavage of the sulphonium moiety. We pro-
posed as a working hypothesis the mechanism depicted in
Scheme 11, which is supported by several experimental argu-
ments [2,11,14,15].

However, the nature of the ¢nal sulphur donor which ac-
cording to this mechanism should be able to provide a radical
sulphur species was not identi¢ed. In our early in vitro experi-
ments with a crude cell-free system of B. sphaericus, we
showed that the sulphur of [35S]cysteine was incorporated
into biotin, although only to a small extent, the speci¢c activ-
ity of [35S]biotin being about 4^5% that of [35S]cysteine [2]. In
contrast, with a well-de¢ned assay mixture consisting of pure
biotin synthase, DTB, AdoMet, DTT and photoreduced dea-
za£avin (assay 1), we later found that addition of cysteine did
not a¡ect the production of biotin and that no labelled biotin
was produced in the presence of [35S]cysteine [4]. The weak
incorporation observed with the crude cell-free system of B.
sphaericus was probably due to the ine¤cient transformation
of cysteine into the actual sulphur source.

We proposed [4] three possibilities for the sulphur source:

1. the (FeS) centre of the protein
2. a sulphur species covalently bound to the protein, for

instance of a sulphane type [16]
3. DTT present in large amounts in our in vitro system.

In this paper, we present strong experimental arguments in
favour of the ¢rst hypothesis.

2. Materials and methods

2.1. Materials
Details on bacterial strains and plasmids, growth conditions, prep-

aration of cell-free extracts, puri¢cation and characterisation of the

FEBS 21215 30-11-98

0014-5793/98/$19.00 ß 1998 Federation of European Biochemical Societies. All rights reserved.
PII: S 0 0 1 4 - 5 7 9 3 ( 9 8 ) 0 1 4 6 4 - 1

*Corresponding author. Fax: (33) (1) 44 27 71 50.
E-mail: marquet@ccr.jussieu.fr

Abbreviations: (FeS), iron-sulphur cluster ; AdoMet, S-adenosyl-
methionine; DTT, dithiothreitol ; DTB, dethiobiotin; Ado-CH2

c,
deoxyadenosyl radical ; PFL, pyruvate formate lyase ; ARNR,
anaerobic ribonucleotide reductase; LAM, lysine 2,3-aminomutase
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di¡erent enzymes have been described earlier [2,3,8,17,18]. All chem-
icals were purchased either from Sigma, Acros or Aldrich.

2.2. Analytical methods
Protein concentration was measured by the method of Bradford

using bovine serum albumin as a standard [19]. Iron was assayed by
the method of Fish [20] and inorganic sulphide was quanti¢ed spec-
trophotometrically as described by Beinert [21].

2.3. Assay of biotin synthase of B. sphaericus (assay 1) [4]
The reaction mixture in a ¢nal volume of 100 Wl contained 50 WM

biotin synthase, 50 WM (+)DTB, 0.1 mM AdoMet and 5 mM DTT in
100 mM Tris-HCl bu¡er pH 8.0. The mixture was allowed to stand at
room temperature under a stream of moist argon for 30 min. 5 Wl of a
0.6 mM solution of 5-deaza£avin, previously degassed in the dark for
30 min, was added to the assay mixture using a gas-tight syringe. The
reaction was initiated by photoreduction using a £uorescent lamp.
After 2 h, the reaction was stopped by precipitation with trichloro-
acetic acid. Precipitated proteins were removed by centrifugation and
the amount of biotin formed was determined in the supernatant by
the paper disc-plate method using Lactobacillus plantarum [22].

2.4. Assay of biotin synthase of E. coli (assay 2) [8]
The reaction mixture in a ¢nal volume of 100 Wl consisted of 12 WM

biotin synthase, 50 WM (+)DTB, 0.2 mM AdoMet, 10 mM DTT,
2 mM NADPH, 2 WM £avodoxin, 0.2 WM £avodoxin reductase and
0.2 mM Fe(NH4)2(SO4)2 in 40 mM Tris-HCl bu¡er pH 8.0. The
incubation was carried out anaerobically for 2 or 4 h (see Section
3) at 30³C. Biotin was determined as described in assay 1.

2.5. E¡ect of free Fe3 + or Fe2 + and S23 on the activity of biotin
synthases

For B. sphaericus, the reaction mixture is the same as described in
assay 1. After degassing the reaction mixture for 30 min, 100 WM
FeCl3 followed by 1 mM Na2S were added. The latter components
were from stock solutions of 1 mM FeCl3 (in H2O) and 10 mM Na2S
(in 50 mM Tris-HCl pH 8) previously degassed under a stream of
moist argon for 30 min. The reaction mixture was incubated for a
further 30 min before the addition of deaza£avin. For E. coli, the
reaction mixture was the same as described in assay 2. The mixture
was left to stand under a stream of moist argon for 30 min and
500 WM Na2S was added from a degassed 10 mM stock solution.
The reaction was allowed to proceed for 4 h.

2.6. Synthesis of Na2[34S]
Na2[34S] was synthesised from 5 mg of elemental 34S (purity 99.91%

from Euriso-top, France) and excess sodium in liquid ammonia ac-
cording to [23]. The solid white Na2[34S] was dissolved in 1 ml of 50
mM Tris bu¡er containing 40 mM DTT pH 8 to give a 150 mM stock
solution. The concentration of sulphide ions was veri¢ed using the
method of Beinert [21]. This solution was kept under argon at 4³C.

2.7. 34S incorporation from free Na2[34S] into biotin
The reaction mixture was as described in assay 1, with an

assay volume of 200 Wl. Prior to the addition of deaza£avin, 100 WM
FeCl3 followed by 1 mM Na2[34S] were added to the reaction
mixture from degassed stock solutions of 1 mM FeCl3 and 10 mM
Na2[34S]. The mixture was left to stand 30 min, deaza£avin was
added and the reaction started by illumination. Experiments were
multiplied such as to cumulate 70 nmol of biotin for the puri¢cation
procedure.

2.8. Preparation of apoenzymes
The degradation of the cluster during reduction by dithionite [3]

has been exploited for the preparation of apo-biotin synthases. All
procedures were conducted at room temperature in 50 mM Tris-HCl
pH 8.0, hereafter referred to as bu¡er. A solution of 5 mg (130 nmol)
protein in 2 ml of bu¡er was left under a stream of wet argon for 1 h.
A 50-fold excess of both sodium dithionite and EDTA (3.25 mM
¢nal concentration) which were also deoxygenated separately under
a stream of argon were then added to the enzyme via a gas-tight
syringe. The reaction was allowed to proceed anaerobically for 3 h
for the enzyme of B. sphaericus and 20 h for the E. coli enzyme. The
cluster from the latter enzyme is stabler and thus requires more time
for its degradation. The mixture was desalted on a Sephadex G-25
column with bu¡er containing 5 mM DTT and the eluted apoprotein
was concentrated on Centriprep 30 (Amicon), frozen in liquid nitro-
gen and stored at 380³C before use.

2.9. Reconstitution of the (Fe34S) centres into apoenzymes
500 Wl aliquots of apo-biotin synthases (260 WM), 20 mM Na2[34S]

in argon-saturated bu¡er, 20 mM FeCl3 and 100 mM DTT (both
dissolved in water) were deoxygenated in separate tubes under a
stream of wet argon for 1 h. After this time, DTT was added to the
apoenzymes to a ¢nal concentration of 5 mM and this mixture was
incubated for a further 30 min. Optimised concentrations of FeCl3
and Na2[34S], that is, a 1.5-fold excess with respect to the B. sphaericus
enzyme and a 3-fold excess for the E. coli enzyme, were then added to
the solution. The mixture was allowed to proceed for 90 min after
which EDTA (1 mM ¢nal concentration) in bu¡er was added and
incubated for 30 min to chelate the free iron. The mixture was de-
salted on a PD 10 column (Pharmacia) with bu¡er containing 5 mM
DTT and concentrated on Centricon 30.

2.10. 34S incorporation from (Fe34S) biotin synthases into biotin
The reconstituted (Fe34S) biotin synthases were assayed using the

protocols described in assays 1 and 2 except that the reaction volumes
were increased to 200 and 400 Wl, respectively. Assay 1 also contained
additional 100 WM Fe3� to increase biotin production.

2.11. Isolation and puri¢cation of [34S]biotin
After the removal of proteins, the supernatant was loaded on a C18

reversed phase silica column (1.5U20 cm). The column was succes-
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Scheme 1. Hypothetical mechanism of the E. coli biotin synthase reaction.
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sively washed with 250 ml of a solution of 1% acetic acid and 100 ml
water; elution was then performed with a solution of 10% methanol in
water. The solvent was removed under vacuum and the residue con-
taining biotin was redissolved in 1 ml methanol. After esteri¢cation
with diazomethane, the sample was chromatographed on an HPLC
reversed phase (Lichrospher 100 RP8, 250U4 mm) column (Merck).
Chromatography conditions were 65% A and 35% B, isocratic over
25 min at a £ow rate of 1 ml/min. Solvent A consists of H2O/TFA
0.1% and B of H2O/TFA 0.1%: CH3CN (50:50). Absorbance was
monitored at 213 nm. Fractions were collected and 10 Wl aliquots of
those having the same migration time as a biotin methyl ester stand-
ard were saponi¢ed and tested in the L. plantarum biotin assay. The
biotin-containing fractions were evaporated in a speed-vac, pooled
and studied by mass spectrometry on a triple quadrupole tandem
mass spectrometer R30-10 NERMAG, Quad Service (Poissy, France).
The 34S/(34S+32S) ratio in methylated biotin was determined from
ammonia chemical ionisation mass spectra. Purity of 32S and 34S
methylated biotin molecules was con¢rmed by MSMS experiments
from MH� ions, respectively m/z 259 and m/z 261.

3. Results

3.1. Biotin synthase of B. sphaericus
In the in vitro assay of biotin synthase (assay 1: DTB,

AdoMet, DTT and photoreduced deaza£avin), the enzyme
is not catalytic and the amount of biotin formed is low.
This low yield can be increased 3^4-fold by addition of opti-
mised concentrations of FeCl3 (100 WM) and Na2S (1 mM)
(Fig. 1A)2. As we have observed by UV-Vis spectroscopy that
the (FeS) cluster was partially degraded under the irradiation
conditions (data not shown), we postulated that this improved
yield could be attributed to some reconstitution of the (FeS)
cluster, hence of the active enzyme during reaction. If this is
the case and if according to our ¢rst hypothesis, the sulphur
of biotin originates from the (FeS) centre, the added sulphide
should, via this cluster, be incorporated to some extent into
biotin. We thus added 1 mM Na2[34S] to the reaction medium.
After precipitation of the proteins, the biotin formed was
puri¢ed as its methyl ester. Mass spectral analysis was per-
formed to test its purity and to calculate the ratio 34S/
(34S+32S) which was found to be 40%. As it is very unlikely
that Na2S itself can trap a carbon radical (Scheme 1), this
experiment strongly favours our hypothesis.

For further con¢rmation, we prepared the apoenzyme
whose (FeS) centre was then reconstituted with Na2[34S].
The apoenzyme was obtained by reduction with an excess of
sodium dithionite in the presence of EDTA. This enzyme was
reconstituted chemically with FeCl3 and Na2[34S] in the pres-
ence of DTT to yield an active enzyme having an iron-sulphur
content (Table 1) and UV/Vis spectrum quite similar to the
native holoenzyme (Fig. 2). We then repeated the above ex-
periment (assay 1) with this 34S reconstituted enzyme, except
that no Na2S was added to the incubation mixture. The per-
centage of labelled biotin was found to be 67%.

3.2. Biotin synthase of E. coli
An in vitro assay described by Sanyal et al. [8] consists of

biotin synthase, £avodoxin, £avodoxin reductase, NADPH,
DTB, AdoMet, Fe(NH4)2(SO4)2, DTT, L-cysteine, fructose
1,6-bisphosphate (FBP) and KCl. They reported the forma-
tion of 1 mol of biotin per mol of enzyme after 4 h, but under
these conditions we never obtained more than 0.5 mol of
biotin per mol of enzyme. In addition, we did not notice

any e¡ect of FBP and KCl on the activity which were thus
withdrawn from the assay (assay 2). Similarly, it was observed
by Shaw et al. [24] that their enzyme in a desalted cell-free
extract plus de¢ned low molecular mass components also had
no catalytic activity.

It was important to con¢rm the above described incorpo-
ration of sulphur from the (Fe34S) reconstituted enzyme with
this E. coli system which is closer to physiological conditions.
The apoenzyme was prepared and its (FeS) centre reconsti-
tuted as described for the B. sphaericus enzyme (see Section 2
and Table 1). This 34S reconstituted enzyme was incubated in
assay 2, from which cysteine was omitted, in spite of its two-
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Fig. 1. A: E¡ect of FeCl3 and Na2S on the activity of native biotin
synthase of B. sphaericus. Puri¢ed biotin synthase was incubated
anaerobically with either 100 WM of Fe3� or 1 mM S23, or both,
for 30 min under standard conditions of assay 1 before starting irra-
diation. B: E¡ect of Fe(NH4)2(SO4)2 and Na2S on the activity of
native biotin synthase of E. coli. Puri¢ed biotin synthase was incu-
bated anaerobically under standard conditions of assay 2 (no activ-
ity is observed in the absence of Fe2�). The e¡ect of S23 was tested
by addition of 500 WM Na2S.

2 This observation was ¢rst made by T. Hoshino of Nippon-Roche.
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fold contribution to the activity, so as to avoid any interfer-
ence with the sulphur of the cluster. After a 4 h reaction time,
biotin was isolated, puri¢ed and analysed by mass spectrom-
etry. The extent of 34S incorporation was found to be 45%.
Although high, this value is far from 100%. This may be due
to a partial exchange of the 34S of the cluster with an external
32S source in the medium. Just as for the B. sphaericus en-
zyme, an increase in biotin production is observed upon ad-
dition of Fe2� and S23 to the enzyme, suggesting a sponta-
neous exchange of free ions with the elements of the (FeS)
cluster (Fig. 1B). If such an exchange is responsible for the
non-quantitative incorporation of 34S, a shorter reaction time,
implying less exchange possibility, should lead to an increased
incorporation in biotin. This was indeed the case. The biotin
isolated after a 2 h incubation time with (Fe34S) biotin syn-
thase contained 62% of 34S.

4. Discussion

We have shown that the (Fe34S) reconstituted biotin syn-
thases of B. sphaericus and E. coli produced [34S]biotin with a
high 34S incorporation, respectively 67% and 62% in the most
favourable conditions studied (Table 1).

We think that these results render very unlikely the last two

of the three hypotheses that we formulated concerning the
origin of sulphur (see Section 1). A persulphide species (sec-
ond hypothesis), which could have been present in the native
protein, produced by an enzymatic process would not have
survived the strongly reducing conditions used to prepare the
apoenzymes and it is di¤cult to imagine that it could be
formed again spontaneously in vitro in the reconstitution con-
ditions in presence of DTT.

DTT (third hypothesis) cannot be the physiological sulphur
donor but could be a substitute in the in vitro assays that we
use. As it is present in very high amounts (5 or 10 mM) as
compared to the concentration of 34S-labelled biotin synthase
(50 WM for B. sphaericus and 12 WM for E. coli), the impor-
tant 34S labelling of biotin that we observe excludes DTT as
the sulphur source.

On the other hand, our experimental results are consistent
with the ¢rst hypothesis. The biotin synthase system has a
strong analogy with the PFL, ARNR and LAM systems.
All four have an absolute requirement for AdoMet, the mono-
electronic cleavage of which results in the formation of me-
thionine and a deoxyadenosyl radical (Ado-CH2

c) [9,11^13].
The Ado-CH2

c is then involved in the homolytic cleavage of a
C-H bond (Scheme 1).

The (FeS) cluster present in PFL activase [25], ARNR [26]
and LAM [27] has been assumed to participate in this one-
electron transfer. It very likely plays a similar role in biotin
synthase but this redox function does not exclude another role
for the cluster which is to give its sulphur. This is a reasonable
interpretation for the 65% incorporation of 34S into biotin
from the reconstituted 34S biotin synthases. The fact that
this incorporation does not reach 100% is not completely
clear. We have attributed it to the residual 32S sulphide left
over in the apoenzymes (Table 1) and to a ready exchange of
the cluster sulphide with an external 32S sulphide source, a
phenomenon already observed in other (FeS) enzymes
[28,29]. This interpretation is also consistent with the incor-
poration of 34S in biotin when Na2[34S] is added to the me-
dium in assay 1.

Another interpretation could be that free S23 is the actual
sulphur donor. With the (Fe34S) reconstituted enzymes, 34S23

would have to be released from the cluster before reaction.
This is, however, not consistent with our ¢ndings in assay 2 as
the amount of 34S transferred to biotin from E. coli (Fe34S)
biotin synthase decreases with the incubation time. Moreover,
the mechanism that we propose postulates that carbon radi-
cals are trapped by the sulphur donor, which should be a
radical. It is very unlikely that S23 itself can trap a radical.
Although it would not be sound at this stage to formulate a
very precise mechanism for the C-S bond formation, it is
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Table 1
Activity, iron-sulphur content of native, apo and (Fe34S) reconstituted biotin synthases of B. sphaericus and E. coli and extent of 34S labelling
in biotin

B. sphaericus E. coli

Native Apo (Fe34S) reconstituted Native Apo (Fe34S) reconstituted

Fe/monomer 1 0.08 1.0 1.4 0.11 1.7
S23/monomer 1 0.07 1.2 1.4 0.11 1.7
Biotin (WM) 1.5a 0a 1.8a 1.3b 0.3b 2b

[34S]Biotin (%) 40c ^ 67 ^ ^ 45d and 62e

Determined according to aassay 1, bassay 2. cPlus 1 mM Na2[34S]. d4 h and e2 h incubation time.
Data are means of three experiments. The S.D. for Fe determination in apo and native/reconstituted enzymes is þ 0.01 and þ 0.1 respectively, for
S23 determination, þ 0.02 for apo and þ 0.2 for native/reconstituted enzymes and for biotin quanti¢cation, þ 0.3.

Fig. 2. UV-Vis light absorption spectra of biotin synthase of B.
sphaericus. 1: Native enzyme, 2: apoenzyme and 3: 34S reconsti-
tuted enzyme. Spectra were recorded with 0.3 mg of enzyme/ml in
anaerobic 50 mM Tris-HCl, pH 8.
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tempting to postulate the participation of the iron atoms of
the cluster to provide a radical reactivity to the inorganic
sulphide. We hope to be able to further elucidate this by
following the reaction with spectroscopic methods suitable
for the characterisation of the (FeS) centre (ESR, Mo«ssbauer,
NMR, etc.).

Although we cannot exclude at this stage another unknown
¢nal sulphur-donating species, our hypothesis which implies
that the sulphide of the cluster is progressively depleted to
form biotin can explain the absence of turnover of biotin
synthase in the presently described in vitro systems. To restore
a catalytic activity, the (FeS) clusters would have to be e¤-
ciently regenerated. Enzyme-catalysed reactions are involved
in the formation of (FeS) clusters in vivo. This problem has
been well studied for instance in the case of the nitrogenase of
Azotobacter vinelandii. It was proposed by Dean and collab-
orators [30,31] that NifS and NifU gene products (NifS and
NifU) were implicated in the formation of the [4Fe-4S] cluster
of nitrogenase. It has now been demonstrated that NifS cat-
alyses the desulphurisation of L-cysteine leading ¢nally to S23

[32]. Recently, several other NifS- or NifS-like-mediated re-
constitutions of [4Fe-4S] or [2Fe-2S] clusters have also been
reported [33^36]. The speci¢c role of NifU is not yet known
but it has been suggested that it might function either to
deliver the iron or to provide an intermediate site for (FeS)
assembly.

Our previous results with crude extracts of B. sphaericus [2]
and those of Birch et al. [7] with impure fractions of E. coli
implicated cysteine as the precursor of sulphur in biotin. In
view of the above discussion, it could be that the sulphur of
the cysteine used in our experiment was removed by an en-
zyme system of a NifS type present in the crude extracts.

(FeS) clusters have been implicated in a variety of biological
functions of which the most widely known has been electron
transport [37]. More recently, new roles have been attributed
to these metallocentres, such as their involvement in direct
enzymatic catalysis as in aconitase [38] and dihydroxy-acid
dehydratase [39], DNA recognition in endonuclease III [40]
and regulatory roles in the FNR [33] and SoxR proteins
[34]. Based on our experiments, we suggest a new function
for the (FeS) cluster found in biotin synthase which is to
provide its sulphide. This should also apply to lipoic acid
synthase [41] which has a strong homology with biotin syn-
thase and probably works according to the same type of
mechanism.

Acknowledgements: We thank the Ho¡mann-La Roche Company for
¢nancial support and Dr T. Hoshino from Nippon-Roche for scien-
ti¢c discussions and communication of unpublished results. We are
grateful to Prof. Y. Izumi for providing strains and permanent scien-
ti¢c contact.

References

[1] Ifuku, O., Kishimoto, J., Haze, S., Yanagi, M. and Fukushima,
S. (1992) Biosci. Biotechnol. Biochem. 56, 1780^1785.

[2] Florentin, D., Tse Sum Bui, B., Marquet, A., Ohshiro, T. and
Izumi, Y. (1994) C.R. Acad. Sci. Paris Life Sci. 317, 485^488.

[3] Sanyal, I., Cohen, G. and Flint, D.H. (1994) Biochemistry 33,
3625^3631.

[4] Meèjean, A., Tse Sum Bui, B., Florentin, D., Ploux, O., Izumi, Y.
and Marquet, A. (1995) Biochem. Biophys. Res. Commun. 217,
1231^1237.

[5] Duin, E.C., La¡erty, M.E., Crouse, B.R., Allen, R.M., Sanyal, I.,

Flint, D.H. and Johnson, M.K. (1997) Biochemistry 36, 11811^
11820.

[6] Ifuku, O., Koga, N., Haze, S., Kishimoto, J. and Wachi, Y.
(1994) Eur. J. Biochem. 224, 173^178.

[7] Birch, O.M., Fuhrmann, M. and Shaw, N.M. (1995) J. Biol.
Chem. 270, 19158^19165.

[8] Sanyal, I., Gibson, K.J. and Flint, D.H. (1996) Arch. Biochem.
Biophys. 326, 48^56.

[9] Knappe, J., Neugebauer, F.A., Blaschkowski, H.P. and Gaënzler,
M. (1984) Proc. Natl. Acad. Sci. USA 81, 1332^1335.

[10] Bianchi, V., Eliasson, R., Fontecave, M., Mulliez, E., Hoover,
D.M., Matthews, R.G. and Reichard, P. (1993) Biochem. Bio-
phys. Res. Commun. 197, 792^797.

[11] Guianvarc'h, D., Florentin, D., Tse Sum Bui, B., Nunzi, F. and
Marquet, A. (1997) Biochem. Biophys. Res. Commun. 236, 402^
406.

[12] Harder, J., Eliasson, R., Pontis, E., Ballinger, M.D. and Reich-
ard, P. (1992) J. Biol. Chem. 267, 25548^25552.

[13] Moss, M.L. and Frey, P.A. (1990) J. Biol. Chem. 265, 18112^
18115.

[14] Marquet, A., Frappier, F., Guillerm, G., Azoulay, M., Florentin,
D. and Tabet, J.C. (1993) J. Am. Chem. Soc. 115, 2139^2145.

[15] Escalettes, F., Florentin, D., Tse Sum Bui, B., Lesage, D. and
Marquet, A. (submitted for publication).

[16] Toohey, J.I. (1989) Biochem. J. 264, 625^632.
[17] Ohshiro, T., Yamamoto, M., Tse Sum Bui, B., Florentin, D.,

Marquet, A. and Izumi, Y. (1995) Biosci. Biotechnol. Biochem.
59, 943^944.

[18] Tse Sum Bui, B. and Marquet, A. (1997) Methods Enzymol. 279,
356^362.

[19] Bradford, M.M. (1976) Anal. Biochem. 72, 248^254.
[20] Fish, W.W. (1988) Methods Enzymol. 158, 357^364.
[21] Beinert, H. (1983) Anal. Biochem. 131, 373^378.
[22] Izumi, Y., Osakai, M. and Yamada, H. (1987) J. Microbiol.

Methods 6, 237^246.
[23] Feheèr, F. (1963) in: Handbook of Preparative Inorganic Chem-

istry (Brauer, G., Ed.) Vol. 1, 2nd edn., pp. 360^361, Academic
Press, New York.

[24] Shaw, N.M., Birch, O.M., Tinschert, A., Venetz, V., Dietrich, R.
and Savoy, L. (1998) Biochem. J. 330, 1079^1085.

[25] Broderick, J.B., Duderstadt, R.E., Fernandez, D.C., Wojtuszew-
ski, K., Henshaw, T.F. and Johnson, M.K. (1997) J. Am. Chem.
Soc. 119, 7396^7397.

[26] Ollagnier, S., Mulliez, E., Schmidt, P.P., Eliasson, R., Gaillard,
J., Deronzier, C., Bergman, T., Graëslund, A., Reichard, P. and
Fontecave, M. (1997) J. Biol. Chem. 272, 24216^24223.

[27] Frey, P.A. (1997) Curr. Opin. Chem. Biol. 1, 347^356.
[28] Hong, J.S. and Rabinowitz, J.C. (1970) J. Biol. Chem. 245, 6582^

6587.
[29] Kennedy, M.C., Emptage, M.H. and Beinert, H. (1984) J. Biol.

Chem. 259, 3145^3151.
[30] Zheng, L., White, R.H., Cash, V.L., Jack, R.F. and Dean, D.R.

(1993) Proc. Natl. Acad. Sci. USA 90, 2754^2758.
[31] Fu, W., Jack, R.F., Morgan, T.V., Dean, D.R. and Johnson,

M.K. (1994) Biochemistry 33, 13455^13463.
[32] Zheng, L., White, R.H., Cash, V.L. and Dean, D.R. (1994) Bio-

chemistry 33, 4714^4720.
[33] Khoroshilova, N., Popescu, C., Muënck, E., Beinert, H. and Ki-

ley, P.J. (1997) Proc. Natl. Acad. Sci. USA 94, 6087^6092.
[34] Hidalgo, E. and Demple, B. (1996) J. Biol. Chem. 271, 7269^

7272.
[35] Flint, D.H. (1996) J. Biol. Chem. 271, 16068^16074.
[36] Leibrecht, I. and Kessler, D. (1997) J. Biol. Chem. 272, 10442^

10447.
[37] Cammack, R. (1992) Adv. Inorg. Chem. 38, 281^322.
[38] Emptage, M.H., Kent, T.A., Kennedy, M., Beinert, H. and

Muënck, E. (1983) Proc. Natl. Acad. Sci. USA 80, 4674^4678.
[39] Flint, D.H., Emptage, M.H., Finnegan, M.G., Fu, W. and John-

son, M.K. (1993) J. Biol. Chem. 268, 14732^14742.
[40] Thayer, M.M., Ahern, H., Xing, D., Cunningham, R.P. and

Tainer, J.A. (1995) EMBO J. 14, 4108^4120.
[41] Hayden, M.A., Huang, I., Bussiere, D.E. and Ashley, G.W.

(1992) J. Biol. Chem. 267, 9512^9515.

FEBS 21215 30-11-98

B. Tse Sum Bui et al./FEBS Letters 440 (1998) 226^230230


