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The yeast gene YJR025¢ encodes a 3-hydroxyanthranilic acid
dioxygenase and is involved in nicotinic acid biosynthesis
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Abstract We have deleted the yeast gene YJR025¢ and shown
that this leads to an auxotrophy for nicotinic acid. The deduced
protein sequence of the gene product is homologous to the human
3-hydroxyanthranilic acid dioxygenase (EC 1.13.11.6) which is
part of the kynurenine pathway for the degradation of
tryptophan and the biosynthesis of nicotinic acid. In cell-free
extracts the 3-hydroxyanthranilic acid dioxygenase activity is
proportional to the copy number of the YJR025c¢ gene. As
YJR025¢ encodes the yeast 3-hydroxyanthranilic acid dioxygen-
ase, we have named this gene BNAI for biosynthesis of nicotinic
acid.
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1. Introduction

During the systematic sequencing of the genome of Saccha-
romyces cerevisiae we identified the gene YJR025¢ on chro-
mosome X [1]. Analysis of the sequence revealed strong sim-
ilarities to the human 3-hydroxyanthranilic acid dioxygenase
(EC 1.13.11.6; 3-HOA). This enzyme was initially character-
ized and purified from bovine liver and kidney [2-4], and is
involved in the catabolism of tryptophan via the kynurenine
pathway. Precursors for the biosynthesis of the nicotinamide
moiety of NAD may also be provided by this pathway. Re-
cently, kynurenine metabolites have been implicated in several
neuropathological conditions (see [5] for a review). This has
led to the cloning and characterization of the human 3-HOA
[6]. Here we present genetic and biochemical evidence that
YJR025¢ encodes the yeast 3-HOA.

2. Materials and methods

2.1. Strains, media and genetic methods

The Escherichia coli strain used was DHSoF' (supE44, AlacUI69
{D80 lacZAM15} hsdR17, recAl, endAl, gyrA96, thi-1, relAl, F'), the
media used for the propagation of E. coli were as described in [7]. The
S. cerevisiae strains used were all derived from the homozygous dip-
loid strain W303 (MATo/MATo., ade2-1, his3-11, 15, leu2-3, 12, trpl-
1, ura3-1, canl-100) [8] and are described in the text. The media used
for the cultivation of yeast were as described in [9]. Nicotinic acid was
added to the GO synthetic minimal medium at a concentration of 0.5
pg/ml. Solid GO medium was made by adding 1.5% agarose. Standard
genetic manipulations of yeast were performed as described in [10].
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2.2. Preparation of cell-free extracts and 3-hydroxyanthranilic acid
dioxygenase assays

Cells were grown to early stationary phase in GO synthetic minimal
medium containing nicotinic acid, harvested, washed and resuspended
in 33 mM Tris-HCL. The cells were disrupted in a Brown homogenizer
for 2 min, centrifuged for 5 min at 4°C in a microfuge and super-
natant was passed over a G25 NAP column (Pharmacia) equilibrated
with 33 mM Tris-HCI. This desalted extract was used for 3-HOA
assays as described [2]. The product, 2-amino-3-carboxymuconic
acid semialdehyde, was measured at 360 nm and a molar extinction
coefficient of 47500 M™! ecm™' was used for the calculation of the
activity. Proteins were assayed using the method of Lowry [11].

2.3. Nucleic acid manipulation and transformation
Restriction enzymes, Taq DNA polymerase and T4 DNA ligase
were obtained from standard sources and were used in accordance
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Fig. 1. Simplified schematic view of the intermediates and enzymes
involved in the kynurenine pathway.
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Fig. 2. A: Growth of wild type, BNAI deleted and BNAI deleted/complemented strains on solid G0 minimal medium without nicotinic acid.
The plate was incubated at 28°C for three days. B: Growth of wild type (RK02-2A O and RKO02-2B 00) and BNAI deleted strains (RK02-2C
¢ and RK02-2D A) on liquid GO minimal medium without nicotinic acid. C: Growth of wild type (RK02-2A © and RKO02-2B 00) and BNA/
deleted/complemented strains (RK02-2C/RKYCp002 4 and RK02-2D/RKYCp002 a) on liquid GO minimal medium without nicotinic acid.
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Fig. 3. A: Specific activity of 3-HOA in cell extracts. The specific activity is expressed as mmol of 2-amino-3-carboxymuconic acid semialde-
hyde produced per min per mg of protein. The figure in parentheses indicates the number of independent determinations. B, C: Determination
of the K, for 3-hydroxyanthranilic acid in cell extracts RK02-1B (BNAI) 19.2 uM and RKO02-2C (bnalA::HIS3)/RKYCp002 15.9 uM.
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with the manufacturers’ instructions. Southern blot analysis was per-
formed as described [12] using radiolabelled probes made with the
Amersham Megaprime DNA kit. E. coli was transformed using the
CaCly/RbCly; method or by electroporation [12]. Yeast was trans-
formed using the LiCl procedure [13].

2.4. Plasmid construction and deletion of the gene YJR025¢

The wild type YJR025¢ gene was cloned as a 1709 bp HindIII-Xhol
fragment, derived from the cosmid pEJ103 [1]. This fragment was
cloned into the HindllI-Xhol sites of the centromeric plasmid
pRS416 to give RKYCp002 and the HindIlI-Sall sites of the multi-
copy plasmid YEp352 to give RKYEp003. All plasmids carry a URA3
marker for selection in yeast. To delete the chromosomal copy of the
YJR025¢ gene the method of Reiger et al. [14] was used. The HIS3
gene was amplified by PCR using hybrid primers that contained long
tails (~ 50 bp) identical to the extremities of the YJR025¢ gene: oligo-
pro AGGCCTTTTGAAACCACCGGTGAATAATTATTGCTTAC-
ATAAAGGGGGATTCGTTCAGAATGACACG:; oligo-term TTA-
ATTAGATTGAGGGCGTGCGTAGTTTAACGTCTTGCAATGG-
AAACATGCTCTTGGCCTCCTCTAG.

In the resulting fragment a 384 bp region of the coding sequence of
the YJR025¢ gene has been replaced by 1108 bp encoding the HIS3
gene. This PCR product was used to transform the yeast strain W303,
histidine prototrophs were selected and screened by PCR to determine
if the integration had occurred at the YJR025¢ locus.

3. Results and discussion

As a first step in our analysis of YJR025¢ we decided to
delete the chromosomal copy of the gene in the diploid strain
‘W303. This was done using a PCR based strategy as described
in Section 2. A tetrad analysis of the resulting heterozygous
diploid, RK02, showed that the gene was not essential. We
had previously noted a strong similarity between the predicted
product of YJR025¢ and human 3-HOA [1], an enzyme of the
kynurenine pathway. This suggested that YJR025¢ may be
involved in the degradation of tryptophan and the biosynthe-
sis of nicotinic acid (see Fig. 1). To test this hypothesis the
wild type strain and strains with a deleted YJR025¢ gene were
grown on G0 minimal medium in the presence and absence of
0.5 pg/ml nicotinic acid. The results in Fig. 2 show that in
liquid medium the strains with a deleted YJR025¢ gene were
unable to grow in the absence of added nicotinic acid, on solid
medium some residual growth was seen. In both cases a wild
type level of growth was restored when the deleted strains
were transformed by the plasmid RKYCp002, a centromeric
plasmid which carries the wild type YJR025¢ gene.

In order to determine if the nicotinic acid auxotrophy of the
YJR025¢ deleted strains was due to a deficiency in 3-HOA,
the activity of the enzyme was determined in cell-free extracts
made from a wild type strain, a strain with a deleted YJR025¢
gene and YJR025¢ deleted strains carrying the wild type gene
on a centromeric plasmid (RKYCp002) or a multicopy plas-
mid (RKYEp003). The results in Fig. 3A show that in the
deleted non-complemented strain 3-HOA activity cannot be
detected and that in the other strains 3-HOA activity is pro-
portional to the copy number of the YJR025¢ gene.

In a final series of experiments the K, for 3-hydroxyanthra-
nilic acid was determined in cell-free extracts of a wild type
strain and a YJR025c¢ deleted strain carrying the wild type
gene on a centromeric plasmid (RKYCp002). The results
are presented in Fig. 3B,C. The K, values observed, 19.2
uM (wild type strain) and 15.9 uM (deleted complemented
strain), are similar to those obtained previously: 26 uM for
bovine liver enzyme [2], 5.6 uM for rat liver enzyme and 2.3
uM for the cloned human enzyme [6].
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Taken together these results clearly demonstrate that
YJR025¢ encodes 3-HOA, an enzyme of the kynurenine path-
way of tryptophan degradation, and that in yeast this enzyme
is involved in the biosynthesis of nicotinic acid. We propose
that the gene be called BNAI (biosynthesis of nicotinic acid).

Previously Ahmad and Moat [15] demonstrated that under
aerobic conditions nicotinic acid is derived from tryptophan
via quinolinic acid and were able to detect two enzymes of the
kynurenine pathway in cell extracts. With the completion
of the sequence of the yeast genome sequence it is now pos-
sible to tentatively identify the genes encoding some other
enzymes in this pathway: YBL098w (kynurenine 3-hydroxy-
lase, EC 1.14.13.9), YLR231c (kynureninase, EC 3.7.1.3) and
YFR047¢ (quinolinic acid phosphoribosyltransferase, EC
2.4.2.19) (see Fig. 1). Our sequence analysis suggests that
yeast does not contain a tryptophan 2,3-dioxygenase and to
our knowledge no sequence data are available for indoleamine
2,3-dioxygenase or kynurenine formamidase to allow compar-
isons to be made, but kynurenine formamidase activity has
been detected in yeast [15]. Thus there is some evidence for the
existence of most of the enzymes of the kynurenine pathway
in yeast.

The reason for the leaky growth of the BNAI deleted
strains see in Fig. 2 remains unclear. This growth may be
due to residual nicotinic acid in the medium, but this is un-
likely as a completely defined medium solidified with agarose
was used. Ahmad and Moat [15] provided evidence for an
alternative pathway of nicotinic acid biosynthesis from as-
partic acid or glutamic acid which operates under anaerobic
conditions and it is possible that this pathway may be respon-
sible for the residual growth of the BNAI deleted strains.

We have presented the first genetic evidence for the exist-
ence of the kynurenine pathway of tryptophan degradation
and nicotinic acid biosynthesis in yeast and partially charac-
terized the 3-hydroxyanthranilic acid dioxygenase. This study
also shows how the availability of the complete sequence of
the yeast genome can facilitate metabolic studies and should
lead to a rapid increase in our understanding of intermediary
metabolism in yeast.

Acknowledgements: This work was supported by the State Committee
for Scientific Research Poland and the Franco-Polonais Plant Biotech-
nology Center.

References

[1] Zagulski, M., Babinska, B., Gromadka, R., Migdalski, A., Ryt-
ka, J., Sulicka, J. and Herbert, C.J. (1995) Yeast 11, 1179-1186.

[2] Stevens, C.O. and Henderson, L.M. (1959) J. Biol. Chem. 234,
1188-1190.

[3] Deker, R.H., Kang, H.H., Leach, F.R. and Henderson, L.M.
(1961) J. Biol. Chem. 236, 3076-3082.

[4] Ogasawara, N., Gander, J.E. and Herderson, L.M. (1966) J. Biol.
Chem. 241, 613-619.

[5] Heyes, M.P. (1993) Biochem. Soc. Trans. 21, 83-89.

[6] Malherbe, P., Kohler, C., Prada, M.d., Lang, G., Kiefer, V.,
Schwarcz, R., Lahm, H.-W. and Cesura, A.M. (1994) J. Biol.
Chem. 269, 13792-13797.

[7] Maniatis, T., Fritsch, E.F. and Sambrook, J. (1982) Molecular
Cloning: A Laboratory Manual, Cold Spring Harbor Laboratory
Press, Cold Spring Harbor, NY.

[8] Thomas, B.J. and Rothstein, R. (1989) Cell 4, 619-630.

[9] Rickwood, D., Dujon, B. and Darly-Usmar, V.M. (1988) in:
Yeast: A Practical Approach (Campbell, 1. and Duffus, J.H.,
Eds.), pp. 185-254, IRL Press, Oxford.



130

[10] Adams, A., Gottschling, D.E., Kaiser, C. and Stearns, T. (1997)
Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY.

[11] Lowry, O.H., Rosebrough, W.J., Farr, A.L. and Randall, R.J.
(1951) J. Biol. Chem. 193, 265-275.

[12] Sambrook, J., Fritsch, E.F. and Maniatis, T. (1989) Molecular
Cloning: A Laboratory Manual, 2nd edn., Cold Spring Harbor
Laboratory Press, Cold Spring Harbor, NY.

R. Kucharczyk et al.IFEBS Letters 424 (1998) 127-130

[13] Chen, D.-C., Yang, B.-C. and Kuo, T.-T. (1992) Curr. Genet. 21,
83-84.

[14] Reiger, K.-J. et al. (1998) Yeast 14 (in press).

[15] Ahmad, F. and Moat, A.G. (1966) J. Biol. Chem. 241, 775-
780.



