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The xylXYZ DNA region is carried on the TOL pWWO plasmid in Pseudomonas putida and encodes a
benzoate dioxygenase with broad substrate specificity. The DNA sequence of the region is presented and
compared with benABC, the chromosomal region encoding the benzoate dioxygenase of Acinetobacter calco-
aceticus. Corresponding genes from the two biological sources share common ancestry: comparison of aligned
XylX-BenA, XyIY-BenB, and XylZ-BenC amino acid sequences revealed respective identities of 58.3, 61.3, and
53%. The aligned genes have diverged to assume G+C contents that differ by 14.0 to 14.9%. Usage of the
unusual arginine codons AGA and AGG appears to have been selected in the P. putida xylX gene as it diverged
from the ancestor it shared with A. calcoaceticus benA. Homologous A. calcoaceticus and P. putida genes exhibit
different patterns ofDNA sequence repetition, and analysis of one such pattern suggests that mutations creating
different DNA slippage structures made a significant contribution to the evolutionary divergence of xyLX.

Benzoate dioxygenase (30) catalyzes the first of two step
reactions that give rise to catechol from benzoate. Many
bacterial species, exemplified by Acinetobacter calcoace-
ticus, carry chromosomal genes for enzymes that convert
catechol to citric acid cycle intermediates via 3-ketoadipate
(20, 21, 23, 31). These enzymes do not act effectively upon
methylsubstituted substrates. Methylcatechols, formed from
methylbenzoates by enzymes with relatively broad substrate
specificity, are utilized by a different metabolic pathway (2).
Genes for this pathway frequently are carried on plasmids
such as the TOL pWWO plasmid from Pseudomonas putida
(8, 36).

Isofunctional enzymes for dissimilation of aromatic com-
pounds in A. calcoaceticus and P. putida generally exhibit
close evolutionary ancestry reflected in identities of amino
acid sequence close to or exceeding 50% (9, 23, 38, 39, 41).
In contrast, genes for such isofunctional enzymes have
diverged substantially, as indicated by differences in G+C
content of about 15% (9, 20, 27). Such differences in G+C
content may be attributed in part to directional pressure
exerted by mutations within divergent cell lines (32). In
addition, selection for cognate tRNAs characteristic of the
host (1, 11) appears to have contributed to divergence of the
G+C content in DNA because genes from either A. calco-
aceticus or P. putida tend to possess a pattern of codon
usage that is similar to that of other genes from closely
related organisms (27, 35).
A question that remains is the nature of mutations that

gave rise to divergent DNA sequences encoding homologous
genes in the two bacterial species. Comparison of amino acid
sequences suggested that gene conversion events causing
substitution of oligonucleotide sequences within (29) and

* Corresponding author.
t Present address: Microbiology Department, University of

Texas Medical School, Houston, TX 77225.

among (40) coevolving genes created sequence repetitions
that were a major source of genetic divergence. The data
were puzzling because they implied that DNA sequences
encoding dipeptides and tripeptides were shuffled within
genes during their evolutionary divergence. The evidence
suggested that sequence exchange between misaligned DNA
strands might have been a source of the shuffling mutations
(25, 29), but in the absence of DNA sequences for the
divergent genes, it was not possible to suggest specific
mechanisms that created and maintained the divergent se-
quences.

Analysis of a range of biological systems has suggested
that sequence exchange among slipped DNA strands caused
mutations that have been a significant source of evolutionary
divergence (17, 34). The interaction of slipped DNA strands
during mutation has been documented by demonstration that
sequence-directed mutations create both deletions (3-6) and
repetitions of DNA sequence. Comparison of DNA se-
quences for oxygenative enzymes from A. calcoaceticus and
P. putida suggested that slippage structures formed between
misaligned DNA strands were formed by mutation and are
maintained by mismatch repair during evolution (9, 21).

Elsewhere, we have reported the DNA sequences of the
chromosomal A. calcoaceticus benABC genes, which en-
code a benzoate dioxygenase with relatively narrow sub-
strate specificity; the enzymes encoded by these genes
proved to be members of widely extended families of pro-
teins associated with oxygenative processes and electron
transport (22). Here we present the DNA sequences of P.
putida TOL plasmid DNA containing the xylXYZ genes
which encode a benzoate dioxygenase with broad substrate
specificity. Comparison of the benABC and xylXYZ genes
demonstrates their overall homology, reveals different pat-
terns of sequence repetition that were acquired during their
divergence, and suggests specific, potentially interactive,
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DNA slippage structures that were acquired during the
evolution of xylZ.

MATERIALS AND METHODS

Sources of DNA for sequencing were pPL392 (7) and
subclones derived from it (8). DNA fragments generated by
cleavage with different restriction enzymes were subcloned
into mpl8 or mpl9 and propagated in Escherichia coli JM101
(37). DNA sequencing with M13 derivatives as templates
was done with a kit from Pharmacia. Overlapping sequences

from both strands were determined. Sequence analysis was

performed with PC/Gene (Intelligenetics) and Microgenie
(Beckman) software packages.

Nucleotide sequence accession number. The xyl DNA se-

quence presented in this report has been deposited with
GenBank under accession number M64747.

RESULTS

Overall sequence comparisons. Figure 1 presents DNA
sequences contairihg the P. putida xylXYZ genes and the A.
calcoaceticus benABC genes accompanied by the aligned
amino acid sequences' of the gene products. Three compar-

isons, XylX-BenA, XylY-BenB, and XylZ-BenC, revealed
respective amino acid sequence identities of 58.3, 61.3, and
53%. Regions of itlino acid sequence similarity were dis-
tributed fairly evenly through the compared regions, and
thus it appea'r's likeiy that the xylXI'Z and benABC genes

were derived from a common ancestral DNA fragmeht.
DNA sequences lying between the aligned genes were not

subjected to selection at the level of protein, and these
regions have diverged. Whereas the benA and benB genes

overlap by a single nucleotide, the corresponding xylX and
xylY genes do not overlap (Fig. 1). The distance between
benB and benC is 66 nlcleotides longer than the distance
between xylY and xylZ. The ben and xyl sequences show no

similarity in this regioh, but it would be incorrect to conclude
that this segment of DNA escaped selection for structure

because the ben sequence contains an inverted repetition 10
bp in length (Fig. 1).
G+C content and codon usage. Despite their similarity at

the level of translation, the P. putida and A. calcoaceticus
genes differ substantially in G+C content. Whereas the
respective G+C contents of the P. putida xylX, xylY, and
xylZ genes are 59.3, 56.1, and 61.3%, the G+C contents of
the corresponding A. calcoaceticus benA, benB, and benC
genes are 45.0, 41.2, and 47.3%, respectively. Thus, the
differences in the G+C content of the xyl genes range over

4.2%, and the differences in the G+C content of the ben
genes range over 6.1%. Differences in the G+C content

emerging from ;.ylX-benA, xylY-benB, and xylZ-benC com-

parisons fall within the relatively narrow range between 14.0
and 14.9%.

Variation in the G+C content of genes from different
organisms has been attributed to a combination of direc-
tional mutation pressure toward a defined G+C content (32)
and selection for codon usage as determined by the relative

pool levels of cognate tRNAs (1, 11). Comparison of codon
usage in the xyl and ben genes showed that differences are

found most frequently in the third nucleotide position, which

allows codons with different G+C contents to encode iden-

tical amino acid residues. For example, 60 arginyl residues

expressed by the P. putida xylXYZ genes are encoded with

respective frequencies of 57 and 17% by CGC and CGT.

Conversely, the 49 arginyl residues in the A. calcoaceticus

genes are encoded by CGC and CGT with relative frequen-
cies of 22.4 and 59.2%, respectively.

DISCUSSION

Conservation of genes and divergence of intergenic se-
quences. Amino acid sequence comparisons provide strong
evidence for common ancestry of the xylXYZ and benABC
regions: identity of amino acid sequence in the aligned gene
products (Fig. 1) exceeds 53%. Intergenic regions of DNA
have not been subjected to selection at the level of protein
function, and substantial divergence of DNA sequence oc-
curred in these noncoding regions. The single-base overlap
of benA and benB prompts speculation that their expression
might be concerted by translational coupling (24). Whatever
the merits of this proposal, it must be recognized that the
putative control has not been conserved in the closely
homologous xylX and xylY genes, which do not overlap (Fig.
1). Possible genetic or physiological significance might be
ascribed to the 10-bp inverted repetition lying between benB
and benC (Fig. 1), but selective forces favoring the inverted
repetition were not conserved during divergence of xylY and
xylZ between which the corresponding region ofDNA is not
present (Fig. 1).
Use of exceptional arginine codons in xyLX. An unusual

property of the xylX gene is its use of two AGA and three
AGG codons for 5 of the 35 arginyl residues. These codons
are employed rarely by structural genes from fluorescent
Pseudomonas species (35). Nor are the five exceptional
codons used by any of the 17 arginyl residues conserved in
xylX during its divergence from benA (Fig. 1). Thus, the rare
AGA and AGG codons represent 5 of 18 arginyl codons that
were either acquired or maintained during divergence of
xylX from the ancestor it shared with benA. It therefore is
reasonable to conclude that the unusual arginyl codons in the
xylX gene were selected. The basis for the selection is
unknown. Remarkable enrichment of the exceptional arginyl
codons is also found in other xyl genes from the TOL
plasmid pWW0 (10, 12, 13, 19, 33). These observations raise
the possibility that the xyl structural genes have been se-
lected in an organismn in which tRNA corresponding to AGA
and AGG codons was relatively high.

Evolutionary acquisition of DNA slippage structures. Dif-
ferent patterns of DNA sequence repetition distinguish the
xyl and ben regions. As discussed below, it appears that the
sequence repetitions arose as a consequence of mutations
that superimposed DNA sequences from different chromo-
somal regions during evolutionary divergence. The question
that must be addressed is how to account for both the origin
and the maintenance of complex patterns of DNA sequence
repetition.

Acquired DNA sequence repetitions have been inter-
preted as components of three-dimensional structures
formed by hybridization between slipped strands (25-29).
According to this view, the genetic basis for the formation
and the conservation of the DNA slippage structures is
mismatch repair between the hybridizing regions (16, 18).
The model predicts that DNA forced into single stranded-
ness in one slippage structure may hybridize with a comple-
mentary DNA sequence in another region and thus may
foster formation of an alternative slippage structure. Thus,
interactive slippage structures could contribute to genetic
continuity and, when disrupted, generate cascades of muta-

tion through mismatch repair. Therefore, the model ac-

counts for how rapid genetic divergence could occur and,
once achieved, how it might be maintained.

VOL. 173, 1991
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7542 HARAYAMA ET AL.

I

10 20 30 40 50 60 70 80 90 100 110 120
xyt TCGACGCTGGTCGTCCTCGTGCGGCTGCTGGTtGCTGCTGACCCTGCCGCTGTCCTATCGGCCTCGTCGGCCTCGTGGACGGCCTGTCGCCGGACATCGCGCTTCGGCGCCG
ben AAGCTTTG

1

130 140 150 160 170 180 190 200 210 220 230 240
9Li CGAGTCG;61TTCtsATCTACC 6aCGGCJ CCTGATCCCCGTGGCCGTACTGCCGTGGGTGACTTACCTGGCATGCCGGTCAGCGTGAACCCGCTGCTGACCtCTGCTGCCAG

ben CTCCCCGCT U TA GG^TGCTAAGTTCCATTTAAATACTCCATAGGTATTTTATTATACAATAATGTGtTTTACTTATTAACATCTTTTAAGGTATAA
10 20 30 40 50 60 70 80 90 100 110 120

250 260 270 280 290 300 310 320 330 340 350 360
6 CGCC6 ~CTCG6taGCGTGGCGGTGTGCATCGCT CGC CTTC-AG CTCGTAGGTGCGACACGTTAATTTTGATCAGCAGTTCCTTAACGGCTGCAGTGTCCGGTTTGATAG3x1

ben AAGGCAGGGGCTtGACCAAAAAGCTTTC TTCAATTGGATTGA T ATTCGTTTT TCGGTTGCCGTTAGT
130 140 150 160 170 180 190 200 210 220 230 240

370 380 390 400 410 420 430 440 450 460 470 480
xortX GTAAGTWCCACCtTT GG6GUJAT GCTATTCTtAMGAGGCCTACCCCTTAGGCTTTTGAAGCA AATAATMTGTCATGACATGACA
b CATTTTATGCGTTGCGTTGTTTAATTGAATGTTTGACTMACAA CGTTTTGCTCTGGCCTAGACAAGTTTCTTATTTTGGAATGTTGGAGAAAGGATATGCCGTATTCCCGTCATT

250 260 270 280 290 300 310 320 330 340 350 360
XyLX NetThr
BenA M.tProArgI teProVat Ite

490 500 510 520 530 540 550 560 570 580 590 600
xvtX ATGCACCTOOpBCTC CTATATAGATAGTCTCGTTGTAGAAG TGAGACGGGG CTACCGCTGCAAGCGCGAGAtGTTCACCGACCCTCGdCTGTTCGATTTAGAGATGAAACAC

AATACTAGCCTCTTGACCGAATTGATGAACTGCTTGTAGACAATACCG GAATTTAAGTTACATCGTTCTGTATTTACAGATCAGGCACTTTTTGATCTTGAAATGAAATAC
370 380 390 400 410 420 430 440 450 460 470 480

XytX NetHisLeuGlyLeuAspTyrIlteAspSerLeuVaLGLuGLuAspGluAsnGluGLyIleTyrArgCysLysArgGLuMetPheThrAspProArgLeuPheAspLeLGLu.etLysHis
* * * * * * 1*1 * * * * * * * * * *

BenA AsnThrSerNisLeutspArgIleAspGLuLeuLeNValAspAsnThrGLuThrGtyGLuPheLysLeuHisArgSerVatPheThrAspGtnAtaLeuPheAspLeuGtuMetLysTyr

610 620 630 640 650 660 670 680 690 700 710 720
xYLX ATCTTTGA GGCAATGGATTTATCTCGCCCACG^GGCGts:GAG^ACGATCtAtCAC TATTCAcAGGGCCGGCGCCGATATT,CATCACC GC GGTGAG
boM ATTTTCG 6*^TGGGTTTATTTGGCTCATGAAAGCCAGATTCCC CkCAGACTATTACACCACCTATATTGGCAGACAACCGATTTTGATTGCt MCCGAACGGTGAA

490 50 510 520 530 540 550 560 570 580 590 600
XytX I LePheGuGtyAsnTrpI LeTyrLeuALaHisGLuSerGtnIL eProGluLyAsnAspTyrTyrThrThrGtretGLyArgGltnProlLePhel teThrArgAsnLysAspGlyGlu

* * * * * * * * * * * * * * * * * * * * * * 1*1 * * * * 1*1 * * *

Ben I tePheGluGtyAsnTrpVaLTyrLetALaNisGtuSerGtnI leProAsnAsMsnAspTyrTyrThrThrTyrI LeGLyArgGLnPro lteLeul LeAlaArgAsnProAsnGLyGlu

730 740 750 760 770 111780 790 800 810 820 830 840
xvlX CtGTGAAT JCAACTGCCTGCAGTC CCGCC CTCGTCGCTTTAGGAGTG JCG CA^CCCACACCTGCTCGTTCCACGGCTGGACCTTCAGCAATTCGGGCAAG

b CT ^CC eTtAACGC^TGTTCACATtOTGGTGCACAGCTGCTCGGTCATAAGCGTGGTAAT"MGACCACATATACTTGCCUtTtTCAtGGCTGGACCtTCAATAACTCG^A
610 620 630 640 650 660 670 680 690 700 710 720

XylX Leu^AsataPheVatAsnALaCysSerHisArgGlyAtaThrLeuCysArgPheAr9SerGlyAsnLyslAtThrHisThrCysSerPheHisGLyTrpThrPhe'SerAsnSerGLyLys
* * * * * * * * 1*1* * * .* * * * * * * * * * * * * * * *

BenA LeAstatetAIsnLCysSerNiArgGLyAtaGLnLeuLeuGlyHisLysArgGLyAsnLysThrThrTyrThrCysProPheHisGtyTrpThrPheAsnSerGlLys

850 860 870 880 890 900 910 920 930 940 950 960
xvtX CTGCTCAAGGTZ^CCZG TGCCGGCTATCCGGACAGCTTCGACTGTGAWCGGCTCGCACGACCTGAAGAAAGTTGCGCGCtTTTGTTCCTACCGCGGATTTCTATTCGGCAGC

b ATGTTGAAGGTGJU TWGAT AGCTGGTTATTCAGTT TtTTTA TMCAGGA CGGTTCC CGCCCTTAAAGGTGGCKGCTTTTGAAGTTATAAGTTTTTTATTTGGCAGT
730 740 750 760 770 780 790 800 810 820 830 840

XytX LeuLeuLysVatLysspProLysGLyALdGtyTyrProAspSerPheAspCysspGLySerH isAspLeuLysLysVatALaArgPhelAtSerTyrArgGtyPheLeuPheGtySer
* * * * * * * * * * * * * * * * * * * * * * 1*1 * * * * * * * * *

BenA LeuLeLyeVatLysAspProSerAspAt dGLyTyrSerAspCysPheAsnGLnAspGtySerHisAspLeuLysLysVatALaArgPheGtuSerTyrLysGtyPheLeuPheGLySer

970 980 990 1000 III 1020 1030 1040 1050 1060 1070 1080
xvtX CTGCCAG GTCGCCCCGTTGGAAGAGTTCCTCGGCGAGTCGG ^GCATCGACATGGTCGTCGACCAGTCGCCCGAAGGTCTGGAAGTGCT UGUG6TTCCAGTACCTATGTT
,bnCTGAATCCTSTAGTCCGTCACTGCAAGGTTTTTCTTATC GACTGATTGTCGGGC AATCCGATCAGGGCCTT6GAGTACTG CGTGGTGTTTCGACCTACACC

850 860 870 880 890 900 910 920 930 940 950 960
XytX LeuArgGLuAspValAlaProLeutuGLuPheLeuGLyGtuSerArgLysVal I LeAspNetValVatAspGLnSerProGLuGlyLeuGluValLeuArgGtySerSerThrTyrVaL

* * * * * * * * * * * * * * * * * * * 1*1 * * * *

BenA LeuAsnProVatAspProSerLeuGtnGLtPheLeuGtyGLuThrThrLysI tel leAspHetI leVaLGlyGLnSerAspGtnGtyLeuGluVatLeuArgGlyVaLSerThrTyrThr

1090 1100 1110 1120 1130 1140 1150 1160 1170 1180 III 1190 1200
xLX TAC ^ GGAACTGTGCAGGTCGC GCCGACGGCTACCACGTCAGTACTGTTCACGACTAG£ CCGCCA aC C-C-AGAGGCT aGC GAT

EiTAT F GCGAGTT CCACAAA GGCTATCATGTTTCGGCGGTGCACTGGA CTATGCGACACGCAGCA CTCGTAGAAACGAGTGATACC
970 960 990 1000 1010 1020 1030 1040 1050 1060 1070 1080

XytX TyrGtuGtyAsnTrpLysVatGtnVaLGLuAsnGtyAlaAspGtyTyrHisVatSerThrVaLHitTrpAsnTyrAtaALaThrGlnGtnGtnArgLysL " rgAsphL GtyAspAsp
* * * * * * * * * * * * * * * * * * * * * * * * * 1*1 * * * *

Ben TyrGluGtyAsnT.rpLysLeuThrALaGtuAsntyALaAspGLyTyrNisVaLSerALaV&tHisTrpAsnTyrALaALaThrThrGtnHisArgLysGLuLysGLnALaGLyAspThr
1210 1220 1230 1240 1250 1260 1270 1280 1290 1300 1310 1320

xvlX ATT "GCAeccGC TACGGGGCGGGGAT &GCGTTCTACTCCTTTG ^rorvrGTGGTCTGGGCACGCTOOGGTGACCC^^^CGCCCGTTCGCC
ATTCGCGCGATGAiGCGCGGGCTCGTGGGG s^CATGGTGGCGGTTCATATGGATTTGAACATGGT ^AGTTGCTCTGGACACAATGGGGTAAMTC&ACCGACCAAACTTTCCT
1090 1100 1110 1120 1130 1140 1150 1160 1170 1180 1190 1200

XytX lteArgALaN tThrAtaSerSerTrpGtyGtyAspGtyGtyGtyPheTyrSerPheGLuAsnGLyHisGLnNetV tTrphLaArgTrpGtyAspProLysAsnArgProLeuPheALa
* 1*1 * * * * * * * * * * * * * * * * * * 1*1 * *

BerA IleArgAtaNetSerAtaGtySerTrpGtlyLysHisGLyGLyGtySerTyrGtyPheGLuNisGLyHisMetLeuLeuTrpThrGtnTrpGLyAsnProGtutspArgProAgnPhePro
FIG. 1. Aligned DNA sequences of P. putida xylXYZ and A. calcoaceticus benABC. Potential ribosome binding sites preceding each gene

are underlined. Asterisks mark amino acid residues shared in the protein products of the aligned genes. Vertical lines flank asterisks marking

arginyl residues conserved in XyIX and BenA. Exclamation points mark the exceptional AGA and AGG arginyl codons that appear to have
been selected in xylX. Arrows indicate a perfect 10-bp repetition in the DNA sequence lying between benB and benC.

J. BACTERIOL.
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1330 1340 1350 1360 1370 1380 1390 1400 1410 1420 1430 1440
XYIX GAGCGAGATCGCTTAGCCAGCGAGTTTGGTGAAGCCCGTGCCGACTGGATGATCGGCGTCTCCCGCAACCTCTGCCTCTACCCGAACCTCTACCTGATGGACCAGTTCGGCTCGCAGTTG
benA AAAGCAGCGGAATATACCGAATTCGGTGCTGCAATGTCGMAAAGGATGATCGAACGCTCACGTAACTTGTGTTTATATCCAACGTGTACCTGATGGATCAGTTTGGTTCGCAATT

1210 1220 1230 1240 1250 1260 1270 1280 1290 1300 1310 1320
XylX GluArgAspArgLeuALaSerGluPheGlyGLuALaArgAlaAspTrpMetI LeGlyValSerArgAsnLeuCysLeuTyrProAsnLeuTyrLeu4etAspGlnPheGlySerGLnLeu

* * * * * * * 1*1 * * * * * * * * * * * * * * * *
BenA LysAlaALaGLuTyrThrGLuLysPheGLyALaAlaMetSerLysTrpMetILeGtuArgSerArgAsnLeuCysLeuTyrProAsnVatTyrLeLMetAspGlnPheGLySerGLnILe

1450 1460 !!I 1480 1490 1500 1510 III 1530 1540 1550
xytX CGTATCACCCGTCCGCTGTCGGTGGATAGAACCGAAATCACCATCTACTGCATCGCGCCCAAAGGCGAAACGCCG---AGGCGTGCCCGCCGTGTCCGTCAGTACGAGGACTTCTTCAAT
benA CGTGTTTTACGTCCAATTTCGGtCAATAAAACCGAAGTCACCATTTACTGTATTGCGCCTGTAGGTGAAGCACCCGAAGCGCGTGCACGCCGTATTCGCCAGTATGAAGATTTCTTTAAT

1330 1340 1350 1360 1370 1380 1390 1400 1410 1420 1430 1440
XyLX ArgIleThrArgProLeuSerValAspArgThrGLulLeThrILeTyrCysIleALaProLysGLyGluThrPro---ArgArgALaArgArgValArgGLnTyrGLuAspPhePheAsn

1*1 1*1 * * * * * * * * * * * * * * * 1*1 * 1*11*1 1*1 * * * * * * *
BenA ArgValLeuArgProlLeSerValAsnLysThrGluVaLThrlteTyrCysIleAtaProValGLyGLuALaProGLuAlaArgAtaArgArgIleArgGtnTyrGtuAspPhePheAsn

1560 1570 1580 1590 1600 1610 1620 1630 1640 1650 1660 1670
xvlX GTCAGCGGCATGGCCACCCCGGACGACCTGGAGGATtCCGCGCCTGCCAGGAGGGCTTCGCCGGCGGGGGGATG------ACGACATGTCCCGTGGCGCCAACACTGGATCAGGGG
berA GCATCTGGAATGGCGACGCCAGACGATCTTGAGGAGTTGCCTCGCTGTCAGGCTGGTTATGCAGGTATCGMACTGGAATGGAACGACATGTGCCGCGGATCAAACATTGGATTTATGGA

1450 1460 1470 1480 1490 1500 1510 1520 1530 1540 1550 1560
XyLX VaLSerGLytetALaThrProAspAspLeuGLuGtuPheArgAtaCysGtnGLuGLyPheALaGLyGLyGLyMet------AsnAspMetSerArgGLyAlaLysHisTrpilteGuGLy

* * * * * * * * * * * * * * * * * * * 1*1* * * * * *
BenA A1aSerGLyMetAtaThrProAspAspLeuGLuGLuLeuProArgCysGLnAtaGtyTyrAtaGLylLeGluLeuGluTrpAsnAsp4etCysArgGlySerLysHisTrpIleTyrGLy

1680 1690 1700 1710 1720 1730 1740 1750 1760 1770 1780 1790
xeXCCGGACGAGGGCGCGAAGGAGATCGATCTGCATCCGAAGCTGAGCGGTGTCCGCTCGGAAGACGAAGGCCTGTTCGTCATGCAGCACAAGTACTGGCAACAGCAGATGATCAAGGCCGTC

benA CCAGATGATGCCGCTAATGAAATCGGATTAAAACCGGCTATTAGTGGTATTAAAACTGAAGACGAAGGCTTGTATTTGGCACAGCATCAATACTGGCTCAAAAGTATGAAGCAAGCGATT
1570 1580 1590 1600 1610 1620 1630 1640 1650 1660 1670 1680

XytX ProAspGLuGlyAlaLysGlulteAspLeuNisProLysLeuSerGlyVaLArgSerGLuAspGLuGlyLeuPheValMetGLnHisLysTyrTrpGtnGlnGLrd4etIleLysAtaVal
* * * * * *. * * * * * * * * * * * * * *

BenA ProAspAspALaALaAsnGluIlteGLyLeuLysProAtaIleSerGLylteLysThrGLuAspGluGLyLeuTyrLeuAlaGLnHisGLnTyrTrpLeuLysSerNetLysGLnALaltLe

1800 1810 1820 1830 1840 1850 1860 1870 1880 1890
xvLX AAGCGAGAACAGCATCGGCTGATCCATGCGGAGGGCGTGTAA--------------------ATGACTATCTCCTACGAAGCCGTGCGCGATTTCCTTTACCGCGAAGCACGCTACCTC
b GCTGCGGAGTTTGCATCGCGTCAGGGAGAGAACGCATGATGCTACAGCACTTTTAGACACCATCAGCATCGAACAGATTAGCCAGTTTTTGTATAGCGAGGCCCGTTTTTTA

1690 1700 1710 1720 1730 1740 1750 1760 1770 1780 1790 1800
XyLX LysArgGluGLnAspArgLeulteHisAlaGtuGlyVal

*

BenA AtaALaGLuLysGLuPheALaSerArgGlnGLyGLuAsnAta
XyLY MetThrI LeSerTyrGLuALaValArgAspPheLeuTyrArgGluAlaArgTyrLeu

* * * * * * * * * * *

BenB MetAsnAlaThrAlaLeuLeuAspThrl leSerI teGLuGLnI LeSerGLnPheLeuTyrSerGLuALaArgPheLeu

1900 1910 1920 1930 1940 1950 1960 1970 1980 1990 2000 2010
xytY GACGACAAGCAGTGGGAAAGCTGGCTGGAAATGTACGCGCCGGACGCCACTTTCTGGATGCCGGCCTGGGACGACCGCGACCAATTGACCGAAGACCCGCAGAGCCAGATCTCGCTGATT
benB GATGATGAGCAATGGGATGACTGGCTTGAATGTTATGCACCTCAAGCCTCATTTTGGATGCCCGCGTGGGACGATAACGACCAGCTCACTGAAAACCCCCAAACTGAGATTTCGCTGATT

1810 1820 1830 1840 1850 1860 1870 1880 1890 1900 1910 1920
XyLY AspAspLysGLnTrpGtuSerTrpLeuGLueetTyrAtaProAspALaThrPheTrpetPrQALaTrpAsplspArgspGtnLeuThrGtuAspProGtnSerGLnIteSerLeul Le

* * * * * * * * * * * * * * * * * * * * * * * * * * * * * *

BenB AspAspGLuGLnTrplspAspTrpLeuGLuCysTyrALSProGtnALaSerPheTrp4etProAtaTrpAspAspsrAspGtnLeuThrGtuAsnProGLnThrGLuILeSerLeul te

2020 2030 2040 2050 2060 2070 2080 2090 2100 2110 2120 2130
xytY TGGTACGGCAATCGCAGTGGCCTAGAGGATCGGGTGTTCCGCATCAAGACCGAGCGTTCCAGTGCCACCATTCCGGACACCCGAACCAGCCACAACATCAGCAATTTGGAGTTGCTCGAG
benS TATTATCCAGATCGCCAAGGTCTTGAAGATCGAGTATTTCGGATTAAAACCGAGCGTTCATCGGCGACCATGCCAGATACGCGTACGGCACACAATATTAGCAATATCGAAGTTGAATCA

1930 1940 1950 1960 1970 1980 1990 2000 2010 2020 2030 2040
XyLY TrpTyrGLyAsrArgSerGlyLeuGLuAspArgValPheArgIteLysThrGluArgSerSerAlaThrl LeProAspThrArgThrSerHisAsnl LeSerAsnLeuGluLeuLeuGLu

* * * * * * * * * * * * * * * * * * * * * * * * * * * * * *

BenB TyrTyrProAspArgGLnGlyLeuGluAspArgVaLPheArglteLysThrGluArgSerSerAlaThrMetProAspThrArgThrAlaHisAsnIleSerAsnIleGtuVaLGluser

2140 2150 2160 2170 2180 2190 2200 2210 2220 2230 2240 2250
xylY CAGTCCGATGGCGTCTGTAAGCTGCGCTACAACTGGCACACCATGAATTATCGGTACAAGACGGTGGACCACTTCTTTGGCAccAATTTCTGCACTCTCGACACATGCGGCGAGACCCCG
benB CGTGATGGCCTTCAAATCACAGTACGTTTTAACTGGAATACGCTCAGTTTCCGCTATAAAAACAGTTACAGCTATTTTGGCATGTCACGCTATGTAATCGATTTCTCAGGTGAACAACCA

2050 2060 2070 2080 2090 2100 2110 2120 2130 2140 2150 2160
XylY GLnSerAspGtyVatCysLysLeuArgTyrAsnTrpHisThrMetAsnTyrArgTyrLysThrVatAspHisPhePheGlyThrAsnPheCysThrLeuAspThrCysGLyGLuThrPro

* * * * * * * * * * * * *

BenB ArgAspGlyLeuGLnI teThrValArgPheAsnTrpAsnThrLeuSerPheArgTyrLysAsnSerTyrSerTyrPheGLytetSerArgTyrVal IleAspPheSerGlyGLuGLnPro

2260 2270 2280 2290 2300 2310 2320
xY CTGATTACGGCCAAGAAGGTCGTGCTGAAGAACGACTACATCCGCCAAGTTATCGATGTATACCACGTCTGAGG- ---------------------------------------------

benB AATCTTGAGCAAGTATGTGATGCTTAAGAATGACTATATTAATCAAGTCATTGATATTTATCATATTTAATCAGTTATACCTCAGTCAAACGGACACTTGACTGAGGGTTTATGAGT
2170 2180 2190 2200 2210 2220 2230 2240 ---------> ---------

XytY LeulteThrAlaLysLysVaLVaLLeuLysAsnAspTyrI LeArgGLnVatI LeAspVaLTyrHisVaL
* * * * * * * * * * * * * * * *

BenS LysI teLeuSerLysTyrValMetLeuLysAsnAspTyrIteAsnGLnVat I LeAspI teTyrHisIle
BenC MetSer

2330 2340 2350 2360 2370 2380 2390 2400 2410 2420
xylZ --------------------TGCCGCCATGACACACAAGGTTGCCACTGACTTCGAAGACGGCGTCACTCGTTTCATCGATGCTAATACTGGCGAGACTGTTGCTGATGCAGCCTACCGC
benC TTATATTTGAATAGGATTCCTGCCATGTCAAACCATCAAGTAGCACTTCAATTTGAAGATGGCGTTACCCGTTTTATCTGCATCGCTCAAGGTd W CCTTATCCGATGCAGCATACCGT

2290 2300 2310 2320 2330 2340 2350 2360 2370 2380 2390 2400
XylZ MetThrHisLysVaLALaThrAspPheGLuAspGLyVaLThrArgPhelLeAspAlaAsnThrGLyGluThrVatALaAspALaALaTyrArg

* * * * * * * * * * * * * * * * * * * *

BenC LeuTyrLeuAsnArglteProALaMetSerAsnHisGlnValAlaLeuGlnPheGLuAspGtyValThrArgPheI leCysIleALaGlnGlyGluThrLeuSerAspAtaALaTyrArg
FIG. 1-Continiued.
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7544 HARAYAMA ET AL.

2430 2440 2450 2460 2470 2480 2490 2500 2510 2520 2530 2540
xvlZ CAAGGCATCAATTTACCCCTGGACTGCCGAGACGGTGCATGCGGCGCCTGCAAATGCTTCGCTGAGAGCGGCCGCTACAGCCTCGGCGAGCGG---TATATCGAGGATGCACTTAGCGZA
benC CATATTCCAATGGACTGCCGTGAAGGCGAGTGTGGTACCTGCCGTGCTTTTTGTGAATCGGGCAACTATGACxTGCCT AAGACAATTACATTGAAGATGCACTCACCCCA

2410 2420 2430 2440 2450 2460 2470 2480 2490 2500 2510 2520
XytZ GLnGlylteAsnLeuProLeuAspCysArgAspGlyALaCysGtyAtaCysLysCysPheAlaGluSerGLyArgTyrSerLeuGtyGLuGLu---TyrI LeGLuAsptaLeuSerGLu

* * * * * * * * * * * * * * * * * * * * * * *

BenC GLnGLnILeAsnILeProNetAspCysArgGtuLyGtuCysGLyThrCysArgALaPheCysGLuSerGLyAsnTyrAspNetProGLuAspAsnTyrILeGLuAspAlaLeuThrPro
2550 2560 2570 2580 2590 2600 2610 2620 2630 2640 2650 2660

xylZ GCCGAAGCCGAGCAGGGCTACGTGCTGACCTGCCAGATGCGCGCCGAAAGCGACTGCGTGATTCGCGTTCUGGCCGCATCGGACGTCTCG CACGCAGGCCGGCTATC^GAC
berC GGCCGGGCCTTTTGGCATGTCAATGCCGTCCAACTTCAGATGCTGTATTTCAATTCAGGCGTCTTCTGAGGTATGTAAAACCAAGATTCATCACTTTZGAG

2530 2540 2550 2560 2570 2580 2590 2600 2610 2620 2630 2640
XytZ ALaGLtaGluGLnGtyTyrVetLeuThrCysGLnretArgALaGluSerAspCysVaL lLeArgVaLProALaALaSerAspVaLCysLysThrGlnGlnAlAGlyTyrGlnALaAla

* * * * * * * * * * * * * * * * * * *

BenC GLuG LuAlGlnGtnGlyTyrValLeuALaCysGlnCysArgProThrSerAspALaValPhGLnI LeGLnALaSerSerGluValCysLysThrLysI LeHisHisPheGtuGtyThr

2670 2680 2690 2700 2710 2720 2730 2740 2750 2760 2770
xvlZ AT ^UGGCGTCAGCTGTCCGAGAGCACCATCGCGCTGTCTATCAAGCGCATCGCTGAA---CCAGTTGGCGTTCCTGCCAGGCCAGTACGTCAATCTGCAAGTGaGG
ben ATGGCGCGGGTTGAAAATCTATCGGATTCGACCATCACCTTTGATATTCAGCTCGATGACGGTCAGCCCGATATTCATTTTCT6GGCGGGCAGTATGTCAACGTGACGCTGCGCC

2650 2660 2670 2680 2690 2700 2710 2720 2730 2740 2750 2760
XyLZ ILeSerAsnVaLArgGlnLeuSerGluSerThrILeAloLeuerIleLysSerALaSerLeuAsn ---GLnLeALaPheLuProGLyGlnTyrVaLAmnLeuAtnValProGtySer

* * * * * * * * * * * * * * * *

BenC LeuAtaArgValGluAsnLeuSerAspSerThrILeThrPheAspIleGtnLeuAspAspGLyGlnProAspIleHisPheLeuALaGLyGtnTyrVaLAsnV.lThrLeqFroGlyThr
2790 2800 2810 2820 2830 2840 2850 gm 2870 2880 2890

xytZ GCWCCCGCGCCTATTCCTTCAGCTCGCTGWAG GGCGAGGTCAGCTTCCTGATCCGCAAGCTGCCGGGCGGGCTGATGAGCAGCTTCCTGACCAGCCT AAGUGTCGGC
ben -------CACGCTCGTATTCGTTTAGCTCACACCAGGCATCGCTTAACCGGGTTCGTGGTTCGTAATGTGCCGCAGGTMTGAGCGATATTTAAGTGTGCCGC

2770 2780 2790 2800 2810 2820 2830 2840 2850 2860 2870 2880
XytZ AspGLnThrArgAlaTyrSerPheSerSerLeuGtnLysAspGlyGLuVaLSerPheLeuILeArgLysLeuProGLyGtyLeMetSerSerPheLeuThrSerLeuALaLysVatGLy

* * * * * * * * * * * * * * * * *

BenC ThrGtuThrArgSerTyrSerPheSerSerGLnProGLyAsnArsLeuThrGtyPheVaLVatArgsnVatProGtnGtyLyMetSerGtuTyrL erVatGtnAtaLyAt&Gty

2910 2920 2930 2940 2950 2960 2970 2980 2990 3000 3010
xylZ CATAGCGTCAGTCTGGCTGGACCGCTGGGCGCGTTCTATCTGCGCGAGATCAAGCGGCCGCTGCTGTTGCTGGCGGGCGGTACCGGCCTAGCGCCGTTCACCGCGATGCTGGG ^C
ben%C GACAAATGAGCTTTACTGGACCATTTGGTAGTTTTTATCTGCGTGATGTCAAGCGTCCTGTGCTCATGCTGGCTGGCGGTACGGGAATCGCACCGTTTTTATCGATGTTWGCATACTT

2890 2900 2910 2920 2930 2940 2950 2960 2970 2980 2990 3000
XyLZ AspSerValSerLeuAleGtyProLeuGtyALaPheTyrLeuArgGtulteLysArgProLeuLeuLeuLeuAtaGLyGLyThrGLyLeuAtaProPheThrAtaMetLeuGLuLysILe

* * * * * * * * * * * * * * * * * * * * * * * *

BenC AspLysMetSerPheThrGlyProPheGlySerPheTyrLeuArgAspVaLLysArgProVaLLe etLeuALaGLyGtyThrGlylLeALaProPheLeuS.rNetLeALnVatLeu
3030 3040 3050 3060 3070 3080 3090 3100 3110 3120 3130

lyZ GCC kUGCG-GC ^ CCATCTQATCTACGGCGTCACCCATG -mlGCTGGTTGAATG S TAGAGGCATTCGC CCGATCCCAACTTCAG
benC GAGeGCAGTG TCCAGTACGACTGGTGTTTGGC TCC TGTGATCTGGTGGCGCTTG^AACACTCGATGCACTTCGGICTC GGTTTGAATATCGT

3010 3020 3030 3040 3050 3070 3080 3090 3100 3110 3120
XylZ AltGluGLnGlyGtyGluMisProLeuHisLeuIleTyrGLyVaLThrHisspHisAspLeuVatGLuMetAspLysLeuGLuAtaPheAtaALaArgI lteProAsnPheSerTyrSer

* * * * * * * * * * * * * * * * *

BenC GLuGLnLysGtySerGtuHisProVaLArgLeuVaLPhoGLyVatThrGLnAspCyspLeuVatAlaLeuGLuGlnLeLAspRLaLeuGLnGLnLysLeuProTrpPheGLuTyrArg
3150 3160 3170 3180 3190 3200 3210 3220 3230 3240 3250

xytZ GCCTGCGTCGCCAGCCCCCC ccGCG TATGTGACCCAGTACATCGAC TCAATCCGGCGGTGAGGTAGATATCTACCTTTGCGGTCC.CACCCGATG
benC ACCGTGGTGGCACATGCGGCAACATGAACGTAAAGGTTACGTGACGGGTCATATCGATATGAT GGCTAMTGGCGGTGAAGTTGATGTGTATCTGTGCGCCGTCCTATG

3130 3140 3150 3160 3170 3180 3190 3200 3210 3220 3230 3240
XytZ AlaCysValAlaSerProAspSerALaTyrProGlnLysGLyTyrVatThrGlnTyrI eGluProLysGtnLeuAsnGtyGtyGLuVsLAspIteTyrLeuCysGtVProProProNet

* * * * * * * * * * * * * * * * * * * * * * * * *

BenC ThrVaLValAtaHisALaGLuSerGlnHisGLuArgLysGlyTyrValThrGlyNislteGluTyrAspTrpLeuAsnGLyGLyGLuVatAspValTyrLeuCysGlyProValProNet
3270 3280 3290 3300 3310 3320 3330 3340 3350 3360 3370

xelGTI PromUCATCAGTCATCCGGGCACAGGGCATCC CTTTCTATTA TGGTTCGCCGC CAGCGCCTAGAGGCTCCTTTGGTCCGCTTACTAGT CT
GTGAAGTGTGCGGAGCTGGCTGGATACGCAAGGTATTCAACCGGCGAACTTTTTATTTGAAA TTCTCTGCCAACTAA- --------------------------------------
3250 3260 3270 3280 3290 3300 3310 3320

XyLZ VaLGLuALaValSerGLnTyrIleArgAtaGlnGLylleGtnProAteAsnPheTyrTyrGLuLysPheAtaAlaSerALa
* * * * * * * * * * * * * * * *

BenC ValGluALaVaLArgSerTrpLeuAspThrGLnGLylleGLnProAteAsnPheLeuPheGLuLysPheSerALaAsn
3390 3400 3410 3420 3430 3440 3450 3460 3470 3480 3490

xelL GTTTTATTCGGGCAGTAGGGCCCAGGTTCTCTGCGAA CTTTCCCAAA TTGCA TCCGGGCTACAC ACCGA 66GGTGGTTZUATCTTT-'GGCAA -7TGCCGTTATCCG;
be -----------------------------------------------------CTCAAAACGGAGACCGATATGAATTCGACCTTTTG T TT6TTTGTA T

3330 3340 3350 3360 3370 3 3390
XylL MetAsnLysArgPheGLnGLyLysVatAlaVal I LeThrGty

* * * * * *

BenD MetAsnSerThrGlntrgPheGdluisLysVatVal I LeVaLThrGty

3510 3520 3530 3540 3550 3560 3570 3580 3590 3600 3610
xyLL GCCGC CGGACGGTCGCGCGTGGCCG-AA GGATGGCGGCCGA^^GGGCCGTCGGCTGCTGCTGGTCGCSCGTTCCGAGCTAATACATGA---GCTCGC C GAA-CG TGGTCGGAGTCG

GeDCAGCTCAAGGCATTGGTCCGTGTGTTGCACTACGGATT CACAGACCACCGTCTGATATTGCCGCACCGTCTGATCTGATTCAGGCGTATTGGCTG6TUCTGGG
3400 3410 3420 3430 3440 3450 3460 3470 3480 3490 3500 3510

XyL AtaALlGLnGLylLeGlyArgArgVaLALaGtuArgetAteALaGtuGLyGtyArgLeuLeuLeuVsLAsprgserGtuLeulLeNIsGLu---LetAtnAspGluLeuVNLGlyVaL
* * * * * * * * * * * * * * * * * * * * * * *

BerD AtaALaGlnGlylteGlyArgGtyValALaLeuArgILeALaGLnGluGtyGtyCysLeuIleLeuALaAspArgSerAspLeuleGLnALaVaLLeuALaGLuIleLysALaLeuGly
FIG. 1-Continued.

J. BACTERIOL.
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POTENTIAL DNA SLIPPAGE STRUCTURES 7545

(A)

450 480 510 . 540 570
XylZ ValProG lSerAspGlnThrArgAtaTyrSerPheSerSerLeuGlnLysAspGlyGLuVatlSerPheLeu lteArgLysLeuProGlGlyLeuietSerSerPheLeuThrSerLeutlaLysValGLyAspSerValSerLeu

BerC LeuProGtyThrThrGtuThrArgS.rTyrSerPheSerSerGlnProGlyAsnArgLeuThrGlyPheVaLValArgAsnVaLProGlnGl yL etSerGlyrLeuftrVaLGnALaLyALaGtyAsgLYsMetSerPhe
480 510 540 .7 . 600

(B)

-) -- -> 510 <*Z < ( <..- ....

ProGLv 450 . 480 .SerPheLeu ProG SerPheLeu . 570
xYltZ 5 '-GTGCCGGGCAGCGACCAGACCCGCGCCTATTCCTTCAGCTCGCTGCAAAAGATGGCGAGGTCAGCTTCCTGATCCGCAAGCTGCCCGGGCGGGCTGATGAGCAGCTTCCTGACCAGCCTCGCCAAGGTCGGCGATAGCGTCAGTCTG-3 '

111111111 11111 11111 1111 11111 111111 11111 11111
benC 5'-CTGCCGGGCACCACGGAMCACGCTCGTATTCGTTTAGCTCACAACCAGGCAATCGCTTAACCOgICGLG-TCrCTAAsCTGTGCCGCAAGGTAAAA GAGCGAAT ATTTAAGTGTgMALGGAAAGAGCTTT-3'

480 * * 510 . I L . J-We.Mter 600~ L-sretSe-r
540 7

(C)
*4* "*4** ** *4* *4*

450 . 480 510510 540
XytZ VlP;oGltyserAspGLnThrArgAlaTyrSerPheSerSerLeuGlnLysAspGLyGluVoerat eLeul lArgLysLeuProGL GLyLeuh4etSerSerPheLeuThrSerLeuAlaLys

ALaTyr PheSer GinLys
444444 4444,4 wYYw

VVV"

PheSer AtaTyr GtnLys
XylZ LysLeuGtuALaPheALaALaArgl leProAsnPheSerTyrSerAlaCysValAlaSerProAspSerAlaTyrProGLnLysGlyTyrValThrGlnTyrI LeGluProLyesGlnLeuasnGty

780 . . 810 . . 840 . . 870
*4* *4*

(D)

> < -------~~~~~. .. ..> 510 =st - .......

,ii))))?? 450 . . 480 . . . 5 _0

BXiZ 5' -G,TGCCGI1AGCGACCAGACCCGCGCCTATTCCTTCAGCTCGCTGCAAAAGGATGGCGAGGTCAGCTTCCTGTCCGCAGC GGCTGATGAGC CCAGCCTCGCCAAG-3'

AlaTyr PheSer GtnLys

-44444444 WWYY

GTCGCCAGCCCAGAC-AGCGCCTAT- --CCGCAAAAGGGCTATGTGACCCAGTACATCGAGCCCAMCAGC-3'
tt tttttt 11111111 840 . 870

PheSer

MU, 5-A GAGGCATTCGCCGCGCGCATTCCCAACTTCAGCTACAGCGCCTGC

780 . . 810

(E)

Repeated Amino Acid Residue: Ala Tyr Phe Ser Gln Lye
Repeated Nucleotide Codon: GCC TAT TTC AGC CA MG
Frequency of Codon In Gene: (.48)(.47)(1.0)(.70)(.21)(.77) * 0.026

FIG. 2. Inferences concerning common ancestry of DNA sequence repetitions acquired during evolution of upstream (positions 436 to 561)
and downstream (positions 763 to 888) regions of xylZ. Numerals correspond to positions within the nucleotide sequence of the genes. (A)
Amino acid sequence repetitions within the upstream region of XyIZ and within the homologous region of BenC. Asterisks mark amino acids
conserved in the two gene products. Repeated peptides within each divergent amino acid sequence are marked above and below by single
or double lines. (B) DNA sequence repetitions acquired within regions of xylZ and benC and corresponding to the amino acid sequence
comparisons shown in panel A. Vertical lines connect regions in which four or more contiguous bases in the aligned xylZ and benC DNA
sequences are identical. Horizontal single or double lines indicate direct DNA sequence repetitions. Inverted DNA sequence repetitions
within xylZ are distinctively marked with arrows. (C) Dipeptides found in the upstream and downstream regions of XylZ are marked with
clubs (AlaTyr), diamonds (PheSer), and hearts (GlnLys). Stars above and below the amino acid sequences indicate amino acids that have been
conserved during divergence of XylZ and BenC from ancestors they share with chloroplast ferredoxin reductase (22). (D) Introduction of a

loop into the downstream xylZ sequence suggests how DNA encoding peptides conserved between the upstream and downstream sequences
could be traced to a slippage structure acquired during divergence of the gene. Clubs, diamonds, and hearts indicate DNA corresponding to

peptides depicted in panel C. Single or double musical notes mark DNA sequences corresponding to peptides repeated in the upstream region
as shown in panel B, and vertical arrows indicate a DNA sequence repetition acquired in the downstream region. Vertical lines connect DNA
sequence identities clustered in the aligned regions of the upstream and downstream sequences. (E) Frequency of usage within xylZ of codons
for peptides repeated within the upstream and downstream regions.

The complex nature of DNA slippage structures and their and 3 were selected after screening the entire xylXYZ region
potential ability to interact makes them difficult to elucidate. for DNA sequence repetitions exceeding 8 bp and falling
Procedures that may reveal such structures are illustrated by within 120 bp of each other. Only two DNA segments, the

analysis of repetitions acquired in xylZ during its divergence upstream and downstream sequences in Fig. 2 and 3, met

from an ancestral gene it shared with benC. The xylZ this stringent criterion for evidence of localized strand

sequence repetitions presented in Fig. 2 and 3 encode the slippage. This inference was strengthened by discovery of

C-terminal region of XylZ and were acquired during diver- three nonoverlapping pairs of inverted repetitions of 6 bp or

gence of the protein from predecessors shared with other longer within the upstream region. Further analysis revealed
oxidoreductases including ferredoxin reductase and, more three different 8-bp sequences in the upstream region that
recently, BenC. were repeated, albeit in different order, in the downstream
DNA sequences presented as slippage structures in Fig. 2 region. Potential hybridization patterns between comple-

VOL. 173, 1991
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J. BACTERIOL.7546 HARAYAMA ET AL.

(A)

450
44444 510

G
C
TGCCGGGC

G4
G4
C.

GAGTAGT*

J))))))) 450

(B)

CTGCCGGGC

< 40 50_
-

480 . _g s10 :

IIIIIIiiiii 4*4**4$4 ttttttttt44 4C 444
3'-TTCGATCTCCGTMGCGGCGCG TAACG GAAGTCGATSTCGCGGACGCAGCGGTCGGGTCTGTCGCGGATAGGCGTTTTCCCGATACACTGGGTCATGTAGCTCGGGTTTGTCS'

CG GTT 44444144444 YVYYYY

780 810 840 . 870

(C)

> -------> 510

a5450 CCTATTCCTiCAOCCGCTGCA TGC GCCGCAAGCM GC TGACTCG -3'

"44444411111111 " w
GCGGTCGGGTCTG-TCGCGGATA C~CGTTTTCCCGATACACTGGGTCATGTAGCTCGGGTTTGTCG-5'
.ttttttttt 11111111 840 . . 870

3'-TTCTCT AcA TMT TGAAGTCGATGTCGCGGACG

780 .I.

FIG. 3. Slippage structures suggested by repeated DNA sequences in the upstream and downstream regions of xylZ. (A) The 5' (coding)
sequence of the upstream region (Fig. 2) is folded so that vertical lines illustrate hybridization that might occur between inverted repetitions.
As in Fig. 2, single or double musical notes indicate direct DNA sequence repetitions that might allow hybridization between the coding and

noncoding strands of the upstream region after slippage. Largely single stranded within the coding strand slippage structure are sequences

(clubs, diamonds, and hearts) that possess the potential ability to hybridize with the noncoding strand of the downstream region of xylZ (Fig.
2D and panel C, below). Spades indicate DNA which, pinched into single strandedness in this representation of the upstream region, has the

potential ability to initiate formation of a slippage structure by hybridizing with DNA in the downstream region as shown in panel B. (B) One

possible DNA slippage structure in which hybridization between the coding strand of the upstream region and the noncoding strand of the

downstream region might predominate. Horizontal arrows indicate regions contributing to the intrastrand loops depicted in panel A. Vertical

arrows mark regions of direct sequence repetition, separated by 24 bases, that could allow hybridization between coding and noncoding

strands of the downstream region. This interaction might contribute to formation of the alternative slippage structure shown in panel C. (C)

Slippage structure that could account for conservation of DNA sequence repetitions within xylZ as depicted in Fig. 2D.

mentary components of repeated DNA sequences are pre-

sented in Fig. 3.
A portion of the amino acid sequence of XyIZ is compared

with the corresponding sequence of BenC in Fig. 2A. The
comparison illustrates the similarities that run throughout
the aligned sequences (Fig. 1) and demonstrates internal
repetitions, expressed at the level of peptide sequence, that
were acquired as XylZ and BenC diverged. Figure 2B shows
that the acquired repetitions observed at the level of peptide
in Fig. 2A are expressed more extensively at the level of
direct DNA sequence repetitions which are as long as 11 bp
(in the xylZ sequences encoding SerPheLeu, Fig. 2B). In

addition, the xylZ DNA contains inverted repetitions lying in
regions divergent from benC (Fig. 2B).
The XylZ sequence contains three dipeptides which are

repeated in a different order in a downstream portion of the
same gene product (Fig. 2C). As shown in Fig. 2D, intro-
duction of a loop into the 5' strand encoding the downstream
set of dipeptides allows alignment of its DNA with a nearly
identical sequence encoding the upstream set of peptides.
Also shown in Fig. 2D are direct and inverted DNA se-
quence repetitions that have the potential ability to hybridize
and thus to contribute to slippage structures. The frequency
of codon usage for the repeated dipeptides, shown in Fig.
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2E, indicates that the probability that this particular DNA
sequence would be used to encode the peptides is 0.026. This
value is a substantial overestimate because it overlooks the
fact that DNA encoding the dipeptides represents repetitions
extending 8 rather than 6 bp (Fig. 2D). Furthermore, the 8-bp
repetition corresponding to the peptide AlaTyr is flanked by
a perfect 6-bp repetition between the upstream and down-
stream sequences (Fig. 2D).

Clusters of DNA sequence identity shared between the
upstream and downstream regions ofxylZ (Fig. 2D) are more
extensive than those shared by the upstream region of xylZ
and its unmistakable benC homolog (Fig. 2B): the former
comparison contains three clusters in which sequence iden-
tities exceed seven contiguous base pairs, and only one such
cluster is found in the latter comparison. This evidence
points to the conclusion that the upstream and downstream
regions of xylZ share common ancestry, and this common
ancestry was established by genetic exchange between the
regions subsequent to their divergence from the ancestor
shared with benC. The genetic exchange must have been
based on hybridization between complementary sequences
in the upstream and downstream regions of xylZ; examina-
tion of the DNA sequences in these regions (Fig. 3) suggests
how such hybridization might be formed.

In Fig. 3A, the 5' (coding) strand from the upstream region
of xylZ is depicted in a form it would possess if hybridization
between inverted repetitions were allowed to take place. The
3' (noncoding) strand is not shown in this depiction, but it
should be recognized that it could enter into a slippage
structure through hybridization between complementary
components of direct DNA sequence repetitions. The coding
portions of these repetitions, represented by single or double
musical notes in Fig. 3A, are largely single stranded and
therefore accessible for interaction with their misaligned
noncoding counterparts in the upstream region. Also largely
single stranded in the depicted structure of the upstream
coding region are DNA sequences (symbolized by clubs,
diamonds, and hearts in Fig. 3A) that are free to enter into
hybridization with noncoding counterparts in the down-
stream region (Fig. 3C).
The remaining portion of the upstream coding strand is

represented largely by the sequence marked by spades in
Fig. 3A. As shown in Fig. 3B, this region could enter into
hybridization with a portion of the noncoding downstream
strand to form an alternative slippage structure. This struc-
ture would pinch into single strandedness the coding com-
ponent of the upstream direct repetition that is represented
by single musical notes (Fig. 3B). Also forced into single
strandedness by the slippage structure suggested in Fig. 3B
would be noncoding DNA (symbolized by hearts in the
downstream region) that would have potential ability to
hybridize with coding DNA (symbolized by hearts in the
upstream region) and thus contribute to formation of the
slippage structure shown in Fig. 3C.

Existence of the potentially interactive slippage structures
shown in Fig. 2 and 3 is proposed on the basis of patterns of
sequence identity that appear to defy coincidence. Regions
of sequence identity in misaligned DNA strands extend from
6 to 8 bp and fit into three-dimensional jigsaw puzzles in
which very few pieces appear to be missing (Fig. 2 and 3).
The repeated DNA sequences, acquired during divergence
of xylZ from the ancestor it shared with benC (Fig. 2), have
been maintained even against selective pressure for usage of
preferred codons. It therefore seems possible that mismatch
repair between slipped DNA strands contributes to mainte-
nance of the DNA sequence repetitions. This possibility can

be explored by examination of the stability of mutations that
disrupt potentially interactive DNA sequences and also
cause substitution of essential amino acid residues in pro-
teins. The contribution of slippage structures to repair of
such mutations could be assessed by examination of the
reversion frequency of strains in which they are carried.

Site-directed mutagenesis (15) can be used to prepare
bacterial strains carrying mutations that alter amino acid
residues essential for xylZ function. Targets for such muta-
genesis emerge from identification of amino acid residues
conserved within the broad oxidoreductase family encom-
passing chloroplast ferredoxin reductase (22). Targets thus
identified are marked with stars in the slippage structure
suggested in Fig. 2. The specific contribution made by the
targeted residues can be inferred because the crystal struc-
ture of ferredoxin reductase has been determined (14). The
likelihood that these residues were conserved because they
make an important contribution to enzyme function can be
tested by their genetic modification through site-directed
mutagenesis. If the modifications result in an inactive en-
zyme, the possibility that slippage structures contribute to
DNA sequence maintenance can be explored by examining
frequencies of reversion of the mutated DNA.
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