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Abstract. We have found direct DNA repeats 21-47
bp in length interspersed with nonrepetitive sequences
of similar length, or clustered regularly interspaced
short palindromic repeats (CRISPRs) in a wide range
of diverse prokaryotes, including many Archaeal and
Eubacterial species. A number of cas, CRISPR-asso-
ciated genes have also been characterized in many of
the same organisms. Phylogenetic analysis of these cas
genes suggests that the CRISPR loci have been
propagated via HGT, horizontal gene transfer. We
suggest a mechanism by which this HGT has oc-
curred, namely, that the CRISPR loci can be carried
between cells on megaplasmids 240 kb in length.
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Introduction

Highly repetitive, noncoding DNA is known to make
up the majority of many eukaryotic genomes. Pro-
karyotic genomes, however, are typically seen to
contain lower levels of repetitive DNA; most phyla
examined have less than 5% of their genome in the
form of global DNA repeats (Ussery et al. 2004).
These authors hypothesized that prokaryotes have
had more replication cycles over evolutionary time to
“streamline” their genomes and that the repetitive
DNA found in prokaryotic genomes often has some
selective advantage or other reason for its existence.
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DNA repeats have been classified as either direct,
inverted, or mirror, depending on their region of
symmetry. Short direct repeats are common in ge-
nomes containing repetitive DNA; these can be found
arrayed in tandem, dispersed throughout a genome,
or, more recently, interspersed with nonrepetitive
sequences. Clustered regularly interspaced short pal-
indromic repeats (CRISPRs) are a recently described
class of repetitive DNA element that is contained
exclusively in prokaryotes. CRISPRs contain 21-47
bp of a directly repeated sequence separated by sim-
ilarly sized chunks of nonrepetitive DNA.

The presence of short regularly spaced repeats in
prokaryotes was first described by Mojica and col-
leagues, whereas the name CRISPRs was later
introduced by Jansen and colleagues (Mojica et al.
2000; Jansen et al. 2002a). These authors were able to
locate CRISPRs in approximately half of the pro-
karyotic genomes available at the time, including a
wide diversity of organisms belonging to both the
Eubacterial and Archaeal domains (Jansen et al.
2002a,b). Jansen and colleagues also described four
CRISPR-associated, or cas, genes that were typically
found in association with the DNA repeats. The
function of CRISPRs, as well as their associated
genes, remains unknown. The genes do share
homology with proteins involved in DNA recombi-
nation and repair. Cas 1, 3, and 4 are homologous to
a DNA repair protein, a helicase, and a RecB exo-
nuclease, respectively. The function of cas2 has not
been predicted with any certainty.

Clusters of CRISPR-associated genes have previ-
ously been characterized in great detail due to their
resemblance to a novel DNA repair system in certain



prokaryotes (Makarova et al. 2002). This investiga-
tion was performed before it was known that repeti-
tive sequences were located nearby. The authors used
phylogenetic evidence to show that HGT was most
likely responsible for the movement of this cluster
among distantly related genomes, and hypothesized
that the gene cassettes disseminated as a single entity.
Recently, the intervening sequences of CRISPR loci
from a wide range of different prokaryotes have been
found to resemble sequence from transmissible ge-
netic elements such as bacteriophage and conjugative
transposons (Mojica et al. 2005). This conclusion has
been confirmed by studies which focused on the ori-
gin of intervening DNA taken from many strains of a
single organism, either Streptococcus thermophilus or
Yersinia pestis (Bolotin et al. 2005; Pourcel et al.
2005). All of this has lead to the speculation that
CRISPRs and their associated genes represent a form
of mobile genetic element which moves via HGT. In
this study, we expand upon the prokaryotic genomes
found to contain CRISPRs as well as cas genes,
confirm findings that HGT has acted upon the cas
genes in question and present evidence that this
transfer has likely involved the use of conjugation.

Results

We have searched 370 prokaryotic genomes for the
presence of interspersed direct repeats, three quarters
of these genomes had been completed and published
at the time of our analysis, the remainder of which
were in various stages of completion (supplemental
material, Table A). We initially set the limits of the
repeated pattern broader than the previously re-
ported range that CRISPRs fell into, until we were
convinced that no species fell outside of this range.
The average size of a CRISPR repeat was found to be
32 bp (supplemental material, Table B). Organisms at
the lower end of this range include Yersinia pestis
KIM and Nostoc punctiforme, while Bacteroides fra-
gilis NCTC 9343 has the longest CRISPR repeat
found to date (Table 1). Once the range became
apparent, the search parameters were narrowed to
include this range only in order to speed up our
analysis. We have been able to greatly expand the
number of species which are known to contain
CRISPRs, from the 39 previously reported to the 148
described here (Jansen et al. 2002a; Table 1; supple-
mental material, Table A).

CRISPR containing species of prokaryotes are
extremely diverse, belonging to the domain Archaea
as well as the majority of the phyla that have been
sequenced from the Eubacterial domain. In all, about
40% of the genomes that have been searched were
found to contain CRISPR loci. It is not uncommon
for there to be more than one CRISPR locus per
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genome, genera with large numbers of loci include
Anabaena (sp. 7120), Chloroflexus, and Methano-
caldococcus, which all contain 11 (supplemental
material, Table A). Overall, about half of the
CRISPR-containing organisms studied had more
than one CRISPR locus in their genome (supple-
mental material, Table A). The number of inter-
spersed repeats in these loci also varies, with many
loci containing as few as 3 repeats (the lower limit set
by our program) and the average number of repeats
per locus being around 27. However, one species,
Thermoanaerobacter tengcongensis, contains a locus
with 217 repeats, nearly twice the upper limit previ-
ously reported (Jansen et al. 2002a). The genomic
coordinates for each of the CRISPR loci studied are
given in Table 1 and again in a machine-readable
format in the supplemental material (Table B).

The CRISPRs described here can be seen to be
quite variable in sequence. In fact, with the exception
of closely related strains or species, no two CRISPR
sequences were found to be alike. Most CRISPRs do,
however, have an imperfect palindromic sequence
which conforms to the general consensus sequence
shown in Figure l. It is not uncommon for a
CRISPR sequence to begin with a G, followed by 3
Ts and either a G or a C. This is roughly palindromic
to the most common ending, namely GAAAC. A run
of cytosines a quarter of the way into the sequence
also corresponds with a run of guanines three quar-
ters of the way in. There is, however, little conser-
vation of sequence in the center of the CRISPR
repeat.

Many, but not all, of the CRISPR loci described
here contain a number of genes in close association
with the DNA repeats. A recent study has examined
many CRISPR-associated genes and grouped them
into 45 different protein families, providing evidence
of the size, complexity, and heterogeneity of many
CRISPR loci (Haft et al. 2005). Although the
number of CRISPR-associated genes appears to be
approximately a dozen in many of the genomes we
have examined, we have chosen to concentrate on
the four original cas genes for this investigation.
Homologs of the cas genes were identified in many
of the species found to have CRISPRs by our DNA
pattern searching techniques. In order to be classi-
fied as a cas homolog in this study, a gene had to
meet two criteria: 1) homology with known cas
genes, and 2) proximity to a CRISPR locus. This
allows a greater degree of confidence that, despite
the divergence of many of the encoded proteins,
they indeed belong to the cas gene categories indi-
cated, although we realize that bone fide cas genes
may have been left out by imposing these criteria.
Overall, about two thirds of the 148 CRISPR-con-
taining species revealed identifiable homologs of at
least one of the four core cas genes, these 103 spe-



720

(ponunuo))

aN 0ZSIANA  IZSIANA 6ISTANA 9SZ6F WNIDAPINU UINLIIIDGOS]

(LTEL - SLE9E8T) LVVVLVIVLVVVOVLVLVVLIOLLVVVLLLY SLIINA 6LTINA 9LTINA LLUINA 98567 WINIDIONU WNLIJIDGOST]

DVDHOOILOVOOVOIVILIVIDIVIILVVILLLY SO SO SOX SI-§6Z WnLI21ovqonsIxg

(€58S - €€€HTIY) DVVOLOVIOOIVILOLIDOLIOVVILOLLL ¥89¢VOd 089¢vOd 6L9€VOH DAOL0JOID) DIUINIT

(92t - $8T865E) DY IV Y DDHHIDIDHLIDIDIILY LLLODD S90vZ 0LOYZ 90vZ 90rZ S LH LST0 109 DIYILIYIST

(£§9§99€ = [25§99€) DVIVVHDDODIDLY DLIDIDIILY LLLODD £€67AH LH LSI0 1102 DIYo1IdY2ST

(§SET06 - 9¥85L8C) DLOVYHDDOIDIVY.LIDIIIDLY.LLLODD 96129 19.24 ¥$L29 SSLTY TIY 102 puyLaydsg

DDDVVOHLYOHODHODIONDDIVIDIIDILLOLO SOX SOX SOX SOX SUPILINJNSIp oriqiaofinsaq

(6106 - STP861) DOV.LVOLLYOLOOVOILLLODDIVILOVIOLYVILLOD 9810dd vjydo.nyoAsd vappiofinsaq
DVVIVVIIOVVIOOVIVILODLLVVOLLLO

‘LVVVOLLVODLOLOVOOVOLYIODLIDILIVILD (@) soX (@) soX (2) soX (2) sax arsudtufvy winti21o0qoiinsaq

aN 190311 6+903! £7903! winax1al wint121o0qaud.102)

(0€9L - T2090£7) DLLLYLOOVOODIODVIVIOIILILIILO Zizedid €Izedld  slcedlda viczdld .

(FS€6€ - $106€) LOVIDDIIVVOLOVYVOVOLLLLIODOVILVIDLOVVD 9¢00dId  8€00dIA L£00d1d avLionydip uini121o0qoud102
DVVILLOLIDV.IOVVOOILIOVLLLIOLLODLVVILLLO
LVVVOLLVVOOVOLVLIOOVLILODLVLLLLLO

DOVVVOLLYVOOVOLVLOOVLODLVLLLLLO SOX (7) 2K SOX (€) s2k WNj1220ULI2Y] WNIPLIISO]D)

(TS€T6 - 89L0LST) DVVIOLIOLLVLLOLIDILOVVIOVLVVVLLLY  $9v10DLD SOPI0DLD £9¥10D.LD v

(95¥6 - 80€L1T1) LVVVIOLVVOOLLYLVOIOVOOVLIOVLLVLD  LPIT0DLD 9P110DLD SPIT0D.LD 1UD}a) WNAPLYSO])

(LSST - 8L60061) DVVOLOVIOOIDLVILIDOLIOVVIDLLL ISLIAD SSLIAD 9SLIAD v

(29€29 - LILTSY]) DODOVVHLYOODDILOIVIODIVIIIILIDLO 8TTIAD YITIAD 0ETIAD 6TTIAD WN2ID]OIA UINLIDIIDGOUIOAYD)
DVVVOLLLOODOVVOLVVIOIIDIODLLYIOVOVIOVD

OVVVOILIVIOVOVIOOIVILIOODLLLYVIVVILLLD SO SO SO (@) sex SNODIUD.ND SNXI}0.10]1D)

(08€8 - 11€LL81) DLLLOLODOODOLODIDODIVIOIIILLIOLD YL6ILD 1L611D 8L611D LL6TLD v

(£26¥ - S0IZSOI) DVDHIDIHHHHININDIDDHIDIVIILVVILLLD IETILD SEILLD 6C1LLD 0SILLD wnpida) winqo.opy)

(9€€ - $0T1¥6ST) LVVVVIOOLVILIDLLLYVVVLLLLIDDDIOVLLLI F69IALD S691ArD 12T 1unfal 4a100qojddun)y

(61% - 9ZISSHI) LVVVVIDOLY LLLOLLLV VY LLLLIDODOLOVLLLL 549 0le) doresid s wnfol wnfof 12100qojddun )

(TT6 - €6£¥T60) DVLVVLLVVIVIOOVVLVIILLVVIOLLLY sysTdd 8psTAd evsdd rpsTdd 9PHDX S18vif sapro.a1ong

(161€ - 0L1199%) DOVOVVVODLLVIDVVOLLLOLVLOVLLYVVOLLLOOLLLYOLOLLO ySecdd 0s6£44 156£49 §£E6 DLON SH18v.f sapro1o1opg

($068L - 19€SSE) LV VVOLLYDOLOIDLOVOLY IVIOLIOVIOIOLD orEoua 9€£0Uq ey IPE0Uq SUDARPOIDY SNV

(TELT - LL60TLE) DVOIDILOVOVVVIVILIVIDIVIOLVVILLLY 765€04V s} Snjjovg

DVOLODODOHOODLVIOIDIODIVIVIILYVILLLO SO SO SOX SOX upuvjoulA 12190q0o10zYy

(9¥6E - [€60691) DY VVOLLYOVOOLVYVYOLIILIDOVOHDOVYVOVY.LD LLSIAV pLSIAV 9L8IAV 8LSIAV e

(11Tt - 8#1) OVVVOLLYODOLYVV VIOV OVILVVYOLLD 9EPTAV 90vTAV PEYTAV SEPTAV snp13nf snqoj3ooviray

(1T - 19SH#T) DV VOOV LLVIOV.IDODVIVIILOVVILLLD 0LE be ILE be 69¢ be $1211000 Xofinby

DVVVOLLYDODVILVLODILVYVIVIVYLLVIOLLLD SOX SOR SOX SHIGDLIDA DUIDGDUY

(€TLL - €189€81) DVVVOVLVVLLOLOLLLYODOVLYVOLIDDLVVILLLO L9STITe ¥9S 141® 0LS1Ise 895 14[® e

(ITEE - LTOTELT) DVVVVILVVOOVVVIOOOOVOLODIDILVIILLLO 8op[I[e v

(91LL - €LSSHP) DVVIOVVILODLYOLOVVOOOODIOLLIDDILYIDLLLD 78€01s® 18€01® 0C1L DDd puavgvuy

(SPE6 - £6998L) DYV VOV LV VOODOVVVIDIILYLVDD 6eTrade zeerade opzrade xnutod wniddotoy

VVVDOVLLODVIOOVLVYLODDDILOVIOLLD SLIY BAY 9LTY BAY winoudo.nayd snjjovqouIdy

(SLYES - STI8YYTD) VVVOVLILLYVOLVOVLIVIOILVIOLODLLO LLYTAVIOV Y8YCAVIOV SN21122D02]DD 1210DGOIAULIY

(sayeurp100))) YdSIAD ¥ seD € se) 7 seD I seD Jwreu wsIue3IO

sawouad onjoAreyold ur SYJSIYD PRILIOOSSE puR SAUZ §v)

‘I 2198 L



721

(ponunuo))

(€L16 - T6SLE) DVVOHLOVIDOIOILOLOIOILIOVVIDLLL 16619dddd v6619d9ddd se61ddddd winpunfo.td wint121ovqojoyd

(LLY - LTITTET) LVVIOVIOOLOVIOILLLYOIDIOIIODLILOVIOLLD LTITIA STITIA LTARLE | v

(L8SY - L¥9T9E) VVVVOV.LLODOLVOVLOLODLYIIVILLO 80€0Nd TISONd 1T€0Nd Dp1201[NUL D]j2NdISDJ

LVVOOLLVVVLIVOLLLLYVOODOVLILVVIOODLVVILLLO SO SO SOR SOX autiofipound 501s0N

(TOLL - €189€81) DVVVOLLYVOOOVILVLIDILYVVIOVOVV.LLVLOLLLO L9STI® R 0LSse 895 11[E v

(91€ - T00€ELT) DVVVOOLVOOODIVILIDIDVLILIODLLYOLLLLO 89p1[e v

(€69L - €LSSHP) DVVVOOLYODOOVVIOIDIILLIVILVIDV.LLOV.LLD 78€01se 18€01[8 0ZIL DOd 201S0N

(€0¥ - 8LOYSSH) DVIOVOOLODIODIOIVIODIDIILYILIOODD ocThyeIu 08ThyeIu 0TThyeIu DIULDADS DIPADION

(TS - €20126) DVVVOLLYOOVOHIODDODDVOVIOVILODIDIINIOVILO TIT0AN 1110aN .

(IL10% - $996€1) DLLLOLOODLVIOOOVILYVVOLLLIDDLYVILILO ¥€80AN SH80AN ¥P80AN papd0.na SPUOULOSO.IN

(LS€6 - 119809) LYVOVLIOLOVIODLLLYILIOLLLODDLOODVIOLLO [£90BWN 6790BWIN 0£90BWN Y Sipr1Suiuaw viIassioN

(TISY - 61LET) DVVVOVLLVIVLVVIDLLLVLVVOLLLD 1200AN T00IAN 9100AN LI0OAN suvjnba wiovyd.woun N

(8TLEY - S186€) DVVVVIIVIVIOVLIVOLVVOVVIVIVLVVOVVLLLO 0EEOTOININ 0ZE0IOININ aprqous puisvdod

(0FLS - 020116) DVVLVVIOVVIOLOLIDVLVVIOVIOLOVIOVLLLLO 61S0” VOIN STS0 VOIN €750 VOIN wino1dasiyns puisvdod

(090C - OI#611E) DVODIVOLILODOLLLILDDOIDILILIDIDLIDILLLD 2918744 dL18TAY AY LEH “42gni wini121opqodd

(9£4L - STIFIIE) DVOIVOLILODOLLLIODDODDLILIIDIILOIDLILLD €88TLIN ¥88TIIN [SST SIS0[no.1agn) wini12190god
DVVVOLIODOVOHIDHODODDIDLYVIILLIDODDIDIIDIDILO

DVOLOOLVODLOOLVIDIIDLLYVVILLO (2) sox (2) sox (2) sox (2) sox DIL2IPOULIAY] D]]2I00 I

(9012 - 18L1L6) DDHVOHOOHHODIODLOLOIDIIIDLYIILOD 1€60VOIN 9€60VIIN 0£60VIIN e

(00€¥ - $20089) OVLVOVOODOIDOVLLLY.LODDODDILOVIILYVILLLOD TS90VOIN LS9OVOW 0S90VIOIN 1S90VOIN smpppnsdp) sn22020jdy19

JVDHIDHLODHVIDIDIDOVIDIVILLYVILLLD SOA snivjjasvy snjjovqojdyropy

(1TST8 - TPE6L9) LVVOIOILOOLIDILVOOLVV.LLLLOLLODLIVVILLLO LSSOINIA T9SONIN 8SSOINIA 6SSONIN 10ZDW DUIDIDSOUDYJI P

DVVVOLLYVODLODODDDOHDDVIDILIIDIDIDIILD SOX SOX SOX SOA L10YADG DUIDDSOUDYII N

(9€SS - TTSETSY) DVV.LLLLYOLOLOOVVIOLIDILVVIOLLLO IL9EVIN S99EVIN 699 VIN 0L9EVIN SUD.I041} 22D DU DSOUDY]I PN

(8TYL - ¥1690€1) DVVVOLVVIOODLVILVV.ILVV.ILOIDIVVLLVVIOILD OTETSIN TISTIN Lojpuny sniddouvyojy

(F891 - ¥LEOLST) VVVOOLVOOVOOLLILIIVOVILVVVVLILD YLSTIN T'CLSTIN v

(L8€T - LOLTSE) DVLLLLVOIOLVOODOVOIDIDLLYIDLLLY LLEOLIA 9LEOLIA 98€0CIA SLEOLIN nyospuunl $n2050pIPI0UPYI2 W

(90516 - €£€£86) DVVLLLLYOLOLOOLLLLYIOIJLVVIOLLLY SOy 9801w €80Ty $80 Ty JONDOULIDY] 12]IDGOULIYIOUDYII
DOIVVVLVOODOIOLVIOLVIIIILLOVD

“OVV.LLLLYVOLOLOOVV.IOLIDDLVVILLLD SO SO SOX 1U0J.ING SIP10I20I0UDYII

(9€8 - 6100£91) VOOLLLDLOOVVIODOVIVOVVILLIIDIDLVVILLLD (9)PE9TSIN SEITSIN e

(8669 - ¥98+56) DVODIOVOVOLOLODLILODIVILLVVILLLO S860SIN 0860SIN 1860SIN SUINPO.LAINUIIINS DIUHIYUUD T

DVOHDIHOHHOHHVOHODLOIDIDIDIVIILVVILLLD SO SO SO SOX [-DW “ds sn2202010uv

DVVVVIDOLOOVLIVOVVLVVVVILLVOOVLODLLLLO grLzow| TILow] pILzoW| soua3o1do0uowt vLIISIT

(909 - 85069L7) DVVVVIILIOVIVOVVLIVVVVILLVOOVLLOLLLLD ppL7uI cpLTuN pnoouul D1JSIT

aN SI6TIOIT (101621211 LT16TIOIT o

aN €r601D1'T 8€6010I'T 0F60IDI'T T601IDI'T (ado) ) suv3o.iopur vardsordo]

(S€TS - 0TPE91€) DVIDVOLLODODOVLLODIOLVOLLLOVVLVLVVOLD 061€V'T 81¢VT 181€VT .

aN 6890V'1 0690V'T £890V'1 ¥890V1 (1v}) suvSo.L12jur pardsordoy

(L88Y - LTIEYTE) VVVOVLLOOVIDOVIVODIDODILIVILLO w8TId] 8¢8TId] Lesgerd (suog) vpydowmoud vjjouo13o7

(TSE0E - 0S81TST) DIIOVVOHLVOOODOIDLVIVIOIDIDLIOLD 68€1NSD ¥8EINSD €6£1NSD 6£1N1SD e

(86§L - LOSFL) DOVYOLLYDLIDDDIDIDOLY HLVIDHDHDIILLY LD LS00NSD 8500N1SD SUIINPILINGNS 1219DG0D)

DVVVOLLYVOOVOIOODODIOOVILVIVIIIOIDIOIOVLO SO SOX SO SOX SUINPAI]DIIUL 121DDGOID)

(sa1eUIPI00D)) YISTUD ¥ seD ¢ se) 7 se) I seD Jweu wsuesI0

panunuo) I AqeL,



722

(ponunuo))

(#6€ = ##) DV VVOOLVLOOVOVLLODLLYVLVVILLLD 9SOTOUAL 90TOUAL »
DLD1DDHDOHLOHDDLOIVIIIILVIILODD 88ST ML €651 NJL L8ST YL e
(F10SS - $TCTLEST) DVVVVVIIOOVILOOVLLIILIDIDLVVILLLD 6S9THLL 0997HLL LSOTALL 8S9THLL SISUPSUODSUI] 1212DGOLIDUDOULIIY |
(6988 - 1T¥STL) DOOVVOHIOHDOHHOHIHDDINDIOVIIIILODLO 699HLS ¥99HLS €99HLS winjiydoutiay; winii21onqolquids
(8¥t - €0£¥697) LOODLLVVIDOLVVLIVOLLVLLLD SE9TLS 6£9T1S ¥9TSLS ¥€9TLS »
(S696 - TOLTE) DVVVOLLVVOOVVVVIOILVVOLVO 7€001S ST00.LS 9200LS 1ppoyo1 Snqnjojing
(LE9IT - $E9SOST) OVVVOLLVVOVIV.IIDOLOLVV.IVDO YTr10SS 0S¥10SS »
(0509 - T8FYSTI) DLVVLLVOOVLILLIDDLLVVIOLLLD T6£10SS 0¥10SS YOr10SS SOp10SS SNOLIDIDfjOS Snqojofing
(6£0€006 - 05££668) DDIVVOHLOOVOODIOVOHIDIODIDIILIOLO 8E€SLAVS €PSLAVS LESLAVS siu24D $204ui03do.a1s
(€£€0T€ - 106629) DVVIVIOILIOVVIOVVLLLVOVVILOILOVIOLLLLLD LS9OMIS 6590ms 8S90MS DT snjydouttdy) snr20201do.is
(6€8L - 101579) DVVIOVIOLOVVIOVVLLLYVOVVOLOLOVLIOLLLLLO LS90DS 65900 85901s ZAND snjrydouttdy) sn20201do.us
VYVVVIVLOVOVOLLOLVVVLIOVLLOLOVLLLLY SOX 0901mss 1901Imss 6S011nss sins $120001do41§
aN LLTTSS 9L118dS YLITSdS SLITSdS [-ISS suasodd snirodoidaug
aN LL90 €NAdS 6L90 €NAdS 8L9 CINAdS SI§ SYDIN suadodd snaoosoidons
DVVVVIIOLOOLVVOLLLLOLODLVILDOOVOVLLLLD
DVOHVOHLODOVVOLYIIIVOLIOVIDLVVIOLLL (7) A () /X SOX 6¥ I suasodd snoo0s01do.g
(659 - 80SE8TI) DVOVOLOOOVYOLVIOIVILOVIILVVILLL €91 Ads L9STAds 195 14ds 79STAds e
(SLIT - §T8098) DVVVVIIILOOLYVOLLLLOIDOLY IOOVOV.LLLLD vh014dS 9p014ds 8p014ds LPOTAds SVD [W suasodd snizosojdong
aN €6L04dS 9N #6£01 suasodd sn>ooor01da.ng
(0128 - SI164ZE1) DVVYVIILLOOLYVOILLLOLIOLOLIOV OV LLLLD 98SLTI NINS SP9LT NINS I¢SLT NINS PSLTNINS »
aN 3SOPT NIAS 0PI NINS WOV NIAS suvinut snr20201do.ng
(TOL6 - ¥91806) DVVVVIILLOOLVVOILLIOLIOLOIDOVOVLLLLD £630DVS $6809VS 96809VS S6809VS €09 2p1IVIPIY $N22003do41S
(6997 - 806156) DVVVVIDLLODLYVOILLLOLIDLOLDOVOVLLLLO 0160893 1160893 €160s93 7160893 OISWAN 2vuIDISY $1220201d2.1S
(188 = 069L1ST) DLV DILYLIODDLODDOILLILLLLIIDIILOILILLD 9vTds €9%7ds YZ9d¥ siuiiapldo snadorojdydoig
(E1¥YS - 9¥£9%) DVVVOLLYODLODDDIDOVIVIIILIDDIDDLO I¥2€6HVA LETE6HVH CYCE6HVH The6HVHE (vag ossv3ivg ) “ds vjjoupmayg
(6€18 - £199L0€) DVOVVYHHHHINDIDNDOHLINIIDILV ILLIOHODD 6£6TINLS YP6TINLS LEG6TINLS 8E6TINLS winLnunyda  paLIajud pjjououtng
(S81 - €40T16T) DVOVVOHOODDIDHDIHOLIDIIDILV.LLLD SH8T 6£80 AL wdd [ voraua vjjpuouyns
(£0S - $819262) DV IV VHHHDIDIHOHIINIIIDLY LLLHDD 990€X LS TLOEALS ¥90€X LS S90EALS SILD WdA T v2LIdIUI DjjoUOUIDS
anN SOA SO SN SO %ENN\&Q:B\AR b&w@&?ﬁx%
DVDIDDHOOVYHLDIDIDIDIVIDLY DILLLD
‘DODVVOLYDHDDIDIVIVIDIDIDLILOLD
DOVVOHLVYHHHODIDIOLVYINDIDIDLILOLD
DVVVOLLYILIDDOILIIOLVVIOVIDOYDIIDLILD
‘DOVVHHOHHODIOIOVHIVIOIIILYIOLOD (2) sox () sex (¥) sox (9) sax winagn. wintjjidsopoyy
(2968 - 018LI11) DVVOOLLVILDLOVILLLVIDLLVVOLLLD (ur)€€0SHd 9bZIHd ulppZIHd SPCIHA »
(L9LT - 81H0ST) DVVVOODIVIILLOVVIDOVIOVIVIILLLO sL1oyd 9L104d ureLI0Hd €LT0Hd 1YYSONY110Y $12020414J
(19%S - 920%901) DVVOOLLYLLDILOVIOLLLLOLLYVOLLLD 6L11dd 0Z11dd LITTAd SII1dd »
(9¥50€ - 160L0) DVVVOLLYVOVVVVIVIIVOVVIVVIDILLO 6+90dd 0v90dd SHSOLINY $122020.414d
(S66001 - 1£556) DVVVOLLYDOVOVVVVVILILVVO 8020dVd 86104Vd 6610dVd 0020dVd »
(LL99 - €0SSY) DVVVOLLOVIVOVVVVILVVVOVID 6L00dVd 89009 Vd 08009 Vd 1800dVd winiydo.1on winnonqodd
(6019 - LS6SLE) DVVIOVIVIOVIODOVVOILLYIDLIDDVIDLVOOLLD S10cod 91029d £1029d F10Dd sypa13urs spuowtodydioq
(192T - 6v€1S) DVVVLIIDLLVVIOVIDLVIOVIVIOLLD 8¥000.Ld 6¥000.Ld snp1io} smuydooid
(1L2€ - LSOTY1T) VVVOV.LLIDOVIDOVIVIOIDDLOVILLD 16L101d »
(69€8 - LL69TTT) VVVOVLLOOVIOOVIVIOIDOLIVIOLO 0sL0nId SyLONId SUPISIUIUN] SHPGDYY1010Y J
(s9reurp100)) YdSIIdD P se) € se) 7se) I se) Qwreu wsiuedi0

panunuo) I dqeL



GTTTGAGAGTTGTGTAATTTAAGATGGATCTCAAAC (373272 - 6975)
GTTTCAGACATGCCCGGTTTAGACGGGATTAAGAC (1694586 - 5242)
GTTATAGCCGCCTACTCAGCCATTCCTCGCTATAAT (1386269 - 1386893)
GCAACACTTTATAGCAAATCCGCTTAGCCTGTGAAAC (1531926 - 3345)
GTCGCGCCCTCACGGGCGCGTGGATTGAAAC (4522474 - 3421)
GTTTCAATCCACGCGCCCGTGAGGACGCGAC (888612 - 92507)
GTTTCTAAGCTGCCTGTGCGGCAGTGAAC (2769473 - 795)
TTTCTAAGCTGCCTGTGCGGCAGTGAAC (2964488 - 5351)
GTTCACTGCCGCACAGGCAGCTTAGAAA (1242995 - 3316)

GTTTCCATACCTCTAAGGAATTATTGAAAC (1780074 - 627)
CTTCCATACTAACTAGTACATCTTAAAC (109188 - 10291)

CRISPR (Coordinates)

Cas 4
Tm1798
TTP0197
WS1617
XAC3841
X000868
YPO2462
ZMO0685

Cas 3
Tm1799
TTP0132
TDE0327
WS1445
XAC3837
XO000872
YPO2467
YPTB2509
ZMO0681

Cas 2
Tm1796
TTP0195
TDE0329
VVA1545(6)
WS1443
WS1616
XAC3843
X000866

Cas 1
Tm1797
TTP0196
TDE0328
VVA1544
WS1444
WS1615
XAC3842
X000867
YPO2468
YPTB2510
ZMO0680

Continued
Yersinia pestis C

Locus tags for cas genes in a particular cluster are listed as well as the CRISPR sequence that is found associated with that cluster. Numbers in parentheses after locus tags denote a second homolog in

this region, designated by the given tag with the final number replaced by the parenthetical number. If permanent locus tags have not yet been assigned, the presence of a cas homolog is simply noted.
The coordinates of the CRISPRs in question are given in parentheses after the CRISPR sequence (if known). CRISPR sequences and cas genes are in bold if they were described previously and are

italicized if they are correctly identified in the NCBI database (Jansen et al. 2002a; Bolotin et al. 2005).

Thermus thermophilus HB27
Treponema denticola
Yersinia pseudotuberculosis

Xanthomonas axonopodis
Zymomonas mobilis

Vibrio vulnificus YJ016
Xanthomonas oryzae

Wolinella succinogenes

»

Organism name
Thermotoga maritime

Table 1.
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cies are presented in Table 1, along with the locus
tags of the homologs in question.

We performed phylogenetic analysis of the iden-
tified cas genes in order to determine whether hori-
zontal gene transfer, or HGT, of these elements had
occurred during prokaryotic evolution. Although we
initially analyzed each of the cas genes separately, we
found four separate phylogenetic trees containing
approximately 100 members each to be rather un-
wieldy (supplemental material, Fig. A). Multiple
alignment data as well as smaller individual trees for
most of the cas genes in question have been presented
previously by others (Jansen et al. 2002a; Makarova
et al. 2002; Bolotin et al. 2005). The latter authors
have suggested that each of the cas gene classes, with
the exception of cas4, divide into two distinct clades
and have thus divided off caslb, cas6, and cas5 from
what we have called cas 1, 2 and 3, respectively. We
do not see such a clear distinction in our phylogenetic
trees and have chosen to keep the classes more
inclusive for this analysis (supplemental material, Fig.
A).

Since the conclusions drawn from each individual
tree were qualitatively similar, we chose to create a
“total evidence™ tree to represent our data. Since it is
likely that the cas genes are transferred among
prokaryotes as an entire cassette (Makarova et al.
2002), we decided to join their amino acid sequences
prior to phylogenetic analysis. This approach did
require that we limit our analysis to loci that con-
tained representatives of all four cas genes; this
amounted to about one half of the organisms pre-
sented in Table 1, specifically 59 loci from 52 different
species. The amino acid sequences of the cas genes
were concatenated to form long sequences with an
average size of 1413 residues, and this representation
of the data was submitted to multiple alignment fol-
lowed by the generation of an unrooted phylogenetic
tree (supplemental material, Figs. B-F; Fig. 2). Cer-
tain features of this tree are notable. For instance,
major phylogenetic groups which should form their
own clade if no HGT had taken place are seen dis-
persed throughout the tree. The Archaea, Proteo-
bacteria, and Firmicutes are all designated on the
tree, none of which cluster together into a single
clade.

In searching for CRISPR loci and associated cas
genes, we noticed that a number of them were not
located on the bacterial chromosome but were found
on megaplasmids, very large plasmids > 40 kb in size
(Table 2). Of the ten megaplasmids described, four of
these are the only CRISPR loci found within a par-
ticular species, while the rest have CRISPR sequences
and cas genes on the corresponding chromosome as
well. The number of loci associated with megaplas-
mids varies between one and eight, while the size of
the plasmids themselves varies between 39 and 257



kb. The interspersed sequence in one of these plas-
mids, Sulfolobus pNOBS, has been described previ-
ously but was not identified as a CRISPR at that time
(She et al. 1998). Two other plasmids on our list have
their cas genes identified in GenBank but the presence
of CRISPR loci on these plasmids was not discussed
in the corresponding publications (Heidelberg et al.
2004; Henne et al. 2004).

While some of the CRISPR sequences are unique
to the megaplasmid on which they are found, others
are shared with bacterial chromosomes or other
megaplasmids (Tables 1 & 2). The pTT27 megapla-
smid from Thermus thermophilus HBS, for instance,
shares a repeating sequence with the chromosome of
the subspecies HB27, while the corresponding plas-
mid in HB27 shares a different repeating unit with
both the HBS chromosome and megaplasmid. We
have extended our analysis by comparing the two
pTT27 megaplasmids using a Pustell DNA Matrix
(Fig. 3). It is clear that the two plasmids are highly
conserved at the level of DNA sequence, with most of
their non-conserved regions being made up of
CRISPR loci which differ in both sequence and
location. Gaps occur in the diagonal in regions which
correspond to CRISPR loci coordinates, while seg-
ments which deviate from this line can often be traced
to the one CRISPR sequence which the two plasmids
share, albeit at different locations. It also appears that
much of the size difference between the two plasmids
(24 kb) can be accounted for by the presence of two
more cas gene containing loci in the HB8 subspecies.
The inter-relatedness of some of the megaplasmid-
borne cas genes we have described is also apparent
from our phylogenetic analysis, namely the cas genes
found on the Thermus HBS megaplasmid show a
close phylogenetic relationship with those found on
the pSYSA plasmid from Synechocystis (Fig. 2).

Additional clues concerning the origin and method
of propagation of CRISPRs and their associated
genes comes from recent studies of environmental
samples taken from the Sargasso Sea. Venter and
colleagues have embarked upon a project to obtain
large amounts of DNA sequence from uncultured
samples taken from the environment (Venter et al.
2004). While it is still relatively uncommon to have
sequence data available for a number of different
strains of the same species (with obvious exceptions
occurring for pathologically important specimens, see

Fig. 1. Sequence logo
representing the consensus

sequence for all CRISPRs
characterized to date. The relative
size of each nucleotide represents
the probability that it is found at
C each position. The logo has been
truncated by 5 bp at each end to
remove non-consensus sequence.

Pourcel et al. 2005), environmental sampling has
provided a number of closely related genomes
belonging to non-pathogenic species.

We searched for CRISPRs using this data and
noticed that there was a CRISPR locus in the SAR2
scaffold that corresponds to the complete genome of
a Shewanella sp. obtained from the Sargasso Sea.
This environmental sample was compared to the
Shewanella oneidensis genome, a closely related
species that completely lacks CRISPR loci (Fig. 4).
It can be seen that, while the genes flanking the
CRISPR locus share a high degree of homology
between SAR2 and S. oneidensis, the CRISPR locus
itself appears as wide gap of non-conserved se-
quence. The environmental sample has apparently
picked up the CRISPR locus via HGT and incor-
porated the locus into its genome. Although the four
cas genes from the Shewanella environmental sample
are somewhat divergent from their homologs on the
Desulfovibrio megaplasmid listed in Table 2 at the
level of amino acid sequence (Fig. 2, see arrow), this
supposed insertion displays a high degree of synteny
with the CRISPR locus from the megaplasmid, the
order of not only the 4 core cas genes but also three
additional CRISPR-associated ORFs, casid, csdl,
and csd2, is completely conserved between the two
(Haft et al. 2005; Fig. 5). This arrangement of genes
has been deemed the Dvulg subtype by the above
authors and it is found not only in Desulfovibrio
vulgaris, which gives this subtype its name, but also
in the 15 other species which share a large clade
with the Desulfovibrio megaplasmid in our phylo-
genetic analysis (Fig. 2, unpublished data). It ap-
pears that sharing this subtype of CRISPR-
associated genes is one of the few things these
organisms have in common; they consist of a mix of
Proteobacteria, Firmicutes, Spirochetes, and Chlo-
robi, to name a few phyla.

Through the comparison of these two strains of
Shewanella, it is possible to estimate the size of at
least one CRISPR locus insertion. The SAR2 scaf-
fold shows no similarity to the published genome of
S. oneidensis between bases 14,480 and 54,988, for a
total length of 40,508 bp. The sequences which flank
this region, however, show a high degree of simi-
larity to the Shewanella genome, with no deletions
of genomic DNA detectable. To rule out the possi-
bility that the differences between these genomes



519415 Chloroflexus
305,965 Leptospira (lai)
199 323.002
178.89 Streptococcus aga NEM31

162.996

230.248 Streptococcus pyo 1
174.004

Streptococcus pyo SSI-1
275.663

151.218 Strep mut
4‘ 100 306,337

Streptococcus pyo 2
357.45

|: Streptococcus aga 2603
6
F

Moorella 1
Geol meta
Methylococcus P
M 414.879 .
g ccus
302.197
Chlorobium 1

Desulfovibrio vul (mega)

Shewanella (Sargasso Sea)

325.996 Rhodospillium 2

225.199
222.082

Chromobacterium

Azotobacter

Xanthomonas axono
147.962

Xanthomonas oryzae

|
l

Bacillus halo
H9  418.905

361.979

F

Dest ium 1

Archaeoglobus 1
512.021

P
Methanosarcina maz
392.223 A

Sulfolobus sol
n’8 sas.777

Sulfolobus tok
579.826
u 552.014 Chlorobium 2
403.558

457.713

Coryneb. ium

Desulfovibrio desul

Rhodospillium 1
229.312 Salmonella enterica CT18
’_E Salmonella typhimurium
23441 E. coli K12

P

367.352

E. coli 0157
364.648 Gooh

sulf

346.656
6 Photobacterium (mega)

453.931

65 Rubrobacter
407.069 Thermotoga
407.435
’7 Thermoanaerobacter

447.155

Desulfot jum 2
#9 426.845

Clostridium ther
502.952 } F

461.831
356.705
388.295

Moorella 2

Fusobacterium

Bacteroides

Porphyromonas
462.141
80 Nanoarchaem
il 403.859
Pyrococcus hor 1
499.121
99 Archaeoglobus 2
476.105

Methanothermobacterium

10562'667 Methanosarcina acet A

Methanosarcina bar
366.196

Methar

227.804 Pyrococcus fur

Pyrococcus hor 2

539..
985 Thermus HB8 (mega)
195 494.035 )
Synechocystis (mega)
395.965 839 Nostoc 7120
1171
Nostoc pun
423.

2585 Pyrobaculum aero } A

100.0

could be accounted for by a deletion of approxi-
mately 40 kb from the organism represented by
SAR2 to create the sequence of genes seen in S.

725

<

Fig. 2. Total evidence phylogenetic tree for all four cas genes. The
organism in which cas genes are found is listed, these are numbered
if more than one cluster is found in a given organism. Members of
the division Archaea are indicated by brackets and the letter “A”.
Members of the phyla Proteobacteria and Firmicutes are indicated
with the letters “P” and “F”, respectively. Distances between
organisms and the next node are given above their branches,
bootstrap values greater than 55 (of 1000 replicates) are given next
to their corresponding nodes. An arrow indicates the Shewanella
sp. from the Sargasso Sea environmental sample and the Dusulf-
ovibrio vulgaris megaplasmid.

oneidensis, we have analyzed the arrangement of
genes in a third genome, Shewanella baltica, that is
likely to have diverged from S. oneidensis before this
predicted insertion took place (Murray et al. 2001).
The draft genome of S. baltica is almost completely
syntenic with the corresponding region in S. oneid-
ensis, the locus tags of the S. baltica homologs are
given in Fig. 5. A single ORF of 112 amino acids,
Sbal 1424, lying within the region of our predicted
insertion does not contain a S. oneidensis homolog
in the corresponding region. The number of DNA
bases which fall between SO1154 and SO1155 in S.
oneidensis is 757, while the number of bases between
Sbal 1423 and Sbal 1425 in S. baltica is 1150, for a
difference of 393 bases which contains the ORF
described above. Since the size difference between
these divergent genomes (baltica vs. oneidensis) is
100 times less than we find between SAR2 and S.
oneidensis, we conclude that a deletion event was not
responsible for difference between the latter two
strains. Our conclusion is that the opposite has oc-
curred- that about 40 kb has been inserted into the
Shewanella genome to form the SAR2 strain.

Since 40 kb is approximately the size of the
smallest CRISPR-containing megaplasmid we have
characterized, and all of the megaplasmids presented
contain additional genes which lie outside of the
CRISPR loci, this raises the possibility that various
plasmid-associated genes may be transferred along
with a CRISPR locus but would not be identifiable as
being CRISPR-associated per se. We have identified
five additional ORFs upsteam of cas3 in the SAR2
scaffold that do not appear in the Desulfovibrio
megaplasmid and were probably specific to the vector
which was responsible for the transfer of this
CRISPR locus. These ORFs include a putative in-
tegrase, transposase, and plasmid replication protein,
as well as TraD (a putative DNA transport protein)
and TrwC (a putative conjugative relaxase). The
presence of these ORFs in the SAR2 genome also
point to a conjugative origin of the adjoining
CRISPR locus. It is likely that additional transferred
genes which are not required by the CRISPR locus
would eventually be deleted by the host genome so
that analogous conjugation-associated genes are not
evident in many of the loci examined.
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Discussion

Previous studies have suggested that the CRISPR-
associated genes play a role in DNA recombination
and repair (Jansen et al. 2002a). Additional CRISPR-
associated genes have been found that act as hydro-
lases as well as members of the RAMP superfamily
(Repair Associated Mysterious Protein) (Makarova
et al. 2002). Phylogenetic analyses by these authors
indicated the possibility that cas genes have been
propagated via HGT. These investigators surmised
that what came to be known as CRISPR loci repre-
sented a novel DNA repair pathway which is found
primarily in Archaea as well as hyperthermophilic
Eubacteria. Our current work has greatly expanded
the number of bacteria known to have CRISPR loci,
including a diverse group of mesophiles, thermo-
philes, aerobes, anaerobes, enterics, heterotrophs,
photoautotrophs, etc. It is clear from perusing the
148 species that contain CRISPR loci that they hail
from all walks of prokaryotic life and that they do
not belong exclusively to any specific groups.

Multiple events of HGT throughout evolution are
suggested by our phylogenetic analysis of concate-
nated sequences from casl-4. While some have ar-
gued that homologs of cas2 should not be included in
the conserved “core” of genes usually found in what
are now known as CRISPR loci (Makarova et al.
2002), this work supports their inclusion since we
have now expanded the number of these homologs to
well within the range of the other three core cas genes.
The separation of species in the phylogenetic tree we
have generated that one would expect to find in close
association, as well as the close association in the tree
of divergent species that one would expect to be
separated, both indicate that these genes have at
times been passed by means other than vertical
transmission. The precise number of HGT events
which have taken place are impossible to estimate due
to the complexity of the phylogeny, but that there
have been numerous events is without a doubt. Re-
cent studies of the non-repetitive intervening se-
quences have suggested the origins of this spacer
DNA originate from elsewhere in genomes, namely
bacteriophage DNA or conjugative transposons
(Mojica et al. 2005; Bolotin et al. 2005; Pourcel et al.
2005).

The presence of megaplasmids that contain
CRISPR loci suggest a mode of transmission by
which CRISPRs have spread so widely throughout
prokaryotes. The 40 kb size of the predicted insertion
into the Shewanella oneidensis genome is approxi-
mately the size of the smallest CRISPR-containing
megaplasmid characterized to date (plasmid ecel
from Aquifex aeolicis, which is 39 kb), both of which
are on the same size scale as bacteriophage and
conjugative  transposons. One difference the
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Fig. 3. Comparison of megaplasmids from Thermus thermophilus.
A Pustell DNA Matrix highlighting conserved sequence between
pTT27 plasmids from strains HB8 and HB27. An unbroken diag-
onal line represents regions of high sequence conservation.

CRISPR-containing megaplasmids share with most
conjugative transposons described to date is the ab-
sence of genes conveying resistance to antibiotics
(Scott & Churchward, 1995). This is not to say that
other, non-CRISPR-associated genes are not found
on CRISPR containing megaplasmids. The pTT27
plasmid, for instance, contains enzymes required for
the final stages of carotenoid as well as cobalamin
biosynthesis (Henne et al. 2004).

One question that remains is: if megaplasmids are
ultimately responsible for the propagation of
CRISPRs throughout prokaryotic genomes, why
have only ten CRISPR-containing megaplasmids
been found, compared to the 148 CRISPR-contain-
ing genomes? The answer might be that most mega-
plasmids are not stably maintained in their host cells
and that they often pay transient visits to the species
in question, what we have defined as megaplasmids
account for one fifth to one quarter of the total
number of plasmids contained on the NCBI website
for Archaea and Eubacteria, respectively. Notable
exceptions to this proposed transience include the
pTT27 plasmid discussed above which contains nee-
ded biosynthetic enzymes. Other CRISPR-containing
megaplasmids may have developed alternate means
by which they became stably maintained within a
host. To fully answer this question, further studies are
needed. Future characterization of CRISPR con-
taining megaplasmids as well as the genes contained
therein should shed insight into the function and
amazing propagation of the class of DNA repetitive
elements known as CRISPRs.

Experimental Procedures

Finding CRISPRs

Whole genomes were downloaded and searched using
the program PatScan which was obtained from
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Fig. 4. Alignment of a portion of
the Shewanella oneidensis MR-1
genome (top, accession #
NC_004347.1) with the SAR2
environmental sample taken from
the Sargasso sea (bottom, #
AACYO01119384.1) using the
Artemis Comparison Tool (ACT).
The CRISPR locus is seen as a gap
between overlapping regions. The
coordinates of each genome are
given.
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Fig. 5. Model for insertion of CRISPRs and Cas genes into
Shewanella. This is one model which would explain our findings
concerning the presence of a CRISPR locus in the SAR2 envi-
ronmental sample. The synteny between the Desulfovibrio mega-
plasmid and the Shewanella sample from the Sargasso Sea is
displayed. The cas genes are identified by name, as are five addi-

Argonne National Laboratory, Argonne, IL USA
(http://www-unix.mcs.anl.gov/compbio/PatScan/HTML/
patscan.html). Initially, the pattern used to find inter-
spersed repeats was: pl = 15...70 15... 70 p1 15 ... 70 pl
(algorithm 1), but this was changed to: pl = 21 ... 39
15 ... 45 pl 15 ... 45 pl (algorithm 2) since it was
found to speed up our analysis without detrimentally
affecting the results obtained. The specific algorithm
used to obtain our results is noted in the supple-
mental materials (Table A). Degenerate tandem re-
peats were discarded by hand following the analysis.
A sequence logo representing the consensus sequence
of all CRISPRs characterized was created by sub-
mitting a multiple alignment of the sequences to
NetLogo at http://weblogo.berkeley.edu. A multiple

tional ORFs which have not been identified as CRISPR-associated.
Int., Tran., and PR stand for a putative integrase, transposase, and
plasmid replication protein, respectively. The locus tags for S.
baltica homologs are given in parentheses in the boxes for their
corresponding S. oneidensis genes.

alignment of 360 sequences was created by aligning
each sequence, along with its reverse complement
using the ClustalW function of MacVector 7.2.2. The
open gap penalty was set at 10, while the extend gap
penalty was set at 5, transitions were weighted with a
divergent delay of 40%.

Finding Cas Genes

Existing cas genes (Jansen et al. 2002a) were used as
the query for pBLAST searches using the NCBI
database  (http://www.ncbi.nlm.nih.gov/BLAST)).
Cas genes were identified based both on their
homology to the query, as well as their proximity to a



CRISPR sequence. Often, the newly identified cas
gene with the lowest amount of homology to the query
(E-value <.7) was then used as a query in a new
search to identify divergent members of the cas family.

Phylogenetic Analysis of Cas Genes

Organisms which contained all four known cas genes
in a particular CRISPR locus were compared phy-
logenetically. All phylogenetic analysis was per-
formed using the MacVector 7.2.2 suite of software.
The cas genes were first concatenated in the following
order: cas 1, 2, 4, then 3. Cas3 was the last protein
sequence included since it is the most variable in size.
These concatenated sequences were aligned using
ClustalW, using an MD 350 matrix for pairwise
alignment and an MD series for multiple alignment.
Open gap penalties of 10 and extend gap penalties of
0.1 and 0.05 were used in the respective alignments.
The neighbor joining method with random tie
breaking was used to construct the phylogenetic tree.
Gaps were distributed proportionally. The concate-
nated alignment was visually inspected for significant
overlap between the different cas genes and none was
found.

Alignment of Genomes

Genomic sequences were aligned using the Artemis
Comparison Tool (http://www.sanger.ac.uk/Soft-
ware/ACT/). Input comparison files were generated
at the Double ACT website (http://193.129.245.227/
pise/double_act.html). A cutoff score of 200 was
used. Megaplasmid sequences were compared using a
Pustell DNA Matrix generated in MacVector 7.2.2. A
window size of 232 was used with a minimum % score
of 60, a hash value of 6, and a jump value equal to 1.
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