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Helicobacter pylori infection of the human stomach is associated
with disease-causing inflammation that elicits DNA damage in
both bacterial and host cells. Bacteria must repair their DNA to
persist. The H. pylori AddAB helicase-exonuclease is required for
DNA repair and efficient stomach colonization. To dissect the role
of each activity in DNA repair and infectivity, we altered the AddA
and AddB nuclease (NUC) domains and the AddA helicase (HEL)
domain by site-directed mutagenesis. Extracts of Escherichia coli
expressing H. pylori addAN"B or addABNYC mutants unwound
DNA but had approximately half of the exonuclease activity of
wild-type AddAB; the addANYCBNUC double mutant lacked
detectable nuclease activity but retained helicase activity. Extracts
with AddA™ "B lacked detectable helicase and nuclease activity.
H. pylori with the single nuclease domain mutations were some-
what less sensitive to the DNA-damaging agent ciprofloxacin than
the corresponding deletion mutant, suggesting that residual nucle-
ase activity promotes limited DNA repair. The addAN"C and
addA™F" mutants colonized the stomach less efficiently than the
wild type; addBNYC showed partial attenuation. E. coli ArecBCD
expressing H. pylori addAB was recombination-deficient unless
H. pylori recA was also expressed, suggesting a species-specific
interaction between AddAB and RecA and also that H. pylori
AddAB participates in both DNA repair and recombination. These
results support a role for both the AddAB nuclease and helicase in
DNA repair and promoting infectivity.

Infection of the stomach with Helicobacter pylori causes a
variety of diseases including gastritis, peptic ulcers, and gastric
cancer (1). A central feature of the pathology of these condi-
tions is the establishment of a chronic inflammatory response
that acts both on the host and the infecting bacteria (2). Both
epithelial (3, 4) and lymphoid (5, 6) cells in the gastric mucosa of
infected individuals release DNA-damaging agents that can
introduce double-stranded (ds)? breaks into the bacterial chro-
mosome (7). The ds breaks must be repaired for the bacteria to
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survive and establish chronic colonization of the stomach.
Homologous recombination is required for the faithful repair of
DNA damage and bacterial survival. Alteration of the expres-
sion of one of a series of cell surface proteins on H. pylori occurs
by an apparent gene conversion of babA, the frequency of
which is reduced in repair-deficient strains (8, 9). This change
in the cell surface, which may allow H. pylori to evade the host
immune response, is a second means by which recombination
can promote efficient colonization of the stomach by H. pylori.

The initiation or presynaptic steps of recombination at
dsDNA breaks in most bacteria involves the coordinated action
of nuclease and helicase activities provided by one of two mul-
tisubunit enzymes, the AddAB and RecBCD enzymes (10).
Escherichia coli recBCD null mutants have reduced cell viabil-
ity, are hypersensitive to DNA-damaging agents, and are
homologous recombination-deficient (11-14). Similarly,
H. pylori addA and addB null mutants are hypersensitive to
DNA-damaging agents, have reduced frequencies of babA gene
conversion, and colonize the stomach of mice less efficiently
than wild-type strains (8).

The activities of RecBCD enzyme from E. coli (15-19) and
AddAB from H. pylori (8) or Bacillus subtilis (20—23) indicate
some common general features of the presynaptic steps of DNA
repair. In the case of E. coli, repair begins when the RecBCD
enzyme binds to a dsDNA end and unwinds the DNA using its
ATP-dependent helicase activities (17, 24). Single-stranded (ss)
DNA produced during unwinding, with or without accompa-
nying nuclease, is coated with RecA protein (16, 25). This
recombinogenic substrate engages in strand exchange with a
homologous intact duplex to form a joint molecule. Joint mol-
ecules are thought to be converted into intact, recombinant
DNA either by replication or by cutting and ligation of
exchanged strands (26).

Although the AddAB and RecBCD enzymes appear to play
similar roles in promoting recombination and DNA repair, they
differ in several ways. RecBCD is a heterotrimer, composed of
one copy of the RecB, RecC, and RecD gene products (27),
whereas AddAB has two subunits, encoded by the addA and
addB genes (21, 28). The enzyme subunit(s) responsible for
helicase activity can be inferred from the presence of conserved
protein domains or the activity of purified proteins. AddA,
RecB, and RecD are superfamily I helicases with six highly con-
served helicase motifs, including the conserved Walker A box
found in many enzymes that bind ATP (29-32). A Walker A
box is defined by the consensus sequence (G/A)XXGXGKT (X
is any amino acid (29). RecBCD enzymes in which the con-

JOURNAL OF BIOLOGICAL CHEMISTRY 16759

600Z ‘61 SUN[ UO JBJUSD YoIBasay JOdUBRD UOSUIYdINH paid - Aleiqi] pjouly 18 610 ogl-mmm wo.y papeojumoq



" ASBMB

The Journal of Biological Chemistry

H. pylori AddAB Activities in DNA Repair and Infection

served Lys in this motif is changed to GIn have a reduced affinity
for ATP binding (33, 34) and altered helicase activity (17,
35-37).

A nuclease domain with the conserved amino acid sequence
LDYK is found in RecB, AddA, AddB, and many other nucle-
ases (38). The conserved Asp plays arole in Mg®" binding at the
active site; Mg®>" is required for nuclease activity (39). The
recB1080 mutation, which changes codon 1080 from the con-
served Asp in this motif to Ala, eliminates nuclease activity (39).

We have recently shown that addA and addB deletion
mutants are hypersensitive to DNA-damaging agents and
impaired in colonization of the mouse stomach compared with
wild-type strains (8). To determine the roles of the individual
helicase and nuclease activities of H. pylori AddAB in DNA
repair and infectivity, we used site-directed mutagenesis to
inactivate the conserved nuclease domains of addA and addB
and the conserved ATPase (helicase) domain of AddA. Here,
we report that loss of the AddAB helicase is sufficient to impair
H. pylori DNA repair and infectivity and, when the genes are
expressed in E. coli, homologous recombination. AddAB
retains partial activity in biochemical and genetic assays when
either of the two nuclease domains is inactivated but loses all
detectable nuclease activity when both domains are inactivated.
Remarkably, H. pylori AddAB can produce recombinants in
E. coli only in the presence of H. pylori RecA, suggesting a spe-
cies-specific interaction in which AddAB facilitates the produc-
tion of ssDNA-coated with RecA protein. Our results show that
both the helicase and nuclease activities are required for the
biological roles of H. pylori AddAB.

EXPERIMENTAL PROCEDURES

Bacterial Strains, Plasmids, and Growth Conditions—E. coli
and H. pylori strains with their genotypes are listed in Table S1.
Plasmids are listed in Table S2. Allele numbers and designa-
tions for polypeptides with nuclease (NUC) or helicase (HEL)
mutations are indicated as superscripts for clarity. E. coli strains
were constructed by CaCl,-mediated transformation; fresh
transformants were made prior to each experiment. H. pylori
strains were constructed by natural transformation. E. coli and
H. pylori strains were cultured as described by Amundsen et al.
(8).

Mutant Construction—Mutations in the nuclease (addANY¢
and addBNY©) and helicase motifs (addA™*") were introduced
into pSA405 (pDuet-1 with addA and addB (8)) using the
QuikChange II XL site-directed mutagenesis kit (Stratagene)
according to the manufacturer’s instructions. Oligonucleotides
(Integrated DNA Technologies) carrying the desired mutations
are listed in Table S3. Plasmids with the targeted mutations
were identified by sequencing and introduced into E. coli strain
V3060. Helicase and nuclease motif mutant alleles were intro-
duced into H. pylori at the rdxA locus by natural transformation
(40) of the relevant NSH57-derived deletion strain (8) with
derivatives of the pRdxA vector (41) containing the appropriate
point mutant gene subcloned from pSA405 derivatives
described above. In all cases expression was driven from the
endogenous promoter of the rdxA locus.

Genetic Assays—Recombination proficiency was measured
in crosses as described previously (42) using E. coli Hfr donor
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strain V1306 (his*rpsL™; PO44) and F~ recipients (hisG4
rpsL31) carrying plasmids expressing E. coli recBCD, H. pylori
addAB, H. pylori recA, or combinations of these and lacking
E. coli chromosomal recA or recBCD null alleles. Selection was
for His™ Str®.

Cell-free Extract Preparation and Assays—Cell-free extracts
were prepared and assayed for helicase and nuclease activities
as described (8).

Ciprofloxacin Sensitivity Testing—For H. pylori, ~3 X 10’
bacteria were inoculated on horse blood plates. For E. coli,
~1 X 107 bacteria were inoculated on LB agar plates. A single
E-test strip (AB Biodisk) was placed in the center of each plate,
and plates were incubated at 37 °C for 2—4 days (H. pylori) or 1
day (E. coli). The minimal inhibitory concentration (MIC) was
determined according to the manufacturer’s instructions.

Mouse Infections—Female C57BL/6 mice 24-28 days old
were obtained from Charles River Laboratories and certified
free of endogenous Helicobacter infection by the vendor. The
mice were housed in sterilized microisolator cages with irradi-
ated PMI 5053 rodent chow and autoclaved corncob bedding,
and acidified reverse osmosis-purified water was provided ad
libitum. All studies were done under the practices and proce-
dures of Animal Biosafety Level 2. The facility is fully accredited
by the Association for Assessment and Accreditation of Labo-
ratory Animal Care International, and all activities were
approved by the Fred Hutchinson Cancer Research Institu-
tional Animal Care and Use Committee.

Groups of five mice were infected with H. pylori via oral
gavage. After 1 week bacteria were recovered, and a competitive
index was calculated as described (8).

RESULTS

Construction of addAB Nuclease and Helicase Mutants—To
assess the role of the nuclease and helicase activities of AddAB
in DNA repair, recombination, and infectivity, we genetically
inactivated one or another function. Nuclease and helicase
domains were identified by comparing the amino acid
sequences of H. pylori AddA and AddB with known motifs in
E. coli RecB and RecD and in B. subtilis AddA and AddB (8, 20,
32, 38, 39, 43, 44). To inactivate the putative AddA helicase, we
targeted the Walker A box responsible for ATP binding by
changing codon 18 from Lys to Gln (K18Q), here designated
AddAMF", The nuclease domains of AddA and AddB were iden-
tified by the conserved RecB nuclease motif LDYK. To inacti-
vate the nuclease domain, we changed the Asp in this motif to
Ala in addA (D897A) or in addB (D667A), here designated
AddANYE or AddBNYS, respectively. Mutations were intro-
duced into the addAB genes carried on an E. coli expression
vector. For analysis in H. pylori, mutant alleles were integrated
and expressed at the rdxA locus, and the endogenous locus was
deleted (8, 41).

Both AddA and AddB Have ATP-dependent dsDNA Exonu-
clease Activity—We assayed nuclease activity, as acid-soluble
products of radioactive DNA, in extracts of E. coli cells with a
chromosomal recBCD deletion (ArecBCD) bearing a plasmid
encoding the wild-type or mutant addAB alleles. Extracts from
cells without AddAB (vector control), AddAME'B, and the
AddANY“BNYC extract had very little ATP-dependent nuclease
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activity, indicating that inactivating both nuclease domains or
the single helicase domain eliminates detectable exonuclease
activity (Table 1). The AddA™*"B enzyme likely fails to degrade
DNA because, as for the RecBCD enzyme, the exonuclease acts
almost exclusively during DNA unwinding (45-49). In con-
trast, inactivating the single nuclease motif in addA or in addB
reduced the nuclease activity to about half that of the wild type
(Table 1). This suggests that the individual nuclease domains
of AddA and AddB can act independently during DNA
unwinding.

We next measured the nuclease activity of mutant and wild-
type AddAB enzymes in intact cells. In E. coli, the nuclease
activity of RecBCD enzyme degrades the DNA of phage T4
lacking the protective gene 2 protein; this restriction greatly
reduces the efficiency of plating (EOP) of phage T4 gene 2
mutants (50, 51). In E. coli ArecBCD cells, expression of AddAB
or AddANY“B or AddABNY reduced the EOP to about 10> of
that with the vector control (Table 1). The EOP was ~1 on cells
with addA"™* or addANY“BNY€, indicating that phage plating
was not restricted in these cells, consistent with the absence of
nuclease activity in assays of the corresponding extracts (Table
1). The strong reduction of EOP on addANY““B or addABNY“
cells indicates that each of the two nuclease domains has signif-

TABLE 1

Mutations in either the nuclease or helicase domain of AddAB
reduce or eliminate exonuclease activity in cells and in cell-free
extracts

ATP-d dent d Efficiency of
-dependent ds lating®
pll\;‘rllﬁga Codon change DNA exonuglease p;tig
activity’ T4 4 gene 2
mutant
Vector NA“ 17 %5 1.0 1.0
AB None 594 + 65 09 1.8x10°°
ANYCB D897A 210 = 32 1.1 22x107*
ABNYC D667A 225 * 44 08 11x10°°
ANVEBNUC D897A and D667A 286 0.9 0.7
AMELB K18Q 31+9 1.2 0.8

“ Plasmids are derivatives of pPETDuet-1 encoding the indicated AddAB subunits.

? Units/mg extract protein (46). Extracts were prepared from transformants of
E. coli strain V3060 (ArecBCD2731 (kan) DE3) with pETDuet-1 or the indicated
derivatives. Cells were harvested 35 h after induction with 1 mm isopropyl 1-thio-
B-p-galactopyranoside. Data are the mean * S.E. from at least six independent
extracts.

¢ Phage titer on E. coli strain V3060 (ArecBCD2731 (kan) DE3) with the indicated
plasmid divided by the phage titer on strain V3060 with the vector pETDuet-1.
Data are the means from two experiments. At least 60 plaques were counted for
each determination.

4 NA, not applicable.

M AddAB AddANUCB | AddABNUC | AddAMELB
03 09 12103 09 12)03 09 12|03 09 1.2

ds

55

AddAB
03 09 12 |03 08

icant nuclease activity, as observed in cell-free extracts (Table
1). Thus, both the intracellular and cell-free extract results sug-
gest that the single nuclease domains can act independently but
are dependent on the helicase for detectable nuclease activity.

Helicase Activity of addAB Mutants—The AddAB and
RecBCD enzymes unwind linear dsDNA in an ATP-dependent
reaction. We measured helicase activity under reaction condi-
tions that minimize nuclease activity, with excess ATP relative
to Mg>" (45). Cell-free extracts were reacted briefly (2 min) with
the **P end-labeled substrate, and the products were separated by
agarose gel electrophoresis and visualized by autoradiography.
Extracts containing AddAB, AddANY“B, AddABNYS, or Add-
ANYEBNYC unwound dsDNA, producing similar amounts of
ssDNA products (Fig. 1). As expected, mutation of one or both of
the nuclease motifs had no apparent effect on the helicase activity.
In contrast, inactivation of the AddA ATP-binding domain
(AddA™F'B) abolished helicase activity, and no ssDNA was
detected even with more than 10 times the amount of extract pro-
tein that gave detectable unwinding with the other strains (Fig. 1).

Collectively, the experiments described above demonstrate
that site-directed mutations in the nuclease and helicase
domains of AddA or AddB altered the expected target activities
(Table 1 and Fig. 1). We next determined how loss of these
activities affected DNA repair, recombination, and infectivity.

Sensitivity of H. pylori addAB Mutants to DNA-damaging
Agents—AddAB plays a central role in DNA repair, and addAB
null mutants are sensitive to DNA-damaging agents (8, 32). We
wished to determine in H. pylori whether inactivation of the
helicase domain or one or both of the nuclease domains of
AddAB increased the sensitivity of cells to the DNA gyrase
inhibitor ciprofloxacin. Ciprofloxacin induces ds breaks in the
DNA, a target for AddAB-mediated repair (52-54). H. pylori
strains with chromosomal addA or addB deletions had a lower
MIC of ciprofloxacin than the wild type (Fig. 2).

To compare the phenotype of wild type and nuclease or heli-
case mutants, addA or addB alleles (wild type or mutant) were
inserted into the chromosomal rdx locus, at which inserted
genes are often overexpressed compared with the normal chro-
mosomal location (8, 43). H. pylori strains with a mutation in
the helicase motif (addA™ ") or the nuclease motif of either
addA or addB (addANYC or addBNYC) had a lower MIC of
ciprofloxacin than wild-type addAB at rdx (Fig. 2). These data

AddAHELB
12 6 3

AddaNUcgnuC M
1.2

Extract
1.5 08 04 0.2 ugextrac

FIGURE 1. The AddAE" alteration eliminates DNA unwinding activity, but the AddANYC and AddB"V€ alterations do not. Extracts were prepared from
E. colistrain V3060 (ArecBCD2731 DE3) carrying derivatives of pSA405 expressing H. pylori AddAB proteins as indicated. The indicated amounts of protein were
reacted at 37° for 2 min with *?P 5’-end labeled linearized pBR322 in reaction buffer containing 5 mm ATP and 2 mm Mg?*. The products of the reaction were
separated by agarose gel electrophoresis and autoradiographed. The positions of the dsDNA substrate (ds) and unwound ssDNA (ss) are indicated.
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suggest that AddAB helicase and nuclease are required for
repair of ciprofloxacin-induced damage.

Homologous Recombination in E. coli Requires Both Wild-
type H. pylori AddAB and RecA—DNA damage induced by cip-
rofloxacin is thought to be repaired by homologous recombi-
nation between the damaged DNA and an intact duplex.
Recombination proficiency can be measured quantitatively in
E. coli following conjugation with an Hfr strain, which intro-
duces broken DNA into the recipient cells. Because both
AddAB and RecBCD have helicase and nuclease activities
(Table 1 and Fig. 1), we tested the ability of wild-type and
mutant AddAB to promote recombination in E. coli recipients
lacking RecBCD, an enzyme essential for recombination in
E. coli Hfr crosses (11, 12, 14).

To measure conjugation, we expressed H. pylori AddAB
from plasmids in E. coli hisG rpsL (His™ Str®) strains with a
chromosomal recBCD deletion. These strains were mated with
an rpsL™ Hfr strain that transfers 4isG ™" early, and His " [Str¥]
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addAB* AaddB AaddB AaddB AaddA AaddA AaddA AaddA
addBNUC addB* addANUC add AHEL addA*

FIGURE 2. Both AddAB nuclease and helicase activities are required for
H. pyloriwild-type resistance to ciprofloxacin. The minimal inhibitory con-
centration of ciprofloxacin for each strain was determined using E-test strips;
the mean = S.E.isindicated (n = 3-5). Strains are derivatives of H. pylori strain
NSH57. The wild-type or mutant NUC or HEL addAB allele was integrated at
the rdx locus, and the corresponding endogenous locus was deleted.

TABLE 2

recombinants were selected (42). The recombinant frequency
in the recB21 null mutant was reduced more than a thousand-
fold compared with that in a recBCD™ strain (Table 2, compare
crosses 1 and 2). Surprisingly, strains expressing wild-type
AddAB were as recombination-deficient as recB21 (Table 2,
cross 5). Strains expressing AddA or AddB with altered nucle-
ase or helicase domains were also recombination-deficient
(data not shown). This suggests that the nuclease and helicase
activities provided by wild-type H. pylori AddAB are not able to
produce viable recombinants in E. coli.

In E. coli, RecBCD enzyme appears to interact with RecA
protein during the presynaptic stages of homologous recombi-
nation, loading RecA onto DNA to produce a recombinogenic
ssDNA filament (16); this activity is required to produce recom-
binants (55). We tested the possibility that AddAB did not sup-
port recombination in E. coli because it was unable to load
E. coli RecA protein onto DNA. RecA protein is required for
Hfr conjugation (56); the recombinant frequency in recBCD™
E. coli was reduced more than a thousand-fold in the presence
of recA56, a recA null allele (Table 2, cross 3). When both H. py-
lori AddAB and RecA were expressed in E. coli, the recombi-
nant frequency was increased more than 250-fold relative to
that in strains with either H. pylori AddAB or RecA alone; this
increase is statistically significant (p < 0.0001) (Table 2, crosses
6,7,and 9). A similar increase was obtained when H. pylori recA
was expressed in a recA56 background with H. pylori addAB
(Table 2, cross 8). These results indicate that H. pylori AddAB
and RecA must interact to produce viable recombinants. Such a
species-specific interaction could be explained if, like E. coli
RecBCD, AddAB facilitates the loading of RecA onto ssDNA.
The observed specificity was also true for E. coli RecBCD: H. py-
lori RecA did not complement a recA null mutation (Table 1,
cross 6).

Because repair of DNA damage can occur by homologous
recombination, we tested whether co-expression of H.pylori
addAB and recA could reduce the sensitivity of an E. coli
recBCD deletion strain to UV light or to the DNA gyrase inhib-
itor, ciprofloxacin. Both agents lead to the production of
dsDNA breaks. The strains expressing H. pylori addAB alone

H. pylori AddAB nuclease and helicase activities, as well as H. pylori RecA, are required to promote homologous recombination in E. coli

recBCD or addAB allele” recA allele” )
Cross - - Hfr recombinant frequency”
Chromosome Plasmid Chromosome Plasmid
% His™ [Str"]
1 recBCD™ recA* 5.6 £ 0.4
2 recB21 recA* 0.001 £ 0.0008
3 recBCD* recAS6 0.004, 0.002
4 ArecBCD2731 recBCD* recA" 43 +0.2
5 ArecBCD2731 addAB* recA* 0.002 = 0.0006
6 recBCD* recA56 Hp recA™ 0.002 + 0.001
7 recBCD* addAB* recA56 0.002, 0.001
8 ArecBCD2731 addAB™ recAS6 Hp recA™ 0.1,0.1
9 ArecBCD2731 addAB" recA”™ Hp recA™ 0.5+0.1
10 ArecBCD2731 addAN"“B recA* Hp recA™* 0.05 = 0.01
11 ArecBCD2731 addABNYC recA™ Hp recA™ 0.06 = 0.01
12 ArecBCD2731 addANY<BNYC recA™ HprecA™* 0.002 = 0.003
13 ArecBCD2731 addA"E- recA”" Hp recA* 0.001 = 0.0004

“ Strains are transformants of E. coli strain V3060 (ArecBCD2731 (kan) DE3) or V3063 (recA56 DE3) with plasmid pMR3 (recBCD™), pSA405 (addAB™), or derivatives of pSA405

carrying the indicated addAB mutant alleles (see supplemental Table S2).

® Strains have the indicated E. coli chromosomal recA alleles with or without plasmid pSA502 expressing the H. pylori recA™ gene.
¢ Data are the mean * S.E. from 3 to 6 independent matings, except where data from two independent experiments are shown. For cross 9, p < 0.0001 compared with cross 5.

For crosses 10 and 11, p < 0.005 compared with cross 5.
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FIGURE 3. H. pylori AddAB and RecA restore partial UV resistance to an
E. coli ArecBCD strain. Strains are transformants of E. coli strain V3060 with
the indicated proteins expressed from plasmids. Cultures were grown to mid-
log phase at 37 °C in LB with appropriate antibiotics, harvested by centrifu-
gation, resuspended in 10 mm MgSO,, exposed to UV light, and plated on LB
agar plates containing appropriate antibiotics. Survival is the fraction of initial
colony-forming units surviving after exposure to the indicated fluence of UV
light. The data shown are representative of three independent experiments.
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FIGURE 4. H. pylori AddAB and RecA are required to restore partial cipro-
floxacin resistance to an E. coli ArecBCD strain. Strains are transformants
of E. coli strain V3060 with the indicated alleles on plasmids. Cultures were
grown to mid-log phase at 37 °Cin LB with appropriate antibiotics and spread
on LB plates. The minimal inhibitory concentration (mean = S.E,; n = 3) of
ciprofloxacin as determined with E-test strips is indicated.

addAB addAB
+

recA

None

were about as sensitive to UV light as a strain with the recB null
allele (recB21) (Fig. 3). The E. coli strain with both H. pylori
AddAB and H. pylori RecA showed greater resistance to UV
light, approaching the resistance of the E. coli wild type. A sim-
ilar pattern was observed in the sensitivity to ciprofloxacin (Fig.
4). The MIC for the E. coli strain expressing H. pylori addAB
and recA was similar to that for recBCD™ E. coli. Strains
expressing H. pylori addAB or recA alone were about as sensi-
tive to ciprofloxacin as a recBCD null mutant. These data fur-
ther support a species-specific interaction between AddAB and
RecA in DNA repair.

We next tested the role of the AddAB helicase and nuclease
activities in promoting Hfr recombination in E. coli expressing
H. pylori recA. The recombinant frequency in strains with a
single nuclease domain alteration (AddANY“B or AddABN")
was reduced about 10-fold compared with that with the fully
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FIGURE 5. AddAB nuclease and helicase activities are required for wild-
type H. pylori stomach colonization. Mice were orally infected with a 1:1
mixture of the indicated H. pylori strains. After 1 week the bacteria colonizing
the stomach were harvested and the competitive index determined (ratio of
nuclease or helicase mutant to deletion or wild type (WT) in the output cor-
rected for the input ratio). Each datum is the Cl from one mouse. Open symbols
indicate mice from which only wild-type or deletion mutant bacteria were
recovered and represent an upper limit on the competitive index with 95%
confidence (Poisson distribution). Similarly, black symbols indicate animals in
which only the nuclease or helicase mutant was recovered and represent a
lower limit on the competitive index with 95% confidence. Gray symbols indi-
cate animals where both strains in the inoculum were recovered at 1 week.
The results of infections with two different addA"® clones are indicated by
circles and squares. Cl < 1 indicates a colonization defect, and Cl > 1 indicates
out-competition.

wild-type combination (AddAB with H. pylori RecA) but was
significantly greater than that in the crosses without H. pylori
RecA (p < 0.005; Table 2, crosses 10 and 11). AddANY<BNVC
and AddA™*'B were as recombination-deficient as a null
mutant even in the presence of H. pylori RecA (Table 2, crosses
12 and 13). Taken together, these data indicate that both the
nuclease and helicase activities of AddAB are required for DNA
repair and homologous recombination but that a single nucle-
ase domain in AddAB can provide sufficient activity to produce
recombinants, although at a reduced level.

H. pylori AddAB Nuclease and Helicase Are Required for Effi-
cient Colonization of the Mouse Stomach—Deletion of recA,
addA, or addB reduces the efficiency of H. pylori stomach col-
onization in mice (8), suggesting a role for DNA repair during
infection. To further explore the importance of AddAB during
infection, we determined the contribution of distinct AddAB
biochemical activities to infectivity.

We first tested the ability of H. pylori AddAB nuclease or
helicase mutants to colonize mice following co-infection with
wild-type bacteria. After 1 week, we recovered bacteria from
the stomach and calculated a competitive index (CI), the ratio
of mutant to wild-type bacteria recovered. A CI of less than 1 for
a mutant indicates a colonization defect relative to wild-type.
The addANY“B and addA™*"B strains had a CI of 0.1 or less in
all mice tested, indicating a deficiency comparable with that of
addAB null mutants (Fig. 5) (8). In fact, no mutant bacteria were
recovered from infections with the addAN"“B strain; mutant
bacteria were recovered in only 1 of 10 mice with the addA"**B
mutant. The addABYYC strain demonstrated considerable
mouse-to-mouse variation. In four mice the CI was less than 1;
two mice yielded no mutant bacteria, but in one mouse the
mutant colonized to a higher level than wild-type. These data
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indicate that in most cases, full AddAB nuclease activity is
required to maintain H. pylori viability during mouse coloniza-
tion; the activity provided by a single nuclease domain is not
sufficient. The addA™*"B strain was as deficient as the addA
null mutant (8) in colonization activity, further demonstrating
the role of helicase and nuclease activities in supporting infec-
tion (Table 1 and Fig. 1).

We next compared the infectivity of H. pylori addAN"“B,
addABNYC or addA™ B to AaddA or AaddB; the deletion
strains lack nuclease activity and are deficient in DNA repair
and colonization (8). Similarly, extracts of H. pylori expressing
the AddA or AddB subunit alone lack ATP-dependent dsDNA
exonuclease activity, suggesting that both subunits are required
for nuclease activity (8). As expected, the partial nuclease activ-
ity of H. pylori addAN"“B or addABNY“ allowed more efficient
colonization than AaddA or AaddB strains (Fig. 5).

Remarkably, the CI for addA*™*"B relative to AaddA in 10
mice was 0.1 or less, indicating that the helicase mutant was
more deficient in colonization than a strain that expressed
only the AddB subunit (Fig. 5). This suggests that AddA™F"B
is stably expressed during infection and that there is an activ-
ity remaining in the enzyme that reduces the viability of
H. pylori during colonization. Under the “Discussion” we
have suggested an explanation for this observation. Collec-
tively, these results indicate that the nuclease and helicase
activities of AddAB are required to maintain H. pylori viabil-
ity for efficient colonization.

DISCUSSION

Repair of DNA damage is required to maintain viability in all
organisms. In pathogenic bacteria such as H. pylori DNA
repair is required to reverse host-inflicted damage that occurs
as a consequence of the immune response, which releases
agents, including reactive oxygen species, that introduce ds
breaks into the bacterial chromosome (7). Failure to repair such
damage limits bacterial colonization of the host. A central com-
ponent and initiating agent of the repair pathway of many bac-
teria is the AddAB or closely related RecBCD enzyme. These
enzymes use a complex set of activities to repair DNA damage
by homologous recombination. We reported previously that
H. pylori AddAB promotes DNA repair and is required for effi-
cient colonization of the stomach (8). Here, we used site-di-
rected mutagenesis of functional enzyme motifs to dissect the
role of the ATP-dependent ds exonuclease and helicase activi-
ties of H. pylori AddAB. We found that both activities were
required for repair and efficient colonization of the stomach in
a mouse model.

Mutations Inactivating the H. pylori AddAB Nucleases and
Helicase—The RecB, AddA, and AddB proteins of E. coli,
B. subtilis, and H. pylori share the RecB nuclease motif involved
in binding Mg>* to the nuclease active site (8, 20, 38, 57, 58). A
mutation changing the aspartic acid to alanine in AddA
(D897A) and AddB (D667A) together eliminated nuclease
activity (AddANYSBNYS; Table 1). Interestingly, the same
codon change in only one or the other subunit reduced, by
about half, the specific activity of the corresponding mutant
enzymes (Table 1). This indicates that the nuclease domains of
AddA and AddB can act independently during DNA unwind-
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ing. Yeeles and Dillingham (20) have shown that each subunit of
B. subtilis AddAB degrades one strand of a DNA duplex. This
dual nuclease mechanism is consistent with the data reported
here. The observation that an H. pylori addA or addB deletion
strain lacks ATP-dependent nuclease activity (8) indicates,
however, that the subunits cannot act alone. We infer that there
is a complex interaction of AddAB subunits as there is for the
subunits of the E. coli RecBCD enzyme (55, 59 — 65).

The helicase activity of AddAB converts dsDNA to ssDNA in
an ATP-dependent reaction. The ssDNA intermediate is
thought to invade a homologous duplex following the initiating
steps of homologous recombination. Mutations that change a
lysine to glutamine in the ATP-binding domain reduce the
affinity of ATP binding and alter the activity of other helicases
(17, 32-34, 36, 37, 66). Cell-free extracts containing AddA™*"B
enzyme failed to unwind DNA, although those containing
AddANYSB, AddABNYS, or AddANY“BNYC produced similar
amounts of ssDNA as extracts containing AddAB enzyme (Fig.
1). The importance of helicase activity to the overall mecha-
nism of enzyme action is demonstrated by the absence of
dsDNA exonuclease activity in AddA™"B extracts (Table 1).
This suggests, as with RecBCD enzyme, that the exonucleolytic
degradation occurs during or after DNA unwinding.

Evidence for Species-specific Interactions of RecA and
RecBCD or AddAB—Genes encoding a representative of the
AddAB and RecBCD classes of enzymes are found in nearly all
of the bacterial genomes sequenced (67, 68).> This suggests a
common need for ATP-dependent exonucleases and helicases
in DNA metabolism and raises the possibility that the gene
products from different organisms might be interchangeable
(10). Clearly, H. pylori AddAB has nuclease activity in E. coli
(Table 1 and Ref. 8), but expression of addAB failed to restore
recombination proficiency in the same strain (Table 2, cross 5).
Partial recombination proficiency in the recBCD deletion strain
was restored only when H. pylori AddAB and RecA were
expressed together (Table 2, cross 9). Similarly, recombinants
were produced in the E. coli recA56 null mutant only when
H. pylori RecA and AddAB were co-expressed (Table 2, cross
8). This indicates a species-specific interaction between AddAB
and RecA in two different genetic backgrounds. This result may
stem from H. pylori AddAB having a third activity demon-
strated for RecBCD enzyme: loading RecA protein onto ssDNA
as RecBCD unwinds the DNA (16).

The RecA loading activity of RecBCD enzyme plays an essen-
tial role in creating the active form of an ssDNA end that under-
goes strand exchange with homologous duplex DNA; mutants
that fail to load RecA are recombination-deficient (55). Analy-
sis of complexes formed between RecA and the C terminus of
RecB protein identified a region that interacts with RecA (69).
Similar experiments using RecB and non-cognate DNA strand
exchange proteins from B. subtilis, Saccharomyces cerevisiae,
and phage T4 indicate that the efficiency of the interaction
compared with that with E. coli RecA is reduced (69). The
observation that AddAB from B. subtilis restores viability and
recombination proficiency to an E.coli recBCD deletion

3 G. Cromie, personal communication.
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mutant (70) suggests that E. coli RecA interacts to at least a
limited degree with B.subtilis AddAB. The interaction of
B. subtilis RecA with E. coli RecB outside of cells may parallel
the ability to produce recombinants inside cells, although to
date there is no reported evidence that B.subtilis AddAB
actively loads RecA (20).

Additional genetic evidence for a species-specific interaction
has been inferred from differences in recombination profi-
ciency observed in E. coli when RecBCD and RecA are provided
by different species of Enterobacteriaceae (71, 72). Although
the relative recombination proficiencies supported by cognate
pairs of RecA and RecBCD from E. coli, Serratia marcescens,
and Proteus mirabilisin an E. coli recBCD-recA deletion mutant
varied, the frequency of recombinants was reduced severalfold
in the presence of non-cognate pairs (71, 72). Additional work is
needed to define the nature of the RecBCD- or AddAB-RecA
interaction.

The frequency of recombinants produced by H.pylori
AddAB and RecA was reduced compared with that of fully
wild-type E. coli (Table 2; compare cross 8 and 9 to cross 1).
This may reflect the level of expression of the H. pylori genes in
E. coli, protein stability, or another factor. One factor that lim-
ited RecA protein activity in our experiments may be the
reported post-translational modification of H. pylori RecA by
glycosylation in H. pylori but not E. coli (73, 74). Expression of
H. pylori RecA failed to complement the UV sensitivity of an
E. coli recA mutant (74). Our results (Table 2 and Fig. 3) suggest
that expression of H. pylori addAB and recA together would
partially restore the UV resistance of an E. coli recA mutant.

Roles of AddAB in H. pylori DNA Damage Repair and
Infection—DNA damage from the environment or from cellu-
lar activities such as replication or transcription must be
repaired for H. pylori to infect and successfully colonize the
host. The role of AddAB nuclease and helicase activities in
DNA repair was tested by determining the sensitivity of H. py-
lori wild-type and mutant strains to the topoisomerase inhibi-
tor ciprofloxacin. DNA lesions resulting from ciprofloxacin
treatment include ds breaks, putative entry sites for AddAB.
The addA™*" B strain was as sensitive to ciprofloxacin as addA
or addB deletion strains (Fig. 2). This observation is consistent
with the lack of nuclease and helicase activities in the co-
rresponding strains or enzymes (Table 1 and Ref. 8). Inacti-
vation of a single nuclease domain increased sensitivity to
ciprofloxacin relative to wild type (Fig. 2), indicating that
the helicase and partial nuclease activity remaining in
addANY“B and addABNY€ strains are insufficient to repair
DNA damage and maintain cell viability. These data support
the importance of AddAB nuclease and helicase activity in
maintaining H. pylori viability by facilitating DNA repair
following host-inflicted DNA damage.

Successful colonization of the mouse stomach by H. pylori
requires resistance to the host immune response and mainte-
nance of bacterial viability. The importance of AddAB nuclease
and helicase activity in this process is indicated by the observa-
tion that addA and addB deletion mutants colonize less effi-
ciently than wild-type (8), addAN““B, or addABN"“ strains
(Fig. 5). The helicase and partial nuclease activities remaining in
strains with a single nuclease domain mutation were sufficient

JUNE 19, 2009+ VOLUME 284 +NUMBER 25

to promote more efficient colonization than addA or addB
deletion strains which lack both activities.

Interestingly, H. pylori addA™"B demonstrated a greater
colonization defect than the addA deletion strain (Fig. 5). The
mutant AddAB enzymes in both strains lacked detectable
nuclease and helicase activity. This suggests that the AddA™*"B
mutant enzyme might act upon damaged DNA in such a way
that an AddAB-independent repair pathway cannot be used
for repair. This pathway would be functional in addA dele-
tion strains and contribute to colonization. The B. subtilis
AddA™"B mutant enzyme binds tightly to dsDNA ends
(20); we infer that the same is true for the H. pylori mutant
enzyme. AddA™ "B enzyme likely binds to a dsDNA end,
blocking accessibility of other repair enzymes. A RecN hom-
olog in H. pylori has been described recently (75); its func-
tion may be to join dsDNA ends together for repair (76) in an
AddAB-independent pathway. Other pathways may also be
involved in repair.

It is clear that DNA repair and homologous recombination
contribute to the pathogenicity of bacteria in significant ways.
DNA damage inflicted by reactive oxygen species generated as
part of the immune response or as a consequence of oxidative
stress produced by antibiotic treatment (77) must be repaired
for bacteria to establish infection. In many organisms, DNA
damage induces the SOS response, the expression of a group of
genes that promote survival (78). Expression of low fidelity po-
lymerases results in mutagenic DNA repair that can produce
mutations that affect virulence or increase resistance to antimi-
crobial agents (79). SOS induction requires RecBCD in E. coli
(80, 81), and AddAB may function in the same capacity in other
organisms. Establishing the role of the AddAB helicase and nucle-
ase activities in DNA repair, colonization, and the response to a
changing host environment will contribute to our understanding
ofhow H. pylori efficiently colonizes the stomach and perhaps sug-
gest a target for antimicrobial intervention.

Acknowledgments—We thank Gareth Cromie for assistance in bioin-
formatics and helpful discussions and Andrew Taylor for help with
enzyme preparation.

REFERENCES

1. Kusters,]. G.,van Vliet, A. H., and Kuipers, E. J. (2006) Clin. Microbiol. Rev.
19, 449 — 490

2. Montecucco, C., and Rappuoli, R. (2001) Nat. Rev. Mol. Cell Biol. 2,
457466

3. Xu, H,, Chaturvedi, R., Cheng, Y., Bussiere, F. L., Asim, M., Yao, M. D,,
Potosky, D., Meltzer, S. J., Rhee, J. G., Kim, S. S., Moss, S. F., Hacker, A.,
Wang, Y., Casero, R. A, Jr., and Wilson, K. T. (2004) Cancer Res. 64,
8521-8525

4. Teshima, S., Tsunawaki, S., and Rokutan, K. (1999) FEBS Lett. 452,
243-246

5. Chaturvedi, R., Cheng, Y., Asim, M., Bussiére, F. I, Xu, H., Gobert, A. P.,
Hacker, A., Casero, R. A, Jr., and Wilson, K. T. (2004) J. Biol. Chem. 279,
40161-40173

6. Allen, L. A., Beecher, B. R, Lynch, J. T, Rohner, O. V., and Wittine, L. M.
(2005) J. Immunol. 174, 3658 —3667

7. O'Rourke, E. J., Chevalier, C., Pinto, A. V., Thiberge, J. M., lelpi, L., La-
bigne, A., and Radicella, J. P. (2003) Proc. Natl. Acad. Sci. U. S. A. 100,
2789 -279%4

8. Amundsen, S. K., Fero, J., Hansen, L. M., Cromie, G. A., Solnick, J. V.,

JOURNAL OF BIOLOGICAL CHEMISTRY 16765

600Z ‘61 SUN[ UO JBJUSD YoIBasay JOdUBRD UOSUIYdINH paid - Aleiqi] pjouly 18 610 ogl-mmm wo.y papeojumoq



r——

7N

ASBMB

The Journal of Biological Chemistry

H. pylori AddAB Activities in DNA Repair and Infection

10.
11.
12.
13.
14.
15.
16.
17.
18.
19.
20.
21.
22.
23.

24.
25.

26.
27.
28.
29.
30.
31.
32.
33.
34.
35.
36.
37.
38.

39.
40.

41.

42.

43.

44.

45.
46.

Smith, G. R, and Salama, N. R. (2008) Mol. Microbiol. 69, 994 —1007

. Solnick, J. V., Hansen, L. M., Salama, N. R., Boonjakuakul, J. K., and Syv-

anen, M. (2004) Proc. Natl. Acad. Sci. U. S. A. 101, 2106-2111
Amundsen, S. K., and Smith, G. R. (2003) Cell 112, 741744
Howard-Flanders, P., and Theriot, L. (1966) Genetics 53, 1137—-1150
Willetts, N. S., and Clark, A. J. (1969) /. Bacteriol. 100, 231-239

Willetts, N. S., Clark, A. J., and Low, B. (1969) /. Bacteriol. 97, 244 —249
Willetts, N. S., and Mount, D. W. (1969) /. Bacteriol. 100, 923—-934
Dixon, D. A., and Kowalczykowski, S. C. (1991) Cell 66, 361-371
Anderson, D. G., and Kowalczykowski, S. C. (1997) Cell 90, 77— 86
Taylor, A. F., and Smith, G. R. (2003) Nature 423, 889 —893

Amundsen, S. K., Neiman, A. M., Thibodeaux, S. M., and Smith, G. R.
(1990) Genetics 126, 25—40

Ponticelli, A. S., Schultz, D. W., Taylor, A. F., and Smith, G. R. (1985) Cell
41, 145-151

Yeeles, J. T, and Dillingham, M. S. (2007) J. Mol. Biol. 371, 66 -78
Kooistra, J., and Venema, G. (1991) J. Bacteriol. 173, 3644 —-3655

Chédin, F., Ehrlich, S. D., and Kowalczykowski, S. C. (2000) /. Mol. Biol.
298, 7-20

Chédin, F., Handa, N., Dillingham, M. S., and Kowalczykowski, S. C.
(2006) J. Biol. Chem. 281, 1861018617

Taylor, A., and Smith, G. R. (1980) Cell 22, 447-457

Churchill, J. J., Anderson, D. G., and Kowalczykowski, S. C. (1999) Genes
Dev. 13,901-911

Smith, G. R. (2001) Annu. Rev. Genet. 35, 243-274

Taylor, A. F., and Smith, G. R. (1995) J. Biol. Chem. 270, 24451-24458
Kooistra, J.,, Vosman, B., and Venema, G. (1988) J. Bacteriol. 170,
4791-4797

Walker, J. E., Saraste, M., Runswick, M. J., and Gay, N.J. (1982) EMBOJ. 1,
945-951

Fry, D. C,, Kuby, S. A., and Mildvan, A. S. (1986) Proc. Natl. Acad. Sci.
U S A. 83,907-911

Gorbalenya, A. E., Koonin, E. V., Donchenko, A. P., and Blinov, V. M.
(1989) Nucleic Acids Res. 17, 4713—4730

Kooistra, J., Haijema, B. ]., Hesseling-Meinders, A., and Venema, G. (1997)
Mol. Microbiol. 23, 137-149

Chen, H. W, Ruan, B., Yu, M., Wang, J., and Julin, D. A. (1997) J. Biol.
Chem. 272, 10072-10079

Chen, H. W, Randle, D. E., Gabbidon, M., and Julin, D. A. (1998) J. Mol.
Biol. 278, 89 -104

Korangy, F., and Julin, D. A. (1994) Biochemistry 33, 9552—9560
Korangy, F., and Julin, D. A. (1992) J. Biol. Chem. 267, 3088 —3095
Korangy, F., and Julin, D. A. (1992) J. Biol. Chem. 267, 1727-1732
Aravind, L., Makarova, K. S., and Koonin, E. V. (2000) Nucleic Acids Res.
28, 3417-3432

Yu, M., Souaya, J., and Julin, D. A. (1998) J. Mol. Biol. 283, 797-808
Wang, Y., Roos, K. P., and Taylor, D. E. (1993) J Gen Microbiol 139,
2485-2493

Smeets, L. C,, Bijlsma, J. J., Boomkens, S. Y., Vandenbroucke-Grauls,
C. M., and Kusters, J. G. (2000) J. Bacteriol. 182, 3948 —3954

Schultz, D. W., Taylor, A. F., and Smith, G. R. (1983) /. Bacteriol. 155,
664 —680

Haijema, B. J., Venema, G., and Kooistra, J. (1996) J. Bacteriol. 178,
5086 -5091

Haijema, B. J., Noback, M., Hesseling, A., Kooistra, J., Venema, G., and
Meima, R. (1996) Mol. Microbiol. 21, 989 —999

Eichler, D. C.,, and Lehman, I. R. (1977) J. Biol. Chem. 252, 499 —503
Goldmark, P.J., and Linn, S. (1972) J. Biol. Chem. 247, 1849 —1860

16766 JOURNAL OF BIOLOGICAL CHEMISTRY

47.
48.
49.
50.
51.

52.
53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.
70.

71.
72.
73.
74.

75.
76.

77.

78.
79.

80.
81.

Karu, A. E., and Linn, S. (1972) Proc. Natl. Acad. Sci. U. S. A. 69,
2855-2859

Karu, A. E., MacKay, V., Goldmark, P. ., and Linn, S. (1973) J. Biol. Chem.
248, 4874 — 4884

MacKay, V., and Linn, S. (1974) J. Biol. Chem. 249, 4286 —4294

Oliver, D. B,, and Goldberg, E. B. (1977) J. Mol. Biol. 116, 877—881
Lipinska, B., Rao, A. S., Bolten, B. M., Balakrishnan, R., and Goldberg, E. B.
(1989) J. Bacteriol. 171, 488 —497

Sioud, M., and Forterre, P. (1989) Biochemistry 28, 3638 —3641

Wolfson, J. S., and Hooper, D. C. (1985) Antimicrob. Agents Chemother.
28, 581-586

Iyer, V. N,, and Szybalski, W. (1963) Proc. Natl. Acad. Sci. U. S. A. 50,
355-362

Amundsen, S. K., Taylor, A. F., and Smith, G. R. (2000) Proc. Natl. Acad.
Sci. U. S. A. 97, 7399 -7404

Clark, A. J., and Margulies, A. D. (1965) Proc. Natl. Acad. Sci. U. S. A. 53,
451-459

Yu, M., Souaya, J., and Julin, D. A. (1998) Proc. Natl. Acad. Sci. U. S. A. 95,
981-986

Haijema, B. J., Meima, R., Kooistra, J., and Venema, G. (1996) /. Bacteriol.
178,5130-5137

Amundsen, S. K, Taylor, A. F.,, Reddy, M., and Smith, G. R. (2007) Genes
Dev. 21, 3296 -3307

Amundsen, S. K, Taylor, A. F., Chaudhury, A. M., and Smith, G. R. (1986)
Proc. Natl. Acad. Sci. U. S. A. 83, 5558 —5562

Amundsen, S. K., Taylor, A. F., and Smith, G. R. (2002) Genetics 161,
483-492

Masterson, C., Boehmer, P. E., McDonald, F., Chaudhuri, S., Hickson, . D.,
and Emmerson, P. T. (1992) J. Biol. Chem. 267, 13564 —13572

Finch, P. W., Wilson, R. E., Brown, K., Hickson, I. D., Tomkinson, A. E.,
and Emmerson, P. T. (1986) Nucleic Acids Res. 14, 4437—4451

Finch, P. W, Storey, A., Brown, K., Hickson, I. D., and Emmerson, P. T.
(1986) Nucleic Acids Res. 14, 8583— 8594

Finch, P. W., Storey, A., Chapman, K. E., Brown, K., Hickson, I. D., and
Emmerson, P. T. (1986) Nucleic Acids Res. 14, 8573—8582

Korangy, F., and Julin, D. A. (1992) J. Biol. Chem. 267, 1733—1740
Rocha, E. P., Cornet, E., and Michel, B. (2005) PLoS Genet. 1, el5
Marsin, S., Mathieu, A., Kortulewski, T., Guérois, R., and Radicella, J. P.
(2008) PLoS Genet. 4, 1000146

Spies, M., and Kowalczykowski, S. C. (2006) Mol. Cell 21, 573-580
Kooistra, J., Haijema, B. J., and Venema, G. (1993) Mol. Microbiol. 7,
915-923

Rinken, R., de Vries, J., Weichenhan, D., and Wackernagel, W. (1991)
Biochimie (Paris) 73, 375—-384

de Vries, J., and Wackernagel, W. (1992) J. Gen. Microbiol. 138, 31-38
Fischer, W., and Haas, R. (2004) /. Bacteriol. 186, 777—784

Schmitt, W., Odenbreit, S., Heuermann, D., and Haas, R. (1995) Mol. Gen.
Genet. 248, 563-572

Wang, G., and Maier, R. J. (2008) Infect. Immun. 76, 153—160

Meddows, T. R., Savory, A. P, Grove, J. I, Moore, T., and Lloyd, R. G.
(2005) Mol. Microbiol. 57, 97-110

Kohanski, M. A., Dwyer, D. ., Hayete, B., Lawrence, C. A., and Collins, J. J.
(2007) Cell 130, 797-810

Storz, G., and Imlay, J. A. (1999) Curr. Opin. Microbiol. 2, 188 —194
Cirz,R. T,, Chin, J. K., Andes, D. R,, de Crécy-Lagard, V., Craig, W. A., and
Romesberg, F. E. (2005) PLoS Biol. 3, €176

Chaudhury, A. M., and Smith, G. R. (1985) Mol. Gen. Genet. 201, 525-528
McPartland, A., Green, L., and Echols, H. (1980) Cell 20, 731-737

VOLUME 284+-NUMBER 25+JUNE 19, 2009

600Z ‘61 SUN[ UO JBJUSD YoIBasay JOdUBRD UOSUIYdINH paid - Aleiqi] pjouly 18 610 ogl-mmm wo.y papeojumoq



