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When Escherichia coli K-12 is grown anaerobically in medium containing tryptophan and sodium nitrate, it
produces red compounds. The reaction requires functional genes for trytophanase (tnaA), a tryptophan
permease (tnaB), and a nitrate reductase (narG), as well as a natural drop in the pH of the culture. Mass
spectrometry revealed that the purified chromophores had mass/charge ratios that closely match those for
indole red, indoxyl red, and an indole trimer. These compounds are known products of chemical reactions
between indole and nitrous acid. They are derived from an initial reaction of 3-nitrosoindole with indole.
Apparently, nitrite that is produced from the metabolic reduction of nitrate is converted in the acid medium
to nitrous acid, which leads to the nitrosation of the indole that is generated by tryptophanase. An nfi
(endonuclease V) mutant and a recA mutant were selectively killed during the period of chromophore produc-
tion, and a uvrA strain displayed reduced growth. These effects depended on the addition of nitrate to the
medium and on tryptophanase activity in the cells. Unexpectedly, the killing of a tnaA� nfi mutant was not
accompanied by marked increases in mutation frequencies for several traits tested. The vulnerability of three
DNA repair mutants indicates that a nitrosoindole or a derivative of a nitrosoindole produces lethal DNA
damage.

Under hypoxic conditions, nitrate replaces oxygen as the
preferred electron acceptor in Escherichia coli. The nitrate is
first reduced to nitrite by periplasmic and cytoplasmic nitrate
reductases, and then nitrite is reduced directly to ammonia by
nitrite reductases (22). The nitrite, which is an intermediate, is
in equilibrium with molecular nitrous acid (HNO2), which can
condense with the loss of water to form N2O3 (dinitrogen
trioxide, nitrous anhydride). N2O3 is a harmful nitrosating
agent that reacts with many cellular constituents, including
DNA (57). The N nitrosation of the exocyclic amines of the
nucleobases in DNA results in mutagenic deamination (46)
and cross-linking of strands (26). Nitrosation of ring nitrogens
in DNA destabilizes the glycosylic bond, leading to depurina-
tion (36). The nitrosation of secondary amines and amides can
turn them into mutagenic alkylating agents (42, 51). The cell is
protected from potential damage by high nitrite reductase ac-
tivity, by a membrane pump that extrudes excessive nitrite, and
by the low pK of HNO2, which results in an unfavorable equi-
librium for its production at neutral pH (22). Nevertheless,
nitrosative mutagenesis does occur under these conditions
(56). It results mainly from the apparent production of a small
amount of nitric oxide as a by-product of cytoplasmic nitrite
reductase (12). The nitric oxide is auto-oxidized to N2O3 when
the culture is exposed to air (56).

For study of nitrosative mutagenesis under hypoxic condi-
tions, E. coli was grown in sealed tubes in a medium containing
nitrate as an electron acceptor (56). In this study, we report our
observation that some strains formed red pellets after they

grew to saturation, whereas other cultures remained almost
white. We show that the red cultures produced tryptophanase
and therefore indole, whereas the white cultures had an un-
suspected tryptophanase mutation. We purified the red com-
pounds and identified them as condensation products of indole
that were probably derived from 3-nitrosoindole, and we stud-
ied the toxicity and possible mutagenicity of the growth con-
ditions.

MATERIALS AND METHODS

Strains, media, and growth conditions. The strains used are listed in Table 1.
Luria-Bertani (LB) media (38) were used for routine growth. Anaerobic growth
medium consisted of LB broth that was supplemented with 40 mM sodium
fumarate, 0.4% glycerol, and 100 mM NaNO3. It was filter sterilized to avoid
destruction of tryptophan by autoclaving. The cultures were placed in screw-cap
tubes or bottles that were overfilled before capping so that they had no air space.
Vogel-Bonner medium E (53) was used as a minimal medium. It was supple-
mented with 0.4% glucose or 0.1% lactose, 10 �g/ml of thiamine, and 100 �g/ml
of required L amino acids. Antibiotics were used at the following concentrations:
streptomycin, 200 �g/ml; kanamycin, 50 �g/ml; chloramphenicol, 20 �g/ml; and
ampicillin, 100 �g/ml.

Tryptophanase assays. Stationary-phase cells were washed by centrifugation
and resuspended in 20 mM potassium phosphate (pH 7.8). Assays were per-
formed with supernatants of sonic extracts using reaction conditions that were
described previously (50), except that 12 mM tryptophan replaced S-o-nitrophe-
nyl-L-cysteine as the substrate, and indole production was measured with Kovac’s
reagent (31). Protein concentrations were determined by the method of Bradford
(8) with the Pierce Coomassie Plus protein reagent.

Isolation and analysis of indole derivatives. Strain RV was inoculated into
anaerobic growth medium and grown to saturation at 37°C in a filled 1-liter
bottle with no air space. The cells were pelleted by centrifugation. The super-
natant was extracted with 1 ml of chloroform. The cell pellet was resuspended in
2 ml of water and extracted with 5 ml of diethyl ether. The samples were
concentrated under a stream of air to about 50 to 100 �l each and applied to a
thin-layer chromatography (TLC) cellulose sheet (Brinkmann MN300), which
was then developed with hexane-ethyl acetate-acetic acid (70:30:1, vol/vol/vol)
(39). For analysis by mass spectrometry, the spots were eluted from multiple
chromatograms with diethyl ether and purified twice more by TLC. Mass spec-
trometry was performed at the Emory University Mass Spectrometry Center
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using samples in acetonitrile or acetonitrile-water (1:1) and a Thermo Electron-
ics LTQ-FTMS machine at 100k resolution. Xcalibur and SciFinder software
were used to determine the probable atomic compositions and identities of
compounds based on their mass/charge (m/z) ratios.

Mutation frequencies. Stationary-phase bacteria were diluted to a concentra-
tion of 2 � 105 cells/ml in anaerobic growth medium and incubated anaerobically
at 37°C for 24 h in multiple screw-cap glass tubes (13 by 100 mm). To score
mutations that resulted in tryptophan independence, the cells were washed by
centrifugation in 10 mM MgSO4, spread on minimal medium lacking tryptophan,
and incubated for 2 days at 37°C. The other markers were scored after further
aerobic growth to allow segregation. About 2 � 107 cells from each 24-h anaer-
obic culture were transferred to 2 ml of fresh LB broth, grown to saturation on
a roller overnight at 37°C, washed twice by centrifugation in 10 mM MgSO4, and
spread on selective media. Before selective plating, samples were removed from
two cultures of each strain to determine the viable cell count by dilution and
plating on LB agar. The selective media were LB agar containing 200 �g/ml of
streptomycin and minimal agar medium containing either 40 �g/ml of 6-azauracil
or 100 �g/ml of L-valine.

Other methods. Generalized transduction with phage P1 dam rev6 was per-
formed as previously described (47). Random insertional mutagenesis was per-
formed by transposition of mini-Tn10dkan (element 103) from a bacteriophage
� vector (33). An insertion in the dgoA gene was identified by inverse PCR (52),
using an endonuclease AluI digest of chromosomal DNA. The Tndkan primers
that were used were CCACCTTAACTTAATGATTTTTACCA and GGTCTG
CCTCGTGAAGAAGG. The PCR product was sequenced by the Macrogen
Corp. (Seoul, Korea), using the same primers. Plasmid isolation (7) and plasmid
transformation (11) were performed as previously described. Digital photo-
graphs were imported into Adobe Photoshop, and their background casts were
adjusted to white by overall changes in the color balance.

RESULTS

Locus for chromophore production. We observed that some
E. coli strains, such as KL16 (5), RV (15), and AB1157 (5),
produced a red cell pellet when they were grown in our nitrate-
containing anaerobic growth medium, whereas the Cupples-
Miller mutation indicator strains (13, 14), such as CC106 (Fig.
1), did not do this. To localize the chromophore, which we

initially believed to be a cytochrome, we tried to release
periplasmic proteins with a chloroform-saturated buffer (1).
Surprisingly, the red color was taken up almost completely by
the chloroform layer, suggesting that it is not associated with a
protein and that the material is located outside the plasma
membrane. Its visible absorption spectrum had a broad peak
extending from 430 nm to 640 nm, with a maximum at 525 nm
(Fig. 2).

The chromophore-producing gene was located by general-
ized transduction. First, strain RV (red phenotype) was mu-
tagenized by random insertion of a mini-Tn10dkan transposon.
Then, P1 phages were grown on the pooled Kanr derivatives
and used to transduce (white) Cupples-Miller strain CC106 to
Kanr. Transductants were picked and grown in sealed micro-
well plates in the anaerobic growth medium to which 20 mM
sodium citrate was added to inhibit phage growth. Of the 380

TABLE 1. Bacterial strains used

Strain Relevant genotypea Source or referenceb

BW386 recA56 srlD300::Tn10 Laboratory collection
BW1177 KD1092 trpA58 nfi-1::cat 41
BW1824 CC106 tna� dgoA::Tn10dkan This study
BW1996 KD1092 uvrA277::Tn10 P1(N3055) � KD1092c

BW1997 KD1092 uvrA277::Tn10
�tnaA739::kan

P1(N3055) � BW2021c

BW2018 RV �tnaA739::kan P1(JW3686-7) � RV
BW2019 RV tnaB::mini-Tn5-lac-tet/1 P1(MT113) � RV
BW2020 RV narG205::Tn10 P1(RK5268) � RV
BW2021 KD1092 �tnaA739::kan P1(JW3686-7) � KD1092
BW2022 KD1092 �tnaA739::kan nfi-1::cat P1(JW3686-7) � BW1175
BW2023 KD1092 recA56 srlD300::Tn10 P1(BW386) � KD1092c

BW2024 KD1092 �tnaA739::kan recA56
srlD300::Tn10

P1(BW386) � BW2021c

CC106 tnaA �(gpt-lac)5 (F� lacZCC106)d 14
JCB387 RV �nirB 15
JW3686-7 �tnaA739::kan 3
KD1092 trpA58 16
MT113 tnaB::mini-Tn5-lac-tet/1 4
N3055 uvrA277::Tn10 CGSCe

RK5268 narG205::Tn10 48
RV �lac tna� 15

a All strains are derivatives of E. coli K-12 and are F� �� unless stated
otherwise. cat, kan, and tet are genes specifying resistance to chloramphenicol,
kanamycin, and tetracycline, respectively.

b Transductions with phage P1 are described as follows: P1(donor) � recipi-
ent.

c Tetracycline-resistant transductants were tested for UV sensitivity (recA).
d The tnaA mutant genotype was found in this study (see Results).
e CGSC, Coli Genetic Stock Center, Yale University (http:://cgsc.biology.yale

.edu).

FIG. 1. Pellets of bacterial cultures grown anaerobically in the
presence of 100 mM nitrate. The photograph shows the lower portions
of tubes containing centrifuged saturated cultures. The strains used
were CC106, a tna mutant (tube A); BW1824, a tna� transductant of
CC106 (tube B); RV (tube C); and BW2018, a tnaA mutant of RV
(tube D).

FIG. 2. Visible spectra of CHCl3-extracted cell pellets. Equal
amounts of saturated cultures were used (see Materials and Methods).
The strains used were RV (tnaA�) (solid line) and BW2018 (tnaA
mutant) (dashed line).
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transductants that were tested, 50 (13%) developed a red
color. These transductants were presumed to have received a
gene from strain RV that was required for chromophore pro-
duction and that was cotransduced with the mini-transposon.
The transductants were then used as transductional donors in
backcrosses with strain CC106. One donor strain produced
97% cotransduction of kanamycin resistance and the red phe-
notype. Its transposon was inserted into dgoA, as determined
by DNA sequencing of an inverse PCR product. The tnaA and
tnaB genes, which are about 15 kb from dgoA (http://www.ncbi
.nlm.nih.gov/nuccore/NC_000913), were likely to be responsi-
ble for the red chromophore. Both of these genes affect the
production of indole from tryptophan. tnaA encodes trypto-
phanase, which breaks down tryptophan to produce indole,
pyruvate, and NH3 (37). tnaB encodes the major tryptophan
permease (59). Indole is known to react with nitrous acid, a
by-product of nitrate metabolism, to produce 3-nitrosoindole,
which condenses with other indole molecules to produce red
compounds (30).

Genetic defect in the Cupples-Miller strains. An attempt
was made to see if strain CC106 is a tnaA mutant or a tnaB
mutant. tnaA is directly upstream of tnaB in the same operon
(37). The specific activity of tryptophanase in this strain was
20% that in BW1824, a red transductant. Although this result
suggests that there is a defect in tnaA, it is also consistent with
the presence of a mutation affecting the permease (TnaB). If
the entry of tryptophan into the cell is blocked, tryptophanase
may not be fully induced. Complementation testing was per-
formed with the ASKA GFP Plus plasmids (32) bearing the
tnaA or tnaB gene. Transformants of CC106 were grown
anaerobically in medium containing chloramphenicol (20 �g/
ml) and the inducing agent isopropyl-�-D-1-thiogalactopyrano-
side (1 mM). Only the strain carrying the tnaA plasmid pro-
duced red cell pellets. Therefore, strain CC106 is a tnaA
mutant, as are, presumably, its chromophore-deficient relatives
(13, 14).

Requirements for chromophore production. Saturated aer-
obic cultures were diluted 104-fold into anaerobic growth me-
dium and grown anaerobically at 37°C. Glycerol in the medium
served as the major electron donor. Nitrate, when present, was
the major electron acceptor, and fumarate was provided as an
alternative. The cell density reached a maximum at 12 h, at
which time the tna� cells were still not red and the pH of the
unbuffered medium was 6.0 to 6.4. Color development oc-
curred between 16 and 20 h as the pH dropped to 5.4 to 5.8.
Similar drops in pH occurred in both tnaA� and tnaA mutant
cultures. The requirements for chromophore production are
summarized in Table 2. They include functional tnaA, tnaB,
and narG (nitrate reductase) genes, hypoxic conditions, nitrate
and tryptophan in the medium, and an acid pH (i.e., an un-
buffered medium). Nitrite reductase (NirB) is not required. To
see if chromophore production required exogenous trypto-
phan, the tryptone and yeast extract in the growth medium
were replaced by vitamin assay Casamino Acids (Difco), a
digest of casein in which tryptophan is destroyed by acid hy-
drolysis. This medium required addition of tryptophan or in-
dole for chromophore production (Table 2). Apparently, the
tryptophan produced by de novo synthesis was not sufficient to
generate a noticeable red color, a conclusion that is reinforced
by a requirement for tryptophan transport (tnaB�) as well.

The hypoxia was probably needed to induce the major ni-
trate reductase (NarGHI), which produces nitrite (22). A low
pH shifts the equilibrium from free nitrite toward molecular
nitrous acid and its anhydride (N2O3), which reacts with indole
(57). The resulting 3-nitrosoindole produces red condensation
products (30). Unexpectedly, nitrite could not replace nitrate
even though nitrite is presumed to be an intermediate. Al-
though the nitrite could be used only at concentrations below
20 mM (above this concentration it was lethal), nitrate pro-
duced a red color even at these concentrations (see Discus-
sion).

Identification of the indole derivatives. The major products
of the nitrosation of indole in vitro are shown in Fig. 3. 3-Ni-
trosoindole, which exists primarily in the oxime form, eventu-
ally forms dimeric and trimeric condensation products (43, 44).
To verify that the chromophores are indole derivatives, they
were extracted from the cells and separated by TLC as de-
scribed in Materials and Methods. Four migrating colored
spots were observed (Fig. 4), which were similar to those pro-
duced when indole was incubated with nitrous acid. Analysis of
the culture supernatant yielded similar results (not shown).
Material was eluted from each spot, repurified by TLC, and
analyzed by mass spectrometry. The compositions of com-
pounds predicted to have m/z ratios closest to those found
corresponded to the compositions of indole derivatives (Table
3). Spots A and B contained primarily (	85%) indole red and
indoxyl red, respectively. Spot C contained an indole trimer
and indoxyl red. The indoxyl red, which gave the spot its red
color, was probably produced after chromatography by rever-
sal of the reaction that formed the trimer (58). The m/z ratios
are the same for 2,2-bis(3�-indolyl)indoxyl (the trimer shown in
Fig. 3) and its isomer, trisindoline (called �-diindyl-isatin in
reference 34), in which the positions of the oxo and diindolyl
substituents are reversed. However, only the former compound
is known to be produced by treatment of indole with nitrous

TABLE 2. Requirements for production of the red chromophores

Conditions Red
pellet

Completea �
�tnaA..................................................................................................�
�tnaB ..................................................................................................�
�narG .................................................................................................�
�nirB...................................................................................................�
�O2

b ...................................................................................................�
�NO3

� ...............................................................................................�
20 mM NO3

� .....................................................................................�
�NO3

� � 20 mM NO2
� .................................................................�

�0.1 M 3-(N-morpholino)propanesulfonic
acid/NaOH buffer (pH 7.8)..........................................................�

Tryptophan-free mediumc �
�tryptophan (0.5 mM) .....................................................................�
�indole (0.5 mM) .............................................................................�

a Cultures were grown to saturation at 37°C in sealed, filled tubes using an
initial concentration of 100 to 200 cells/ml. After 20 h the cultures were centri-
fuged, and the pellets were observed. The complete conditions for chromophore
production included a tna� strain (RV) grown anaerobically in glycerol-fumarate
medium containing 100 mM NaNO3. Additional strains used were BW2018
(tnaA), BW2019 (tnaB), BW2020 (narG), and JCB387 (nirB).

b The culture was aerated by shaking in an open flask.
c Vitamin assay Casamino Acids (Difco) was substituted for tryptone and yeast

extract in the growth medium.
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acid (43) and is therefore shown in Fig. 3. When material in
spot X was rechromatographed for mass spectrometry, it pro-
duced two spots (not shown), the Rf and m/z values of which
corresponded to those of indole red and indoxyl red. The
compound from which these spots were derived could not be
isolated.

In the visible range, indoxyl red has a maximum absorbance
at 522 nm in ethanol (2), which was approximately the maxi-
mum absorbance of the cell extract (Fig. 2). Indole red and
2,2-bis(3�-indolyl)indoxyl have major peaks of absorbance at
445 nm (2) and 400 nm (58), respectively. Although these
compounds were extracted from a cell pellet, they may have
been mostly extracellular, in the form of fine precipitates that
cosedimented with the cells.

Mutation frequencies of tna� and tna mutant strains. nfi
mutants are defective in the repair of deaminated purines and
are therefore unusually susceptible to the mutagenic effects of
nitrosation (41, 56). To explore the possibility that nitrosoin-
dole derivatives might be mutagenic, we measured mutation
frequencies under our anaerobic growth conditions. Both gen-
eral and specific mutation indicators were used. Valine resis-
tance and 6-azauracil resistance may each arise from a variety
of different base pair changes at multiple loci in several genes
(35). On the other hand, reversion of the trpA58 allele is highly
specific for an A � T3G � C transversion at one base pair (60),
and mutations to streptomycin resistance occur at A � T base
pairs in only two codons (19). Nitrous acid-induced mutations
of these alleles to trp� and streptomycin resistance are greatly
enhanced in nfi mutants (24, 41), which are defective in re-
moval of nitrosatively deaminated adenine from DNA. Under
our anaerobic growth conditions, however, the tnaA� and tnaA
mutant strains displayed no marked differences in the mutation
frequencies for the four markers tested (Table 4).

In previous work (41), a tnaA� nfi trpA58 mutant (BW1177)
had a median spontaneous reversion frequency for trpA58 of

FIG. 3. Formation of 3-nitrosoindole and derivatives (based on data from references 2, 29, 30, and 43).

FIG. 4. TLC of chromophores in a CHCl3 extract of strain RV. The
unstained chromatogram was photographed in ambient light. Spot O is
at the origin.

TABLE 3. Identification of indole derivatives by mass spectrometry

Postulated
derivative m/z predicted m/z found TLC

spota

Indoxyl red 247.08659 247.08612 A
Indole trimer 364.14444 364.14379 B
Indole red 262.09749 262.09706 C

a Spot from which the compound was isolated (see Fig. 4).
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7 � 10�10 under aerobic conditions, a value that is comparable
to the value which we obtained in this study during anaerobic
growth (Table 4). However, the absence of any Trp� colonies
in this study raised doubts about the selective media and about
the revertibility of the strain. The correctness of the media and
the absence of hidden auxotrophic markers were confirmed by
placing a drop of a tryptophan solution (25 mg/ml) on the
center of an experimental plate that had failed to yield rever-
tants; after 24 h, there was diffuse growth in the region of the
tryptophan. Mutability was confirmed by applying 5 �l of
the mutagenic alkylating agent methyl methanesulfonate to the
center of plates on which either strain BW1177 or strain
BW2022 was spread. After 48 h, numerous Trp� or valine-
resistant colonies were clustered around the areas of killing
produced by the mutagen.

Toxicity due to indole nitrosation. Although the mutation
frequencies did not differ greatly, the levels of cell survival did.
The growth of tnaA and nfi mutants was studied during pro-
longed anaerobic incubation in the presence of 100 mM nitrate
(Fig. 5A). The growth densities of the tnaA� strains were less
than those of the tnaA mutants. After 18 h of growth, there was

a marked decline in the titer of the tnaA� nfi mutant but not
in the titer of the tnaA nfi double mutant. Moreover, the
surviving tnaA� nfi cells were not normal. After 28 h of incu-
bation in broth culture, the tnaA� strains produced much
smaller colonies on agar than their tnaA mutant counterparts
produced and required an additional day of growth before they
could be counted.

At 28 h, nfi mutant strains BW1177 and BW2022 (Fig. 5A)
reached about same the optical density at 600 nm (within
20%), and microscopic observation revealed no evidence of
aggregation. These results, together with a decline in the num-
ber of CFU between 18 and 28 h, indicate that the tnaA� strain
was selectively killed; a difference in growth rates cannot ex-
plain the progressive loss of viable cells.

Even though there was no enhanced mutagenicity, the
tnaA� cells required a DNA repair enzyme, endonuclease V,
to avoid cell death. To verify that DNA damage occurred,
other DNA repair mutations were studied. The recA recombi-
nase is needed for recombinational (postreplication) repair;
recA mutants have increased sensitivity to almost any DNA-
damaging agent (18). The recA mutant also lost viability after
18 h of anaerobic growth in the presence of nitrate, which was
largely prevented by a mutation in the tnaA gene (Fig. 5B).

A uvrA mutant was studied similarly. uvrA mutants are de-
fective in the repair of bulky adducts in DNA. Even the tnaA-
deficient uvrA mutants had reduced survival (Fig. 5C) com-
pared to the wild type (Fig. 5C). However, the presence of a
tnaA mutation had no noticeable effect on the rate of death
after 18 h (Fig. 5C). Despite this high background of cell death
unrelated to indole production, the uvrA tnaA� strain grew to
about 1/10 the cell density of its tnaA mutant counterpart. The
inocula were checked and found to contain similar numbers of
viable cells. Moreover, when cultures of nfi, recA, or uvrA cells
were grown anaerobically for 28 h in the absence of nitrate,

TABLE 4. Mutation frequencies of tnaA� and tnaA mutant strains
grown anaerobically in the presence of nitrate

Selected
traita

Mutation frequencyb

BW1177 (nfi) BW2022 (nfi tnaA)

Strr 2.6 � 10�9 7.1 � 10�9

AUr 7.6 � 10�7 9.9 � 10�7

Valr 1.0 � 10�7 1.6 � 10�7

Trp� 
2.0 � 10�9 
2.0 � 10�9

a Strr, streptomycin resistance; AUr, resistance to 6-azauracil; Valr, valine
resistance; Trp�, tryptophan independence.

b Each value is the median for at least five independent cultures that were
grown as described in Materials and Methods.

FIG. 5. Susceptibility of DNA repair mutants to the lethal effects of indole production (tnaA� genotype) in the presence of nitrate. For each
strain tested, multiple tubes were inoculated with 2 � 105 bacteria per ml and incubated anaerobically for the indicated times, and then the
preparations were plated on LB medium to determine the concentration of viable cells. The strains (and relevant genotypes) were as follows:
KD1092 (wild type [wt]), BW1177 (nfi), BW2021 (tnaA), and BW2022 (tnaA nfi) (A); BW2023 (recA) and BW2024 (recA tnaA) (B); and BW1996
(uvrA) and BW1997 (uvrA tnaA) (C).
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there were only small differences in titer between the tnaA�

and tnaA mutant derivatives (�20%). Therefore, the observed
lethal DNA damage required both indole formation and the
presence of nitrate, and it occurred mostly after 18 h of growth,
concomitant with a drop in pH and the production of red
derivatives of 3-nitrosoindole.

DISCUSSION

In 1887, it was reported that a broth culture of Vibrio chol-
erae turned red when it was acidified (9). This “cholera red”
reaction, which provided a method to identify the organism, is
based on the production of indole and nitrite in cultures and
the subsequent formation of nitrosoindole derivatives upon
addition of acid (6). In our anaerobic cultures of E. coli, a red
color developed during growth and depended on simultaneous
production of indole (from tryptophan), nitrite (from nitrate),
and acid. Thus, the reaction was blocked by mutations affecting
indole production (tnaA) or nitrate reduction (narG) or by the
presence of a neutralizing buffer. Paradoxically, although ni-
trate was presumably needed only for the production of the
nitrite, it could not be replaced by 20 mM nitrite. This result
was probably due to inhibition of the color reaction by excess
nitrite; when nitrite is added to saturated, acidified cultures of
E. coli, it produces a red color only if its concentration is less
than 0.001% (0.14 mM) (6).

Indoxyl red and the trimer 2,2-bis(3�-indolyl)indoxyl may be
produced by reactions other than nitrosation. They have been
generated in vitro by oxidation of indole, using peracetic acid
(58), by radiation (29), and by catalysis (10, 20). The reactions
proceed through a 3-oxo-indole rather than a 3-nitrosoindole
intermediate. Haemophilus influenzae (49) and Pseudomonas
aureofaciens (25) have also been shown to produce the trimer.
In Haemophilus, the synthesis was shown to depend on the
presence of both nitrate and nitrate reductase. It was conjec-
tured that nitrate reductase might catalyze the oxidation of
indole using nitrate as the electron acceptor. Our results sug-
gest a simpler alternative, nitrosation. In our E. coli cultures,
we found indole red, which contains an isonitroso (oximino)
group, which is a nitroso tautomer and cannot be introduced by
oxidation.

The preferred site of nitrosation of unsubstituted indole is
the C-3 position (40), which leads to the condensation reac-
tions shown in Fig. 3. However, if the C-3 position of indole is
already occupied by a substituent, then the N-1 position is
nitrosated (40). The properties of 3-nitrosoindole should not
be confused with those of the N-1-nitrosoindoles, which have
been extensively studied. For example, the plant growth hor-
mone indole-3-acetonitrile and similar compounds occurring
in food form mutagenic N-1-nitroso derivatives (54). They
damage DNA mainly by transnitrosation, which leads to
deamination and depurination (36). However, less is known
about the effects of 3-nitrosoindole derivatives. A recent survey
of the chemical and biological literature (MedLine, Beilstein,
and Gmelin databases) revealed no publications on the possi-
ble reactions of 3-nitrosoindoles with DNA or its components.

In earlier work in our lab (41, 55, 56), it was found that an
nfi mutant of E. coli is unusually susceptible to nitrosative
mutagenesis. It exhibited an elevated rate of transition muta-
tions induced either by exposure to nitrous acid in vitro or by

anaerobic growth in the nitrate-containing anaerobic medium
used here. However, the source of the endogenous nitrosating
agent (N2O3 or nitrous anhydride) was not molecular HNO2

derived from nitrite but rather NO (nitric oxide) produced in
small amounts as a by-product of nitrite reductase. The muta-
tions did not occur during anaerobic growth but afterward,
when the culture was exposed to air and the NO was auto-
oxidized to N2O3 (56). In contrast, in the present study, HNO2

had to be the proximate source of the N2O3 used for the
production of nitrosoindole; the source could not be NO be-
cause the chromophores were generated in the absence of
oxygen.

The trpA58 allele, which was used in our mutagenesis stud-
ies, is a specific indicator of A � T3G � C transitions (60). Its
HNO2-induced reversion was enhanced by an nfi mutation,
which blocks the repair of nitrosatively deaminated adenine
(hypoxanthine) in DNA (41). The wild-type and nfi mutant
strains (KD1092 and BW1177) that were used in the current
study were the strains that were used previously. In the previ-
ous study, when strains KD1092 and BW1177 were treated
directly with HNO2 so that �3% survived, the nfi mutation
resulted in a 500-fold increase in trpA58 reversion (41). In the
current study, during anaerobic growth, the opposite occurred.
Survival decreased about 1,000-fold without a marked increase
in mutations. Therefore, the killing of the tnaA� nfi mutant
(Fig. 5A) was not mediated by mutagenic transnitrosation.

The nfi-1::cat mutation used in this study is an insertion
mutation that does not affect the expression of nearby genes
(23). Thus, the sensitivity of the mutant to the effects of ni-
trosoindole production is directly attributable to the loss of
endonuclease V activity. The hypothesis that this sensitivity is
due to a DNA repair defect was confirmed by the finding that
a deficiency in two other DNA repair proteins (UvrA and
RecA) also affected growth or survival during nitrosoindole
production. Therefore, 3-nitrosoindole or its products must
damage DNA. In vivo, endonuclease V (Nfi) has been shown
to recognize only deaminated purines (hypoxanthine or xan-
thine), which are mutagenic lesions in DNA (24, 41). In vitro,
however, this enzyme cleaves not only near these lesions (27,
61, 62) but also near any DNA lesion that distorts the second-
ary structure such that a single-stranded or open region is
adjacent to a bihelical region. Among its substrates, for exam-
ple, are DNAs that have been damaged by OsO4, 7-bromo-
methylbenz[a]anthracene, UV light, or acid (17, 21) and DNAs
with base mismatches, flaps, stem-loop structures, or pseudo-Y
structures (63). Although it has not been demonstrated that
these secondary activities are sufficient in vivo to be of any
consequence, our results suggest that endonuclease V may be
needed to repair lesions other than deaminated purines, such
as the unknown lesions generated during nitrosoindole pro-
duction.

Because of the disparity between the mutation rates and the
survival of the DNA repair mutants, the death of these mutants
cannot be attributed to accumulation of lethal base pair
changes. It must be due to replication-blocking lesions. These
lesions may include very bulky DNA adducts and intra- and
interstrand cross-links. UvrA is part of a protein complex that
excises an oligonucleotide containing a bulky adduct, whereas
RecA is a recombinase that enables the patching of almost any
lesion (18). Both of these proteins are involved in the repair of
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cross-linked DNA (18). Nitrous acid itself may produce cross-
links directly (26, 45), but its mutagenicity for nfi mutants
outweighs its lethality (41). Therefore, it is unlikely that the
lethality of 3-nitrosoindole or its derivatives is due to cross-
links generated by transnitrosation. Alternatively, it would be
possible for an indole compound itself to constitute the cross-
link if it were bifunctional, i.e., if it has two reactive groups.
Although none of the compounds shown in Fig. 3 have this
feature, one such compound, a dinitroso-diindole termed
“dinitrosoindole” (Fig. 6), has been isolated after treatment of
indole with nitrous acid (28). This compound may not have
been detected in our cultures because its partially saturated
structure may have rendered it almost colorless. Although our
evidence implies that the DNA-damaging agents were deriva-
tives of nitrosoindole, they may not have been derivatives of
3-nitrosoindole, specifically.

It should be noted that trisindoline (Fig. 6), an isomer of the
trimer shown in Fig. 3, has been shown to have antibacterial
activity. In trisindoline, the substituents at the 2 and 3 positions
are reversed compared with those of our trimer. Trisindoline is
produced by a marine Vibrio (34), and in filter disk assays it
inhibited the growth of E. coli, Bacillus subtilis, and Staphylo-
coccus aureus (34).

A high ratio of toxicity to mutagenesis is a very useful prop-
erty for antineoplastic and antimicrobial compounds. There-
fore, 3-nitrosoindole and its derivatives and their analogs war-
rant further study. Of immediate interest is research on their
possible chemical interactions with DNA.

ACKNOWLEDGMENTS

We are grateful to Carrie L. Flood for her capable technical assis-
tance.

This work was supported by NIH grant ES11163.

REFERENCES

1. Ames, G. F.-L., C. Prody, and S. Kustu. 1984. Simple, rapid, and quantitative
release of periplasmic proteins by chloroform. J. Bacteriol. 160:1181–1183.

2. Astolfi, P., M. Panagiotaki, C. Rizzoli, and L. Greci. 2006. Reactions of
indoles with nitrogen dioxide and nitrous acid in an aprotic solvent. Org.
Biomol. Chem. 4:3282–3290.

3. Baba, T., T. Ara, M. Hasegawa, Y. Takai, Y. Okumura, M. Baba, K. A.

Datsenko, M. Tomita, B. L. Wanner, and H. Mori. 2006. Construction of
Escherichia coli K-12 in-frame, single-gene knockout mutants: the Keio col-
lection. Mol. Syst. Biol. 2:2006.0008.

4. Baca-DeLancey, R. R., M. M. South, X. Ding, and P. N. Rather. 1999.
Escherichia coli genes regulated by cell-to-cell signaling. Proc. Natl. Acad. Sci.
USA 96:4610–4614.

5. Bachmann, B. J. 1996. Derivations and genotypes of some mutant deriv-
atives of Escherichia coli K-12, p. 2460–2488. In F. C. Neidhardt, R.
Curtiss III, J. L. Ingraham, E. C. C. Lin, K. B. Low, B. Magasanik, W. S.
Reznikoff, M. Riley, M. Schaechter, and H. E. Umbarger (ed.), Esche-
richia coli and Salmonella: cellular and molecular biology, 2nd ed. ASM
Press, Washington, DC.

6. Beam, W. E., Jr. 1959. Effect of excess nitrite on tests for indole and the
cholera red reaction. J. Bacteriol. 77:328–330.

7. Berghammer, H., and B. Auer. 1993. “Easypreps”: fast and easy plasmid
minipreparation for analysis of recombinant clones in E. coli. BioTechniques
14:524–528.

8. Bradford, M. M. 1976. A rapid and sensitive method for the quantitation of
microgram quantities of protein utilizing the principle of protein-dye bind-
ing. Anal. Biochem. 72:248–254.

9. Bujwid, O. 1887. Eine chemische Reaction fur die Cholerabacterien. Z. Hyg.
2:52–53.

10. Capdevielle, P., and M. Maumy. 1993. 3-Oxo 3H-indole from dioxygen
copper-catalyzed oxidation of indole: one-flask synthesis of 2-dialkylamino
3-oxo 3H-indoles. Tetrahedron Lett. 18:2953–2956.

11. Chung, C. T., S. L. Niemela, and R. H. Miller. 1989. One-step preparation of
competent Escherichia coli: transformation and storage of bacterial cells in
the same solution. Proc. Natl. Acad. Sci. USA 86:2172–2175.

12. Corker, H., R. K. Poole, H. Corker, and R. K. Poole. 2003. Nitric oxide
formation by Escherichia coli. Dependence on nitrite reductase, the NO-
sensing regulator Fnr, and flavohemoglobin Hmp. J. Biol. Chem. 278:31584–
31592.

13. Cupples, C. G., M. Cabrera, C. Cruz, and J. H. Miller. 1990. A set of lacZ
mutations in Escherichia coli that allow rapid detection of specific frameshift
mutations. Genetics 125:275–280.

14. Cupples, C. G., and J. H. Miller. 1989. A set of lacZ mutations in Escherichia
coli that allow rapid detection of each of the six base substitutions. Proc.
Natl. Acad. Sci. USA 86:5345–5349.

15. Darwin, A., P. Tormay, L. Page, L. Griffiths, and J. Cole. 1993. Identification
of the formate dehydrogenases and genetic determinants of formate-depen-
dent nitrite reduction by Escherichia coli K12. J. Gen. Microbiol. 139:1829–
1840.

16. Degnen, G. E., and E. C. Cox. 1974. Conditional mutator gene in Escherichia
coli: isolation, mapping, and effector studies. J. Bacteriol. 117:477–487.

17. Demple, B., F. T. Gates III, and S. Linn. 1980. Purification and properties of
Escherichia coli endodeoxyribonuclease V. Methods Enzymol. 65:224–231.

18. Friedberg, E. C., G. C. Walker, W. Siede, R. D. Wood, R. A. Schultz, and T.
Ellenberger. 2006. DNA repair and mutagenesis, 2nd ed. ASM Press, Wash-
ington, DC.

19. Funatsu, G., and H. G. Wittmann. 1972. Ribosomal proteins. XXIII. Loca-
tion of amino-acid replacements in protein S12 isolated from Escherichia coli
mutants resistant to streptomycin. J. Mol. Biol. 68:547–550.

20. Ganachaud, C., V. Garfagnoli, T. Tron, and G. Iacazio. 2008. Trimerisation
of indole through laccase catalysis. Tetrahedron Lett. 49:2476–2478.

21. Gates III, F. T., and S. Linn. 1977. Endonuclease from Escherichia coli that
acts specifically upon duplex DNA damaged by ultraviolet light, osmium
tetroxide, acid, or X-rays. J. Biol. Chem. 252:2802–2807.

22. Gennis, R. B., and V. Stewart. 1996. Respiration, p. 217–261. In F. C.
Neidhardt, R. Curtiss III, J. L. Ingraham, E. C. C. Lin, K. B. Low, B.
Magasanik, W. S. Reznikoff, M. Riley, M. Schaechter, and H. E. Umbarger
(ed.), Escherichia coli and Salmonella: cellular and molecular biology, 2nd
ed. ASM Press, Washington, DC.

23. Guo, G., Y. Ding, and B. Weiss. 1997. nfi, the gene for endonuclease V in
Escherichia coli K-12. J. Bacteriol. 179:310–316.

24. Guo, G., and B. Weiss. 1998. Endonuclease V (nfi) mutant of Escherichia coli
K-12. J. Bacteriol. 180:46–51.

25. Hamill, R., R. Elander, J. Mabe, and M. Gorman. 1967. Metabolism of
tryptophans by Pseudomonas aureofaciens. V. Conversion of tryptophan to
pyrrolnitrin. Antimicrob. Agents Chemother. 7:388–396.

26. Harwood, E. A., P. B. Hopkins, and S. T. Sigurdsson. 2000. Chemical syn-
thesis of cross-link lesions found in nitrous acid treated DNA: a general
method for the preparation of N2-substituted 2�-deoxyguanosines. J. Org.
Chem. 65:2959–2964.

27. He, B., H. Qing, and Y. W. Kow. 2000. Deoxyxanthosine in DNA is repaired
by Escherichia coli endonuclease V. Mutat. Res. 459:109–114.

28. Hodson, H., and G. Smith. 1957. Indoles. Part III. The structure of Zatti and
Ferratini’s “dinitrosoindole.” J. Chem. Soc. 1957:3546–3548.

29. Iddon, B., G. O. Phillips, K. E. Robbins, and J. V. Davies. 1971. Radiation
chemistry of aqueous solutions of indole and its derivatives. J. Chem. Soc. B
1971:1887–1892.

30. Kainz, G., and H. Huber. 1959. Zur Kenntnis der anomalen Reaktionen bei

FIG. 6. Other indole derivatives (see Discussion).

VOL. 191, 2009 3-NITROSOINDOLE DERIVATIVES IN E. COLI CULTURES 5375



der Aminostickstoffbestimmung. VI. Die Anomalie des Indols and seiner
Derivate. Microchim. Acta 47:903–907.

31. Kawamura-Sato, K., K. Shibayama, T. Horii, Y. Iimuma, Y. Arakawa, and
M. Ohta. 1999. Role of multiple efflux pumps in Escherichia coli in indole
expulsion. FEMS Microbiol. Lett. 179:345–352.

32. Kitagawa, M., T. Ara, M. Arifuzzaman, T. Ioka-Nakamichi, E. Inamoto, H.
Toyonaga, and H. Mori. 2005. Complete set of ORF clones of Escherichia
coli ASKA library (a complete set of E. coli K-12 ORF archive): unique
resources for biological research. DNA Res. 12:291–299.

33. Kleckner, N., J. Bender, and S. Gottesman. 1991. Uses of transposons with
emphasis on Tn10. Methods Enzymol. 204:139–180.

34. Kobayashi, M., S. Aoki, K. Gato, K. Matsunami, M. Kurosu, and I. Kita-
gawa. 1994. Marine natural products. XXXIV. Trisindoline, a new antibiotic
indole trimer, produced by a bacterium of Vibrio sp. separated from the
marine sponge Hyrtios altum. Chem. Pharm. Bull. (Tokyo) 42:2449–2451.

35. LaRossa, R. A. 1996. Mutant selections linking physiology, inhibitors, and
genotypes, p. 2537–2587. In F. C. Neidhardt, R. Curtiss III, J. L. Ingraham,
E. C. C. Lin, K. B. Low, B. Magasanik, W. S. Reznikoff, M. Riley, M.
Schaechter, and H. E. Umbarger (ed.), Escherichia coli and Salmonella:
cellular and molecular biology. ASM Press, Washington, DC.

36. Lucas, L. T., D. Gatehouse, and D. E. Shuker. 1999. Efficient nitroso group
transfer from N-nitrosoindoles to nucleotides and 2�-deoxyguanosine at
physiological pH. A new pathway for N-nitrosocompounds to exert genotox-
icity. J. Biol. Chem. 274:18319–18326.

37. McFall, E., and E. B. Newman. 1996. Amino acids as carbon sources, p.
358–379. In F. C. Neidhardt, R. Curtiss III, J. L. Ingraham, E. C. C. Lin, K. B.
Low, B. Magasanik, W. S. Reznikoff, M. Riley, M. Schaechter, and H. E.
Umbarger (ed.), Escherichia coli and Salmonella: cellular and molecular
biology, 2nd ed. ASM Press, Washington, DC.

38. Miller, J. H. 1992. A short course in bacterial genetics. A laboratory manual
and handbook for Escherichia coli and related bacteria. Cold Spring Harbor
Laboratory Press, Cold Spring Harbor, NY.

39. Ohara, A., M. Mizuno, G. Danno, K. Kanazawa, T. Yoshioka, and M.
Natake. 1988. Mutagen formed from tryptophan reacted with sodium nitrite
in acidic solution. Mutat. Res. 206:65–71.

40. Rush, K. 1972. Oxidized nitrogen derivatives of indole and indoline, p.
539–600. In W. J. Houlihan (ed.), Indoles, vol. 25. Wiley-Interscience, New
York, NY.

41. Schouten, K. A., and B. Weiss. 1999. Endonuclease V protects Escherichia
coli against specific mutations caused by nitrous acid. Mutat. Res. 435:245–
254.

42. Sedgwick, B. 1997. Nitrosated peptides and polyamines as endogenous mu-
tagens in O6-alkylguanine-DNA alkyltransferase deficient cells. Carcinogen-
esis 18:1561–1567.

43. Seidel, P. 1944. Zur Nitrosierung des Indols. Chem. Ber. 77:797–805.
44. Seidel, P. 1950. Uber Indoxylrot. Chem. Ber. 83:20–26.
45. Shapiro, R., S. Dubelman, A. M. Feinberg, P. F. Crain, and J. A. McCloskey.

1977. Isolation and identification of cross-linked nucleosides from nitrous
acid treated deoxyribonucleic acid. J. Am. Chem. Soc. 99:302–303.

46. Shapiro, R., and S. H. Pohl. 1968. The reaction of ribonucleosides with
nitrous acid. Side products and kinetics. Biochemistry 7:448–455.

47. Sternberg, N. L., and R. Maurer. 1991. Bacteriophage-mediated generalized
transduction in Escherichia coli and Salmonella typhimurium. Methods En-
zymol. 204:18–24.

48. Stewart, V., and C. H. MacGregor. 1982. Nitrate reductase in Escherichia coli
K-12: involvement of chlC, chlE, and chlG loci. J. Bacteriol. 151:788–799.

49. Stull, T. L., L. Hyun, C. Sharetzsky, J. Wooten, J. P. McCauley, Jr., and A. B.
Smith III. 1995. Production and oxidation of indole by Haemophilus influ-
enzae. J. Biol. Chem. 270:5–8.

50. Suelter, C. H., and E. E. Snell. 1977. Monovalent cation activation of tryp-
tophanase. J. Biol. Chem. 252:1852–1857.

51. Taverna, P., and B. Sedgwick. 1996. Generation of an endogenous DNA-
methylating agent by nitrosation in Escherichia coli. J. Bacteriol. 178:5105–
5111.

52. Tchetina, E., and E. B. Newman. 1995. Identification of Lrp-regulated genes
by inverse PCR and sequencing: regulation of two mal operons of Esche-
richia coli by leucine-responsive regulatory proteins. J. Bacteriol. 177:2679–
2683.

53. Vogel, H. J., and D. M. Bonner. 1956. Acetylornithinase of Escherichia coli:
partial purification and some properties. J. Biol. Chem. 218:97–106.

54. Wakabayashi, K., M. Nagao, and T. Sugimura. 1989. Mutagens and carcin-
ogens produced by the reaction of environmental aromatic compounds with
nitrite. Cancer Surv. 8:385–399.

55. Weiss, B. 2001. Endonuclease V of Escherichia coli prevents mutations from
nitrosative deamination during nitrate/nitrite respiration. Mutat. Res. 461:
301–309.

56. Weiss, B. 2006. Evidence for mutagenesis by nitric oxide during nitrate
metabolism in Escherichia coli. J. Bacteriol. 188:829–833.

57. Williams, D. L. H. 1988. Nitrosation. Cambridge University Press, Cam-
bridge, United Kingdom.

58. Witkop, B., and J. B. Patrick. 1951. Addition reactions and Wagner-Meer-
wein rearrangements in the indoxyl series. J. Am. Chem. Soc. 73:713–718.

59. Yanofsky, C., V. Horn, and P. Gollnick. 1991. Physiological studies of tryp-
tophan transport and tryptophanase operon induction in Escherichia coli. J.
Bacteriol. 173:6009–6017.

60. Yanofsky, C., J. Ito, and V. Horn. 1966. Amino acid replacements and the
genetic code. Cold Spring Harbor Symp. Quant. Biol. 31:151–162.

61. Yao, M., Z. Hatahet, R. J. Melamede, and Y. W. Kow. 1994. Deoxyinosine 3�
endonuclease, a novel deoxyinosine-specific endonuclease from Escherichia
coli. Ann. N. Y. Acad. Sci. 726:315–316.

62. Yao, M., Z. Hatahet, R. J. Melamede, and Y. W. Kow. 1994. Purification and
characterization of a novel deoxyinosine-specific enzyme, deoxyinosine 3�
endonuclease, from Escherichia coli. J. Biol. Chem. 269:16260–16268.

63. Yao, M., and Y. W. Kow. 1996. Cleavage of insertion/deletion mismatches,
flap and pseudo-Y DNA structures by deoxyinosine 3�-endonuclease from
Escherichia coli. J. Biol. Chem. 271:30672–30676.

5376 KWON AND WEISS J. BACTERIOL.


