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ABSTRACT

Bal3l deletion experiments on clones of the PaeR7 restric-
tion-modification system from Pseudomonas aeruginosa demonstrate
that it is arranged as an operon, with the methylase gene pre-
ceding the endonuclease gene. The DNA sequence of this operon
agrees with in vitro transcription-translation assays which
predict proteins of 532 amino acids, Mr = 59,260 daltons, and
246 amino acids, Mr = 27,280 daltons, coincident with the meth-
ylase and endonuclease genes, respectively. These predicted
values coincide with the measured molecular weights of the puri-
fied, denatured PaeR7 endonuclease and methylase proteins. The
first twenty amino acids from the amino-terminus of the purified
endonuclease exactly match those predicted from the DNA
sequence, Finally, potential regulatory mechanisms for the
expression of phage restriction are described based on the
properties of several PaeR7 subclones.

INTRODUCTION

Restriction-modification systems provide a means for host
bacterial cells to recognize and destroy foreign DNA. Of the
three types of prokaryotic restriction-modification systems
(1-3), the genes of the type II systems have been most fre-
quently studied because of their simplicity and their production
of endonucleases commonly used in genetic engineering. Of the
type II systems which have been cloned and characterized, the
HhaII (4,5), PstI (6,7) and MspI (R. Roberts, personal communi-
cation) systems are believed to be located on the bacterial
chromosomes, while the EcoRI (8,9), EcoRII (10), EcoRV (11),
PvuII (12) and PaeR7 (13,14) systems are encoded on naturally
'occurring bacterial plasmids.

The PaeR7 system was originally identified as part of a 42
kilobase plasmid, pMG7, found in Pseudomonas aeruginosa (15).
After being identified as a type II system by Hinkle and Miller
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(16), the PaeR7 system was transferred onto E. coli (13) and
subcloned and characterized on a 3.8 kilobase DNA fragment
(pPAORM3.8) from pMG7 (14). The PaeR7 system is unique among
characterized restriction-modification systems in its ability to
permit the separation of the endonuclease and methylase genes
into viable clones (14). The expected lethality of an express-
ing endonuclease gene in an unmodified host was not observed
with clones carrying the PaeR7 endonuclease. In addition, E.
coli cells expressing only the PaeR7 endonuclease no longer
appeared capable of restricting bacteriophage. The questions of
how unmodified host cells expressing the endonuclease survive
and of why bacterial cells containing a restriction endonuclease
were no longer capable of restricting infecting bacteriophage
called for additional investigation.

In an attempt to answer these questions, we have begun by
determining the structure and organization of the PaeR7 genes as
well as partially characterizing their gene products. 1In a
companion paper (17), we describe how the structure and
expression of these genes affects the viability of the host cell
and its ability to restrict infecting bacteriophage.

MATERIALS AND METHODS
Phage and DNA Preparations:

Plasmid DNA used in the experiments was isolated by the
cleared lysate method (18) followed by banding in CsCl/ethidium
bromide gradients. Small scale preparations of plasmid DNA from
clones were obtained by a modified version of Birnboim and Doly
(19). High titer stocks of @$80 phage for in vivo restriction
analysis were prepared by plate lysates (20).

E. coli strains MM294 and RR1 [20] were used for cloning
and enzyme purification. JM103 was used for M13 cloning using
M13 vectors mp7, mp8, mp9, mpl8 and mpl9 (21,22).

Clone Constructions:

Deletions in clones carrying the PaeR7 methylase and endo-
nuclease genes were constructed by use of Bal3l nuclease
(Bethesda Research Laboratories) as described previously (14).
Restriction endonuclease mapping of all constructions was done
using enzymes from New England BioLabs following conditions
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recommended by the manufacturer. E. coli cells were transformed
by the CaClz heat shock method of Cohen et al. (23).

A plasmid which expresses elevated levels of the endonu-
clease and methylase proteins was constructed in the following
manner (Figure 1). A SalI linker was inserted into pPAORM3.8
linearized at the Nrul site. Five pg of this new construct
(designated pPAORM3.8([S]) and 5 ug of the lambda PL promoter
regulated expression vector pGW7 (from G. Wilson) were each
digested in a reaction volume of 100 ul using an excess of Sall;
the reactions were stopped by incubation at 65°C for 10 min.
PGW7 was then digested by an excess of BamHI. pPAORM3.8[s] was
digested with an excess of PstI, Pvull, BamHI and Sall for 2
hours at 37°c. After phenol extraction and ethanol precipita-
tion, 1 ug of each digest was combined and ligated in 100 yl.
The ligation mix was used to transform RR1 cells; transformants
were selected for Ap(r) and individual colonies tested for PaeR7
endonuclease activity.

Analysis of restriction-modification activities:

In vivo restriction-modification tests have previously been
described (14). Similarly in vitro assays of cell extracts were
performed as described except @80 DNA was substituted for Adeno-
virus-2 DNA.

DNA Sequencing:

A portion of the DNA sequencing was performed according to
the chemical cleavage method of Maxam and Gilbert (24). Plas-
mids pPAORM3.2, pPAOM2.7, pPAO2.2 and pPAOl.6 were end-labeled
with [y-32P]-ATP and T4 polynucleotide kinase (New England Bio-
Labs) at the SalI linker sites to determine the junction between
the vector and Bal3l-treated insert. 1In the plasmids pPAOA594,
pPAOA614, pPAOA628 and pPAORM3.8, a BstNI site approximately 100
base pairs away from the junction sequences for each of the
deletion clones (Figure 3) was cleaved, end-labeled with 32p ana
used to determine the DNA sequences.

The dideoxynucleotide chain-termination procedure (25) was
also used to determine the sequence of the PaeR7 operon. Tem-
plates were prepared from M13 clones which contained either
various restriction fragments from the insert in pPAORM3.8 or
the entire 3800 base pair PaeR7 operon inserted into the vectors
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Figure 1. CONSTRUCTION OF pPAORM3.8-X, A PLASMID WHICH OVER-
PRODUCES ENDONUCLEASE AND METHYILASE.

mp7, mp8, mp9, mpl8 or mpl9 (21,22). In addition to the 17
nucleotide universal primer (New England BioLabs) used in the
M13 sequencing system, a collection of 10 oligonucleotides
complementary to various regions within the 3800 base pair PaeR7
insert was synthesized (using phosphoramidite chemistry in an
Applied Biosystems Synthesizer) and used as internal primers to
elucidate about 1540 nucleotides of the PaeR7 system. DNA
sequences were resolved using 6, 8 and 12% thin polyacrylamide
gels run in a gradient buffer system (26). 358 and 32P-Iabeled
nucleotides were used to visualize the DNA sequences.
Protein sequencing:

A Waters Associates Liquid Chromatograph was used for C4
and Cyano reverse phase chromatography. Protein samples were
subjected to a final chromatography on a Vydac C4 214TP54 (5 um,
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4.6 x 300 mm) 300 Angstrom pore reverse phase column developed
with a linear gradient of 5% to 50% acetonitrile in 0.1% tri-
fluoroacetic acid over 25 min. at a flow rate of 1 ml/min with
detection at 214 nm. 1Individual peaks were manually collected
and lyophilized.

The sequential degradation of proteins was performed with
an Applied Biosystems model 470A gas-phase sequenator. The
phenylthiohydantoins were unambigiously identified by high-
performance 1liquid chromatography on an IBM Cyano (5 um,

4.5 x 250 mm) column with slight gradient modifications.
In vitro Transcription-Translation:

Experimenté involving in vitro transcription-translation of
plasmids encoding all or part of the PaeR7 restriction-modifi-
cation system were performed by using kits supplied by Worthing-
ton, 1Inc. The protocol used was the one recommended by the
manufacturer. Reactions included using 3 pg of supercoiled DNA
for plasmids pPAORM3.8, pPAORl1.9, pPAOM2.7 and pBR322. 1In
addition, 3 pg of each of these plasmid DNAs were cleaved with
HincII to block the expression of the beta-lactamase protein so
as to visualize the production of the 27,000 dalton PaeR7
endonuclease. Proteins were labeled with >°S-methionine as a
result of the translation process and resolved using an 11%
polyacrylamide and SDS gel with a 5% stacking gel (27).
Isolation and Characterization of Methylase and Endonuclease:

The plasmid pX164 DNA linearized with PvuII (pX164/Pvull)
and was used as a substrate for the detection of PaeR7 endonu-
clease activity. pX164 is a pBR322 derivative containing a XhoI
linker (CCTCGAGG) ligated at position 164 in the pBR322 sequence
(14). Endonuclease and methylase enzymes were diluted into
PaeR7 storage buffer, as recommended by New England Biolabs.

During the purification, column fractions were assayed in a
50 yl reaction containing PaeR7 assay buffer and 1 ug pX164/
PvuII. 1 uyl column samples were added to the reaction. To quan-
tify endonuclease activity, extracts were serially diluted in
10-fold increments, and reactions were incubated for 20 min. at
37%c. One unit of PaeR7 endonuclease is defined as the amount
of enzyme required to cut pX164/Pvull DNA to completion.

Column fractions were assayed for methylase activity, using
ligated XhoI linkers as substrate, in a 25 ul reaction volume
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containing 50 mM Tris, pH 7.5; 10 mM EDTA, 5 mM beta-mercapto-
ethanol, 100 ug/ml BSA, 80 uM [3H]S-Adenosyl-L-methionine [New
England Nuclear, 12.8 Ci/mmol] and 0.5 ug ligated XhoI linkers.
Reactions were incubated for 1 hour, 37°C, then stopped by the
addition of an equal volume of 10% TCA. The precipitated reac-
tions were spotted onto Whatman 5 MM filter paper. The filter
paper was submerged and shaken at 4% in 10% TCA, washed one
time with more 10% TCA, rinsed in isopropanol and dried. The
filter paper was cut into 1-inch squares and counted, using 2 ml
of opti-fluor [Packard], in a Packard Tricarb scintillation
counter.

Quantitation of methylase units was done by a protection
assay in which 1 ug of pX164/Pvull plasmid served as a substrate
in a 50 yl reaction volume. Reaction components were the same
as above, except 1 mM unlabeled S-Adenosyl-L-methionine [Sigma]
was used as the methyl donor. Reactions were incubated for 15
minutes at 37°c, phenol extracted, ethanol precipitated, resus-
pended in 1x XhoI buffer (New England BioLabs) and challenged
with 10 units of XholI (or PaeR7) enzyme for 30 minutes at 37%.
The reaction products were resolved by agarose gel electrophore-
sis. One unit of PaeR7 methylase is defined as the amount of
enzyme vwhich, in a 20-minute reaction at 37%, is required to
completely protect 1'ug of pX164/Pvull DNA against PaeR7 (or
XhoI) cleavage.

Quantitative protein determinations were done using the
protein dye binding assay of Bradford (28) with bovine serum
albumin as a standard.

Protein Purifications and Characterization:
Cell growth and soluble extract preparation: E. coli RR1

cells containing the pPAORM3.8-X overproducing clone were grown
to Aggy=0.9 at 30°C in L-broth (24 liters). The cells were
induced by shifting the temperature to 43°c, and 82 grams were
harvested by centrifugation three hours later.

Forty-one grams of cells were resuspended in 100 ml of
Buffer S (10 mM Tris, pH 7.6; 10 mM beta-mercaptoethanol).
Cells were partially lysed by freezing at -70°C and thawing in a
solution containing 500 ug/ml lysozyme and 10 mM EDTA, pH 7.9.
Thawed cells were sonicated at full intensity for two l-minute
bursts. After bringing the suspension to 0.5 M NaCl, sonicated
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cells were centrifuged at 10,000 x g in a Type JA-14 rotor
(Beckman) for 10 minutes at 4%c.

The resulting supernatant (131 ml) was made 7.5% with
PEG 6000. After precipitating for one hour at 4°c, this solu-
tion was centrifuged at 10,000 x g for 30 minutes. The 17 gram
pellet was resuspended in approximately 500 ml of Buffer S using
a Waring blender. The small portion of the pellet that did not
redissolve (<1%) was eliminated by centrifugation. All subse-
quent purification steps took place at o-4°c, unless otherwise
stated.

Heparin-Sepharose Chromatography: The 500 ml resuspended
PEG pellet was loaded on a Heparin-Sepharose (Pharmacia) column
(2.5 x 14 cm) equilibrated and washed with Buffer SN (Buffer S
and 50 mM NaCl). The enzyme was eluted with a linear gradient
of 700 ml of Buffer S containing 50 mM to 1.0 M NaCl, and 6.5 ml
fractions were collected. The PaeR7 endonuclease eluted at
approximately 0.2 M NaCl. Peak fractions were pooled, and the
40 ml peak was dialyzed against 2 liters of Buffer Q (20 mM
Tris, pH 7.5; 10 mM beta-mercaptoethanol). The PaeR7 methylase
eluted as a single peak at approximately 0.33 M NaCl. Peak
fractions were pooled, and the 33 ml peak was dialyzed against
KPO4 Buffer (20 mM KP04, PH 6.9; 10 mM beta-mercaptoethanol).

Synchromprep Q-300 Chromatography (for endonuclease): Be-
cause of high protein concentrations, the PaeR7 endonu¢tlease
pool was divided into two batches. Each was loaded on a 1 x 8
cm column packed with Synchromprep Q-300, 30 um, (Synchrom,
Inc., Linden, Indiana) equilibrated and washed with 50 mM KCl in
Buffer Q. A gradient from 50 mM to 0.9 M KCl was used; the
endonuclease eluted between 0.6 M and 0.7 M KCl. Peak fractions
were pooled into a 300 ml total and dialyzed against KPO
buffer.

PolyCAT A Chromatography (for endonuclease): A
9.4 x 250 mm polyCAT A column (Custom LC, Inc.) was charged with
1.0 M KCl1 in KPO, Buffer and then equilibrated with 50 mM KCl.
Two 150 ml portions of the pooled fractions from the Synchroprep
column were loaded and developed independently. The column was
washed with 50 mM KC1/KPO, Buffer and the enzyme eluted with a
75 ml linear gradient from 50 mM to 1.0 M KCl. The PaeR7 endo-
nuclease eluted at approximately 0.33 M KCl and was stored in

4
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TABLE 1
PURIFICATION OF PaeR7? ENDONUCLEASE

Purification Total Protein Total Activity Yield Specific Activity

Step (mg) (Units) (%) (U/mg)
Sonicated 1800 1 x 10° 100 5.5 x 10°
Crude Extract
PEG Pellet 1000 5 x 10° 50 5 x 10°
Heparin 28.6 1.3 x 10° 13 4.5 x 10°
Sepharose
Synchroprep 242 1.2 x :I.Osa 12 5 x 106
Polycata 12 1 x 108 10 6.2 x 10°

3yalues extrapolated from OD profile of enzyme elution.

37% glycerol at either -20° or -70°%.

PolyCAT A Chromotagraphy (for methylase): 32 ml of PaeR7
methylase from the Heparin-Sepharose column was loaded onto a
PolyCAT A column prepared as described above. The enzyme was
eluted with a linear gradient of 48 ml from 50 mM to 0.6 M KCl.
The methylase eluted at 0.4 M KCl in 4 ml. This pool was
diluted to 28 ml in Buffer Q, bringing the solution to
approximately 50 mM KCl.

Polyanion SI (for methylase): The 28 ml pool of methylase
was loaded on a 0.5 x 5 cm Polyanion-SI-17 column (Pharmacia),
and the column was washed with 50 mM KCl/Buffer Q. The enzyme
was eluted by running a 46 ml linear gradient from 50 mM to 0.9
M KCl, with the PaeR7 methylase eluting at 0.15 M KCl. A 1 ml
fraction contained the majority of the methylase. The methylase
was stored in 37% glycerol at -20°C. The enzymatic activity of
the methylase and endonuclease at each step in the purification
was determined, and the latter is detailed in Table 1.

Molecular Weight Determination by Gel Filtration:
Molecular weights of the native form of the endonuclease and
methylase proteins were determined by gel filtration using a
2.5 x 78 cm Sephadex G-100 column (Pharmacia). The calibration
standards (Bovine Serum Albumin, Ovalbumin, and Ribonuclease A)
were prepared and applied to the Sephadex G100 column according
to the manufacturer.

The endonuclease and methylase samples used were taken from

Heparin Sepharose peaks. 1.5 ml (1.5 x 105 units) of endonu-
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Restriction-Modification Levels Organization of Pae R7 Restriction-Modification System

in yvive in vitro

R N R N Control
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PPAORM3.8 + o+ + o+ METHYLASE | ENDO }W!
PPAORM3. 2 + o+ + 4+ + 4
Sall
pPAOM2.7 - + - + L
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PPAO 2.2 - - - - — —
Sall
PPAO 1.6 - - - - _
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PPAOA614 +/- + + + — i
pPAOA628 - 4/- +/= - L i
PPAORL.9 - - +/= - L - {
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F : : l 4{ Bases
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Figure 2. SUMMARY OF THE BAL31 DELETION MUTANTS DERIVED FROM
pPPAORM3.8. Each mutant was tested by in vitro and in vivo assays
for restriction modification phenotype. (+)= an activity level
equivalent to pPAORM3.8. (+/-)= a 10x or greater decrease in
activity relative to pPAORM3.8. (-)= no detectable activity.
Bal3l deletion mutants were named as previously described (14),
except pPAOA594, pPAOA614 and pPAOA628, where the number follow-

ing the "A" indicates the approximate distance of the deletion
end point from the BamHI site.

clease was applied to the column. 4.7 ml fractions were col-
lected and assayed for enzymatic activity as previously de-
scribed, using 1 yl from each fraction. 1.5 ml (1.0 x 104
units) of methylase was applied to the column. 3.7 ml fractions
were collected and tested with the protection assay, using 10 ul
from each fraction. The Kav was also calculated for the stan-
dards, endonuclease and methylase, and these were plotted to
determine the relative molecular weights.

RESULTS

orga ation and DNA Sequence of PaeR7 System:

In the initial report concerning the cloning of the PaeR7
system, the order of the genes encoded in the 3800 base pair
fragment was determined to be the methylase gene nearest to the
BamHI site, with the endonuclease closest to the Nrul site
(Figure 2). To determine the.boundaries of each of these genes
more accurately within the 3800 base pair insert in pPAORM3.8, a
second series of deletions was made from either the BamHI or

8449



Nucleic Acids Research
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4594 614 628
ecscmmrrecmm&ccmpegﬁ mcmmecocr 3TCATGGCCGOGACCGAGGCG TTGECAACGGAAGGEBGGCTCGAGGLTCGAGBGGCTAT TTTCACGCGCTCCGAG
139 AICA 160 190 209 218 2 239 268

VETyALASPPHE | LEL EUASPLEUALAGL YT YRTHRGLUASPGLNPROLEUH 1 SGLUL YSARGLEUL EUGLUPROSERPHEGL YGL YGL YASPPHEL EULEUPROILE | LEGLNARGLEU
GTGGTCGATT TCATCCTCGACCTGGCTGGCTACACCGAGGATCAACCGC TGCACGAAAAGCGGCTT TTGGAACCG TCG TTCGGTGGCGGRGACT TCTTGCTGCCGATCAT TCAGCGGCTG
250 260 219 280 299 300 319 320 339 340 350 360

LEUSERALATRPARGAL AALAARGPROASNGLYTHRGLUVAL ASPASPLEUGL YASPALA I LEARGALAVAL GLUL EUH I SHI SASPTHRPHEARG SERTHRT YRALAALAVALVALALA
CTGAGTGCATGGCGAGCAGCAAGGCCCAATGGTACTGAGG TCGATGATT TGGGCGACGCCATCCGGGCGGTGGAG TTGCACCACGACACCT TCCGCAGCACCTACGCTGCCGTTGTCGCG
370 380 39 400 410 420 438 440 450 460 470 488

LEUL EUL YSARGGLUGL YLEUSERALAASNALAAL ATHRAL AL EUAL AASPARG TRPLEUSERGLNGL YASPPHEL EULEUAL APROLEUGLUGL YGLNPHEASPPHEVALVALGLYASN
CTGCTCAAGCG TBAGGGGCTG TCGGCGAATGCTGCGACGGCCT TGGCTGACCGCTGGCTG TCGCAGGGTGATTTCCTGCTGGC TCCGCTGRAGGGCCAGTTCGATTTCG TRGTGGGCAAT
499 508 518 520 538 548 550 568 518 500 599 600

PROPROTYRVALARGPROGLUL EU | LEPROALAPROL ELIL EUALAGLUTYRARGSERARG TYRGLNTHRME TTYRASPARGALAASP | L E TYR ILEPROPHE | LEGLUARGSERLEUTHR
CCTCCCTACGTTCGACCTGAGCTGATT CCGGCCCCT TTGCTGGCOGAG TACCGCAGCCGC TATCAGACGATG TATGACCGGGCGGACATCTACATTCCCTTCATCGAGCGGTCGCTGACG
619 620 630 648 650 660 678 688 699 708 T8 728

ALA_EUSERALAGLYGL YASNLEUGLYPHE ILECYSALAASPARGTRPMETL YSASNARG TYRGL YGLYPROL EUARGSER EUVALAL AGLUARGPHEN | SLEUL YSVALTYRVALASP
GCATTGTCTGCTGGCGGCAATCTGGGC TTTATCTGCGCGGATCGCTGGATGAAGAACCGC TACGGTGBGCCAC TGCG TAGCCT TG TTGCCGAACGGTTCCACCTGAAAGTCTATGTCGAT
0 740 750 760 70 788 799 808 819 820 838 848

METYAL ASPTHRPROALAPHEH | SSERASPVAL ILEALATYRPROALAILETHRILE ILESERARGGLUGL YGLYGL YALATHRARG ILEALAH| SARGPROSER LLEASPARGALATHR
ATGGTGGATACACCGGCCT TCCATTCCGATGTGATCGCCTATCOGGCCATCACCATCATCAGCCG TGAGGGGGGCGEGGCGACGCGCAT CGCACACCGCCCG TCCATAGACCGGGCCACG
850 860 819 880 899 990 90 928 930 940 950 9608

LEUTHRTHRLEUALAGL YLEULEUSERALAPROTHRL ELPROL YSASPALAGL YPROVAL ARSGL UL EIA AARGVAL THRASNGLYALAGLUARGGL YCYS TRPSERL EULEUTHRARG
CTGACCACGCTGGCTGGTCTGCTG TCGGCACCGACACTTCCRAAGGATGCTGGCCCGGTGOGAGAAC TCGCCCG TG TRACCAATGG TGOGGAGCG TGBCTGCTGGAGTCTTCTGACCAGA
978 980 999 1000 1010 1020 1038 1848 1050 1860 1070 1089

TRPARGLEUPHEALAVAL TRPARGALAARGSERH| SCYSSERL Y SARGLEUGL YALAARGPHEGL Y LEGLYVALAL ATHRGL YALAASPL YSALAPHE ILEGLYASPPHEGLUSERLEU
TGGCGCTTATTCGCOGTCTGGAGGRCGCG TTCCCACTGC TCRAAGAGGC TGGGTGCAAGGTTCBGCATTGGTGTTGCGACGGGCGCTGACAAGGCATTCATCGGCGACT TCGAGTCGLTG
1299 1100 m8 128 1138 1148 150 1168 nme 1180 1199 1220

ASPy A GLUPROASPARGL YSLEUPROLEUVAL THRTHRLYSASP | LEME TTHRGL YGLUVALGLNTRPARGGL YGLNGL YVAL | LEASNPROPHEALAGLUSERGL YGL YLELVALASP
GATGTCGAGCCTGATCGGAAGCTGCCGCTGGTGACAACCAAAGACATCATGACCGBCGAAG TBCAG TGBOG TGGTCAGGGGGTCATCAACCCCTTCGCCGAGTCTGRAGGGCTGGTCGAT
1219 1229 1238 1240 1250 1268 1270 1280 1299 1300 1310 1328

LEUGL YGLUTYRPROARGLEUARGARG TYRL EUGL UALAARGARGASPVAL | LEALAGL YARGH| SCYSAL AL YSL YSALAPROALAASNTRPTYRARGTHR I LEASPARG ILE THRPRO
CTTGBCGAGTATCCGCGTCTGCGCOGCTACCTTGAGGCTCGCOGGRATG TGATTGCCGGTCRGCAT TGCGCGAAMAAGGC TCCTGCCAACTGGTATCGCACGATTGACCG TATTACCCCG
1329 1348 1358 1368 1378 1389 1398 1408 w18 1420 1439 1449

ALALEUALANL AARGPROL YSLEULEU 1L EPROASP | LEL YSGLYGLUSER 1S |LEVALPHEGLUGL YGL YGLUL EUTYRPROSERH I SASNLEUTYRTYRVAL THRSERASPASPTRP
GOGCTGGCTGCGAGGCCCAAGCTG TTGATCCCTGACATCAAGGG TGAG TCGCACATTGTTTTCGAGGGCGGCGAGCTGTATCCAAGCCACAACCTCTACTACGTTACCTCGGACGATTGG
59 1460 1479 1480 1499 1509 1519 1520 1538 1540 1558 1560

ASPYEUARGAL ALEUGLNALAVAL L EUL ESERALAVAL SERARGLEUPHEVAL ALATHRTYRSERTHRL Y SME TARGGLYGL YPHEL EUARGPHE GLNALAGLNTYRLEUARGARG ILE
GATTTGCGGGCCT TGCAAGCTGTGCTGC TG TCCGCTG TCTCRCGCCTGTTCG TGGCCACG TACTCAACGAAAATGCGAGGTGGCTTCTTGCGCTTCCAAGCGCAATACCTGCGCOGCATC
1570 1580 1599 1600 1618 1629 1639 1648 1658 1668 1670 1680

ARG |LEPROARG TRPALAASPY AL PROGLUPROL EUARGARGGLUL EUALAGLUALAALAILEL YSARGASPVALGLNALAC YSASNARGALAVAL PHEARGLEUTYRGLYLEUSERHIS
CGTATCCCACGCTGGGCCGATGTGCCTGAACCGC TACGCOGCGAGC TGGCTGAGGCAGCCA TCAAGCGBGACG TGCAAGCCTGCAACCGGGCTGTGTTCAGGCTCTACGGGCTGAGCCAC
1699 1700 1718 1728 1730 1740 1758 1760 e 1780 179% 1880

GLUGLUARGSERALALEUGLYGLYASNGLYGLU  METAL AL EUASPLEUVAL ASPTYRGLUGLN. YSAL AARGASPALAVALL YSAL APHE TRPGLYASNARGGLUALAAL AARGGLN

1818 1820 1830 1848 1850 1860 1870 1880 1899 1980 1910 1929

LYSGLNILEGLUSERGL YL YSAL AASPGLNGL YGLUARGAL AGL YVAL THRGL YGL YL YSASNME TASPGL YPHEL EUALALEUVALLEUASPVAL ILELYSALAASNGLYLEUALAHIS
AAAGCAGATTGAG TCAGGCAAGGCCGACCAAGGTGAACGCGCTGGOR TCACAGGCGGCAAGAACATGGACGGATT CTTGGCCT TGGTGC TCGATGTCATCAAGGCCAATGGTCTGGCCCAC
1938 1948 1950 1960 1970 1988 1999 2000 2019 2020 2039 2040

ALAGLUILEH| SGLNASNARGAL AME TLEUTHR_EUPROGL YT YRPHEARGPROTHRL YSLEUTRPASPLEULEUVAL ILETYRL YSGLYGLULE ILEALAALAIL EGLULEWL YSSER
GCOGAGATTCACCAGAACCGGGCGATGCTGACCCTGCCCGGCTACT TCCGCCCGACAAAGC TGTGGGATT TGTTGGTGATC TACAAGGGCGAGCTGATCGCAGCCATCGAACTGARAGC
2050 2060 2079 2080 2099 2100 2118 2128 2130 2148 2156 2168
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HISVALGLYPROSERPHE SERASNASNPHEASNASNARG THRGLUGLUALA|L EGLYTHRALAH | SASPL EU TRPTHRALATYRARGGLUGLUAL APHEGL YL YSGLNPROARGPROPHE
CATGTCGGGCCATOGTTCAGCAACAATTTCAACAACCG TACCGAGGAAGCCATCRGAACAGCTCATGACCTCTGGACASCCTACCGGRAAGAGGC TT TCGRCAAGCAGCCACGTCCCTTC
2178 2180 219 2200 2219 2220 2230 2248 2250 2268 2219 2260

VALGLYTRPLEUME THE TVALGLUASPAL APROGLUSERARGARGPROVALARGASPSERSERPROH | SPHEPROVALPHEGLUGLUPHEL YSGL YALASERTYRLEUTHRARGTYRASP
GTCGGCTEGCTGATGATGGTCGAAGATGCGCOGGAG TCCCGCOG TCCCG TTCGGGACTCATORCCGCAT TTCCCGGTCT TCGAGGAGTTCAAGGGGGCATCGTATCTCACGCGGTATGAC
229 2300 2318 2320 2330 2340 2350 2368 2370 2380 2390 2400

LEU EUCYSGLVARGLEUVALGLNGLUGLNLEUTYRTHRTHRALAALAVAL |L EALAAL AGLUARG SERALAVALASPTHRGL YASNPHE THRGLUL EUSERSERMETTHRSERLEULYS

TTGCTGTGTCAGCGATTGGTGCAGGAGCAGCTCTATACGACT GCTGCCGTCATCGCGGCAGAACGCAG TGCGGTGGATACCGGCAACTTCACGGAGC TGTCGTCGATGACCAGCCTCAAG
2418 2428 2430 2440 2450 2460 2479 2480 2499 2500 2518 2520

THRPHEVAL SERALALEUALAGL YH IS |LEALANL AGLUAL AL AARGLEUGLY
ACATTCGTGTCGECTTTGGCTGGGCACATOGCOGCCRAGGCGGCACGACTGGGCTGATTGCCCG TTCTCGATCATTCGGGCTTGGAGGCORGACGATGGTGACAACCACAACTGAGGCGC
2539 2548 2550 2568 2518 2580 2599 2600 2618 2628 2638 2648

TTTCAGAGGTCT TGCGCGGG TATGGACGCGCTGATGAAACGGCAT TGGCATCACTGC TGGAGG TCAGCGACTGGGAGCGCATCGCTCG TCAGGAGC TGGAGCGCOGGGCTACCCGAATTG
2650 2660 2670 2680 2699 2199 2110 212 2730 2149 2158 2760

TGCAGTCGCTTGATGACGGCACCCTTGAGGCCATCGCATCTGGTTCGC TOGATG TCCGGGCOG TCTGCOGCCAAG TGGCOGACGAGATCAAGCAGACCGC TTAGACGATGGCGCTGCCTT
2118 2788 219 2600 2818 2620 2839 2849 2850 2860 2879 2880

CTTTCCGACCAACGGG TGGCGCGAGGGCCAGAGCG TAAAGCCGCG TTACCTCG TGCTGGAGATCAAAGACAAGGATCGCCCGGATGACAAGGCAT TGGGATGGG TGCTTGTCGAGCGGGA
2899 2908 2910 2928 2939 2948 2950 2960 2979 2980 2998 3000

GGAAACCTATCGGCGCGATCCT CGGGATGGGACGATC TACGAGGCG TCCATTCGGCTTTCCTACCAGCGCATCACAGCCAAGTTTTCG TACCGGGATGGTGGCAACAGGGCGATT TGATG
3010 3020 3030 349 3050 3068 3070 3080 3099 3100 3110 3120

GCAGCTACTCGCGCAACTTCAACTCTGTCTCGTTGACT TCCACCTCGATGTCGAAAGGGGOG TATTCCT TGATT TGCCGGGGC TGGATGGCCAGCGAATCGGCACCTACT TGATGAATGA
3130 3140 3158 3168 3178 3100 3199 3200 3218 3220 3238 3249

GATCGTCCAGTGGGTGCAGCAG TGGCCCGAGACGACCGTCAATAGCAT CGAGCTGC TGGCOGGACAGGCGCATGGTGACAACAAGGCACGGCGCAACTGGT TTTATGAGCAGTTCGGTCT
3250 3260 32719 3280 3299 3308 3319 3320 3330 3349 3358 3360

GTCTTCGACTACACCGACCCCGAGGCATCGCGA
3379 3300 3399

Figure 3. NUCLEOTIDE SEQUENCE OF PaeR7 RESTRICTION-MODIFICATION
SYSTEM DERIVED FROM pPAORM3.8. Putative regulatory regions are
labeled with "...." for the -10, and with "#**" for the -35 re-
gions. Two tandem PaeR7 recognition sites (CTCGAGGCTCGAG) are
also highlighted. Also denoted (---) is the amino acid sequence
of the endonuclease which was confirmed by direct protein
sequencing. The first nucleotide of each of the Bal3l mutants,
pPAOA594, pPAOA614 and pPAOA628, is marked. The in vivo pheno-
types of these mutants are summarized in Figure 2.

Nrul sites by use of Bal3l nuclease digestions. Deletions from
the Nrul site produced mutations in the structural region of
first the endonuclease and then the methylase genes. Figure 2
presents the location of four of these structural gene mutants.
Plasmid pPAORM3.2 is the smallest characterized plasmid capable
of transferring (in vivo and in vitro) both restriction and
modification phenotypes (R+M+) to E. coli. However, pPA0O2.2 and
pPAOl.6 are plasmids incapable of conferring either phenotype
(R=-M=-) .

Bal3l deletion mutants made from the BamHI site 5' to the
methylase gene demarcates the putative promoter region of this
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system. The clone pPAOA594, the least-deleted of this series,
conferred the same phenotype as pPAORM3.8 (R+M+) and had compar-
able 1levels of endonuclease and methylase activities in ex-
tracts. pPAOA614 is 20 base pairs shorter than pPAOA594. Al-
though its in vitro activities and phage modification levels are
indistinguishable from pPAORM3.8, the clones restrict @80 at

least 10x 1less efficiently. pPAOA628, an additional 14 base
pairs shorter, has even more unusual properties. This clone no

longer detectably restricts @80 phage and only partially modi-
fies progeny phage. There is no discernible methylase activity
in crude extracts, and restriction activity is reduced over
1000x (i.e., equivalent to the level of pPAOR1l.9) with pPAOA628.
Both proteins are still being made but at a much lower level.
These results are consistent with the region 5' to the methylase
gene acting in a regulatory capacity, and with the PaeR7 system
functioning as an operon. Since the endonuclease continues to
be made even when this region and part of the methylase is de-
leted (as in pPAOR1.9), a secondary promoter may possibly be
present within the methylase gene controlling endonuclease ex-
pression.

Both the chemical cleavage and dideoxynucleotide chain
terminator methods for DNA sequence analysis were used to deter-
mine 3393 base pairs encoding the primary structures of the
endonuclease and methylase genes within the 3800 base pair in-
sert of pPAORM3.8 (Figure 3). In addition, the nucleotide se-
quences of several of the Bal3l deletion mutants were determined
for the regions which constituted the junction sites between the
vector and insert. Overlapping sequences were identified by
computer analysis (29).

The PaeR7 sequence was analyzed for open reading frames
beginning with an ATG codon and capable of encoding polypeptides
of at least 150 amino acids in length (Figure 4). Two conti-
guous open reading frames were detected which could encode the
endonuclease and methylase genes as a single operon. Such a
gene organization is suggested by the Bal3l deletion mutants.
The open reading frame for the putative methylase gene begins
with an ATG at nucleotide 112 and terminates at 1834 (TAA) (Fig-
ure 3). Contiguous with this first open reading frame is a
second open reading frame which could encode the endonuclease
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METHYLASE ENDONUCLEASE

| 1 1 | | | | [ | |
339 678 1017 1356 1695 2034 2373 2712 305t 3390

10.03% 20.03% 30.03% 40.03% 50.03% 60.03% 70.03% 80.03% 90.03% 100.00%
| | | Ie | | 1 | | |

P28 P27

Figure 4. ANALYSIS OF PaeR7 SEQUENCE FOR OPEN READING FRAMES.
Only open reading frames at least 150 amino acids in length and
beginning with an ATG are depicted. PaeR7 endonuclease and
methylase genes are labeled as well as the P27 (from nucleotides
2691 to 1935 in Figure 3) and the P28 (from 864-108) open reading
frames. Each (.) represents 26 nucleotides. The P27 and P28
open reading frames share identical codon usage preference with
the PaeR7 genes and three other P. aeruginosa genes. The DNA
sequence 5' to the P28 open reading frames shares significant
homology with the putative control region for the PaeR7 operon.

gene. The translational initiation codon (ATG) for this puta-
tive gene begins at nucleotide 1837 and terminates at 2575 (TGA)
(Figure 3). These two open reading frames follow one another
with the last nucleotide of the termination codon of the puta-
tive methylase (1836) followed immediately by the first base of
the initiation codon of the endonuclease (1837) (Figure 3).

In addition to the insert of the plasmid pPAORM3.8, several
of the Bal3l mutants were sequenced to determine the extent and
location of each of the deletions. The sequences of clones
pPAOA594, pPAOA614 and pPAOA628 reveal the junction of the
insert and vector and indicate that the deletions are within 34
nucleotides of each other. Clone pPAOA628 which begins at base
pair 166 and is only 14 nucleotides from pPAOA614 (bp 152)
results in a significant decrease in the expression of both
genes of the PaeR7 system (Figure 2). The phenotype of these
putative regulatory mutants suggests that the translational
start of the methylase gene begins downstream from the junction
of pPAOA628. This would imply that neither of the
ATG codons at base pairs 112 and 169 which are at the beginning
of the first open reading frame are utilized as translational
initiation codons for the methylase.

The next in-frame ATG codon occurs at base pair 670 which
would in effect remove one third of the coding capacity of the
first open reading frame used by the methylase gene. An alter-
native translational initiation site after the junction sequence
of pPAOA628 is a GTG codon at base pair 241 which is the first
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occurrence of such a codon after base pair 166 (pPAOA628). A
methylase gene initiating at nucleotide 241 (GTG) would be 531
amino acids and have a predicted size of 59,260 daltons.
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Figure 5A. IN VITRO TRANSCRIPTION-TRANSLATION PRODUCTS. An
autoradiograph of 11% polyacrylamide gel containing methylase and
endonuclease products synthesized from a coupled in vitro system.
Plasmids were supercoiled plasmids as used in the coupled reac-
tion. A 60,000 dalton protein (M) appears in lanes from pPAORM3.8
and pPAOM2.7 but not in the others. Size markers (Biorad) indi-
cate the relative size of both proteins. As indicated by the
manufacturer, the efficiency of transcription decreases using the
HincII-linearized DNA in place of the supercoiled forms. HincII-
cleaved forms of the plasmids are used to block the expression of
B-lactamase protein in order to visualize the 27,000 dalton endo-
nculease band.

B. SAMPLES OF PURIFIED PaeR7 METHYLASE AND ENDONUCLEASE RUN ON
15% SDS ACRYLAMIDE GEL WITH A 5% STACKING GEL. E = endonuclease
and M = methylase.
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Contiguous with the open reading frame of the putative
methylase gene is a second reading frame which may encode the
endonuclease dene. Translation of the DNA sequence of the
putative endonuclease gene predicts a 246 amino acid polypep-
tide, having a size of 27,283 daltons.

Gene Products of PaeR7 System:

Coupled In Vitro Transcription/Translation Systems: Plas-
mids pPAORM3.8, pPAOR1l.9 and pPAOM2.7 were used in a coupled in
vitro transcription/translation system to study the synthesis of
the endonuclease and methylase enzymes. Since pPAORl.9 express-
es only the endonuclease and pPAOM2.7 expresses only the meth-
ylase (Figure 2), these plasmids were used to identify which in
vitro synthesized products made from parent plasmid pPAORM3.8
were the respective proteins (Figure 5A). Comparison of the
protein products made by the three plasmids indicate a 60,000
dalton polypeptide synthesized by pPAOM2.7 and pPAORM3.8 but not
by pPAOR1.9. A polypeptide of this size is predicted by the DNA
sequence for the putative methylase (59,260) initiating with a
GTG codon at nucleotide 241. A 27,000 dalton protein is synthe-
sized by pPAOR1.9 and pPAORM3.8 but not pPAOM2.7 (Figure 5a).
The size of this polypeptide agrees well with the size predicted
by the DNA sequence for the putative endonuclease (27,283)
starting at nucleotide 1837.

Characterization of PaeR7 Methylase and Endonuclease:
Twelve mg of purified endonuclease was recovered from 41 g of
E. coli cells containing the overexpression plasmid (Table 1).
The enzyme, which ran as a single 27,000 dalton protein during
SDS-PAGE (Figure 5B), has a specific activity of 6 x 106 units/
mg. The specific activity of this purified PaeR7 endonuclease
when measured on lambda DNA is 15 x 108 units/mg and is compar-
able to values found for homogenous BamHI, PstI and EcoRI endo-
nucleases (J. Benner and L. Sznyter, New England BioLabs, unpub-
lished observations). 1In contrast, we recovered 0.4 mg of puri-
fied methylase (30x less than endonuclease) from these cells.
The methylase ran as a single band of 60,000 daltons on SDS-PAGE
(Figure 5B). It had a specific activity of 105 units/mg.

The active forms of the enzymes were sized by gel filtra-
tion. The endonuclease and methylase activities eluted with
estimated sizes of 52,000 and 58,000 daltons, respectively.
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This is consistent with the endonuclease forming a dimer and the
methylase acting as a monomer.

The amino acid sequence of the first 20 residues of the
purified PaeR7 endonuclease was determined by Edman degradation.
Assuming post-translational removal of the first amino acid,
this sequence agrees precisely with that predicted by the DNA
sequence (Figure 3). Attempts to sequence the methylase by the
same procedure proved unsuccessful.

DISCUSSION

Restriction-modification systems differ markedly in their
organization. The only common feature thus far found among the
characterized systems is that the two genes are closely linked.
The organization of the PaeR7 system most closely resembles the
chromosomal HhaII system in that the genes are cotranscribed in
the order methylase to endonuclease (5). In the best-studied
system, EcoRI, the order is reversed with the endonuclease pre-
ceding the methylase on a common transcription unit (8,9). 1In
three other systems characterized, PstI (7), EcoRV (11) and
PvulII (12), the two promoters for the endonuclease and methylase
are situated in an intergenic region and are divergently tran-
scribed. From the diversity of these gene arrangements, it
would seem that the mode of coordinate control between the endo-
nuclease and methylase genes must vary.

The regulatory region for the PaeR7 operon has been opera-
tionally defined by characterizing several Bal3l deletion mu-
tants. The DNA sequences of these mutants provide supporting
data which indicate that deletions within a 34 nucleotide re-
gion, 5' to the putative start of the methylase gene, have
pleiotropic effects. Plasmids pPAOA594, pPAOA614 and pPAOA628
demonstrate a spectrum of decreasing levels of expression for
both the proximal methylase and distal endonuclease genes. In-
spection of the nucleotide sequence of these Bal3l deletion
mutants reveals that beginning at nucleotide 165 (76 base pairs
away from the putative translational start for the methylase
gene) the sequence TGTCATG occurs. This sequence has been re-
ported to be the Pribnow region (-10 region) for the E. coli
araC gene (30). Although this observation is disputed by RNA
transcription mapping experiments of this gene (31), there is
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evidence that indicates this sequence may be capable of acting
as a secondary promoter for the araC gene (G. Wilcox, personal
communication). The sequence TTGCCG beginning at nucleotide
146, has been designated as the =35 region of the PaeR7 promo-
ter. Although closer to the Pribnow region than is usually
found in E. coli promoters [13 base pairs instead of 15-21
(32)], this =35 sequence shows the most resemblance to the con-
sensus =35 region of E. coli promoters (TTGACA) (33). It is
uncertain whether the sequence we have identified as the puta-
tive control region for the PaeR7 system operates as such in P.
aeruginosa.

The molar amount of endonuclease purified exceeded that of
methylase by 30-fold (data not shown). It is unlikely that the
discrepancy resulted from differential losses during purifica-
tion. 35S-labeled cell extracts run on 2-D polyacrylamide gels
show greater than 10x excess of endonuclease in crude extracts
(data not shown). It is curious that the yield of endonuclease

and methylase vary so greatly since the two genes are presumably
cotranscribed with the methylase preceding the endonuclease. If
both genes are being translated from the message with equal
efficiency one would expect more methylase than endonuclease in
the cell since: a) the methylase polypeptide is twice the size
of the endonuclease and b) the methylase is active as a monomer
and the endonuclease as a dimer.

This suggests that there is a greater turnover of methylase
than endonuclease within the cell and/or that the endonuclease
is translated more efficiently than the methylase. Comparison
of putative ribosome binding sites and translation initiation
codons favors the latter possibility. In the region proximal to
the putative start of the methylase there is no occurrence of a
sequence resembling the consensus Shine-Dalgarno [i.e. GGAGG;
(34)]; however, nine bases 5' to the initiation of the endonu-
clease gene is the sequence GGAGA. It may be significant that
other methylase genes that have been sequenced (i.e., HhaII [5],
PstI (7], EcoRV [11], Bacillus subtilis phage SPR [35] and dam
[36]) also have poor ribosome binding sites. In addition, it is
possible that use of the infrequent initiation codon GTG rather
than the more conventional ATG reduces methylase expression.
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The translational initiation codon for the endonuclease
gene is an ATG starting at nucleotide 1837 (Figure 3); the ini-
tiating fMET of this polypeptide is removed in E. coli. Similar
processing has been observed for the EcoRI endonuclease and
methylase (8), as well as for the PstI methylase (7) and the
EcoRV endonuclease (11). However, such processing is not uni-
versal for all endonuclease-methylase products; PstI endonucle-
ase (7) and EcoRV methylase retain their fMET residues (11).
Other types of protein processing are missing from the PaeR7
products. The sequence data for both the PaeR7 methylase and
endonuclease genes confirm that neither enzyme possesses a hy-
drophobic signal peptide sequence at the amino-termini (Fig-
ure 3). The protein products observed as a result of the cou-
pled transcription-translation and the PaeR7 enzyme purifica-
tions support this observation. The lack of such signal pep-
tides at the amino termini suggest that these proteins are not
transported through a membrane system of the host by a canonical
transport mechanism, as exemplified by the beta-lactamase enzyme
(37).

Additional analysis of the PaeR7 sequence suggests other
levels of control of expression. During translation, there is
in bacteria a non-random use of codons which is reflected in the
choice of the nucleotide at the third pdsition (38,39). Compar-
ison of the codon usage of the PaeR7 genes to the strongly and
weakly expressed genes of E. coli demonstrates a similarity to
the strongly expressed E. coli genes (40). Thus, the codon
usage for the PaeR7 genes probably contributes to the reasonable
levels of expression of these genes in E. coli. The PaeR7 meth-
ylase (61.5%) and endonuclease (59.3%) have a combined G+C con-
tent of 60.8%. Comparison of the codon usage of these PaeR7
genes and three other Pseudomonas genes (41,42,43) show the same
preference for G or C nucleotides in the third position of a
codon, thus resulting in identical codon preferences except for
the amino acids val, Thr, Asn, Asp, Cys and Ser.

Finally, there appears to be control of bacteriophage
restriction as a result of post-translational events. There is
evidence from complementation experiments using subclones of the
PaeR7 system which suggests that both parts of the system are
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required for efficient phage restriction. The details of this
observation are covered in a companion paper (17).
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