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ABSTRACT We have studied partially edited molecules
for the cytochrome-c oxidase subunit III (COI) transcript
from two species of the insect trypanosome Herpetomonas. We
found unexpected patterns of editing, in which editing does not
proceed strictly 3' to 5', in 24 of 61 partially edited clones. A
comparison of the partially edited molecules between the two
kinetoplastid species revealed an 8- to 10-nt shift in precisely
defined editing boundaries, sites at which editing pauses before
binding of the next guide RNA after formation of a stable
duplex between a guide RNA and mRNA. This suggests that the
region of base pairing between individual guide RNAs and the
COmI transcript is not strictly conserved in kinetoplastids,
implying gradual evolution of the editing process.

Kinetoplastid RNA editing, the addition or deletion of
uridines from trypanosomatid mitochondrial transcripts, cre-
ates >90% of the 288 amino acid codons in the cytochrome-c
oxidase subunit III (COIII) transcript in both Trypanosoma
brucei (1) and Herpetomonas (2). The mechanism of RNA
editing is thought to involve several guide RNA (gRNA)
molecules, small maxicircle or minicircle transcripts that
mediate editing by base pairing with specific regions of the
edited transcript, allowing some GU base pairs. Complete
editing proceeds 3' to 5' and requires a set of overlapping
gRNAs. Editing by each gRNA creates an anchor sequence
for binding the next gRNA (3, 4).
The progressive realignment of gRNA with mRNA (5)

produces a series of intermediates as uridines are added to or
deleted from active editing sites. These molecules typically
contain 3' contiguously edited sequences and 5' contiguously
unedited sequences, separated by a junction region which
contains both correctly edited and incorrectly edited se-
quences. Partially edited molecules have been found with
sites that are not edited precisely 3' to 5', particularly in the
junction region (5-8). These unexpected patterns of editing
result from incomplete editing, the addition or deletion of
fewer than the correct number of uridines at an editing site,
and misediting, either the editing of sites which are not edited
in the mature transcript or the excessive editing of normal
editing sites. Pairing of an incorrect gRNA with the mRNA
may also lead to misediting (9). Presumably, most of these
unexpected patterns are eliminated by reediting of the mis-
edited sites, producing a maturely edited transcript (5).

Editing often pauses at the same position, producing an
excess of partially edited molecules which are correctly
edited up to a common boundary between the 5' end of the
contiguously edited region and the 3' end of the junction
region. These boundaries reflect gRNA utilization and define
the 5' boundaries of some gRNA/mRNA anchor duplex
regions for cytochrome b in Leishmania tarentolae (6) and
ATPase 6 and COIII in T. brucei (5, 8). Presumably the
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pauses occur when one gRNA has finished editing a region
and has formed a stable duplex with the mRNA, which must
be displaced by the anchor region of the next gRNA (4-6).
This suggests that one can use a reverse approach to infer the
locations of potential gRNAs within the COIII sequence and
to compare these locations between species by sampling the
pool of steady-state intermediates from each species. In the
absence of information about the gRNAs for Herpetomonas,
we sought to map the boundaries of partially edited tran-
scripts by this approach, in order to compare the location of
potential gRNA/mRNA anchor regions between two species
ofHerpetomonas, H. megaseliae and H. mariadeanei, which
we chose because they have substantially diverged in both
the unedited and the edited sequences but are more closely
related to each other than either is to T. brucei (2).

MATERIALS AND METHODS
Cell Culture. H. megaseliae (30209) and H. mariadeanei

(30708) obtained from the American Type Culture Collection
were grown in BHI medium (Difco) and LIT medium (15),
respectively, with 10% fetal bovine serum at 25°C.
cDNA Synthesis, Amplification, Cloning, and Sequencing.

Oligonucleotides COIII and 4ED were used to amplify par-
tially edited molecules from H. mariadeanei first-strand
cDNA synthesized with random hexamers and murine re-
verse transcriptase (Pharmacia), and oligonucleotides
COIII-2 and a species-specific primer complementary to the
3' never-edited region (3'NE) were used to amplify H.
megaseliae and H. mariadeanei first-strand cDNA synthe-
sized with the 3'-NE primer and Superscript reverse tran-
scriptase (BRL) from total RNA (10), using 45 cycles of 0.75
min at 94°C, 1.5 min at 50°C or 58°C, and 1.5 min at 72°C (11).
PCR products were spin-purified (Centricon-30, Amicon),
cloned (T-vector, Novagen, and TA Cloning, Invitrogen),
and 11 clones obtained by the first method were screened by
colony PCR and sequenced on both strands with Sequenase
(United States Biochemical). Clones obtained by the second
method were screened by hybridization to a mixture of
oligonucleotides (4ED, 8ED, and liED) complementary to
the 3' end of the T. brucei edited COIII transcript. Fifty
positive clones were sequenced on both strands with Taq
DNA polymerase (Promega;fmol sequencing system). Clone
1.36, obtained by the second procedure, was diluted <10-8,
reamplified, and cloned exactly as above, and 12 clones were
sequenced to quantify PCR error.

Oligonucleotides. Oligodeoxynucleotide sequences were as
follows: COIII, 5'-GAAGGAGAGGGGAGGTTTCG-3';
COIII-2, 5'-CCA(A/G)GGAGAAGCAGGGAC(C/A)GA-3';
H. mariadeanei 3'NE, 5'-GTATTGTTGTTATAACTACT-

Abbreviations: COIII, cytochrome-c oxidase subunit III; gRNA,
guide RNA.
*The sequences reported in this paper have been deposited in the
GenBank data base (accession nos. U00597-U00618, U00622-
U00658, and U00660-U00661).
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FIG. 1. PCR amplification schemes. With strategy A, 11 clones were obtained from H. mariadeanei; with B, 14 clones were obtained from
H. mariadeanei, and 36 from H. megaseliae. Combination A allowed us to study a 481-nt region of the edited transcript. Combination B allowed
us to study just the last 292 nt. Clones obtained by strategy B were probed with a mixture of 3' edited oligonucleotides to ensure that they were
partially edited. Primers are not drawn to scale.
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1.53 AuGuuGuuC-uuuuGuAuuGACAuuuu CauaGAauuouGuuu GCuuuuuu.uu CuuGCGAuuu Caua Auuuu NAuGuAauuauGCuauuCuAuuCuGuG CuuuAAauuauuuuaa.a.au AuuauuuGuuGGuuuuuuGCuuNuuuuAAuua.a-uAUU00uuau,

1.100 AuCuauGu CuajuuGuAauuACAuuuu Gu.aCAuuGC uuau CCauuuu,uau GauuGCCAuuu Caau Aauuuu CAu uAuuCauGu CuuuCuAau CaoGuG CuuuAAAuuuuuuuaa;uuuA G;uaa a CaCuuaaCaaCauu aaAAauu A00uu
1.31 AuGuuaGauGuuauaAuuGACAuuuu GouuGouGuGuuu GCauuuauau GauuGCGAuuu Guuu Aauua CAuGuAuuCGCGauuuuGuAuuuCuCU CuuuAAa.uaaaaaaaaja.AauuuauCuuoCGGuuC:uuCuaGuuauuuuAAaaueooaaa

Une dloted A C G CA CACA C CA CC CCG CGCA GA G66 GA G000CC AA A CG CGG

Site: 35 34 33 32 30 30 28 28 27 26 25 24 23 22 21 20 19 08 17 15 14 13 12 11 10 9 8 7 6

FIG. 2. Alignment of 36 partially edited H. megaseliae clones. Positions are numbered according to the completely edited sequence (2).
Editing sites are numbered from the 3' end of the transcript; new editing sites are in bold-f-a-ce. Lowercase u, uridine added by editing; italicized

U, uridine deleted by editing in the mature transcript. Circles indicate nonuridine deletions. The contiguously edited region is shaded. Partially
edited or misedited sites, sites not consistent with editing 3' to 5', and errors are underlined. Editing at site 9 creates the UAA stop codon. The

GenBank accession nos. for these sequences are U00597-U00618, U00622-U00634, and U00661.
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Plosit.on: 401 4 11 4¼ 4 31 441 451 4861 471 481 491 Sol ill1
Edited UU±UCU1L)luUACCCAuuA CGuuu~uiluCU AAu1111IG C"u(uuuu lhuuuuuAuuCG (uuuuAlJuuA C;AuUUuuuAAuuuiGuuGALiAAAuACAuuuutuAUIJ GuuuGuuAGu(,Cuuu G1UuuuuGl

A9 u ACCCA AIOICKE G;uuGuuuGuuGG;UU GAAuuuG Guuuuu GUUwuUAUUG GUUUUAUuuA GAuwflluuAAmaGwflAuAAAuACAuuuuuAW QmfhWGQuUU £luuuuG
Al? I7 ACCCA AiIUUIXI G (II CCUUIXIAA GI Guuuuuuuuliu A GuuuuC AIiwaA GA-uuGuuuAAJGUAA%UAnflaiuMijo Auujuaf amluWS uuu avwnm
B4 C ACCCA AIIULCO! C C GGUfIICAA II G"umd Cl.uA GuuuuGlla._AofuA Au
835 C AlCOA AIlIUIX C, G' 11 CCGIIIUAA (1 uuuuuuuuC;uc.A GuuC WuuuuilzaAGtt - - -Qow Um
Bll C ACOCA AlIllItOU C GGICl CGUIUJAA II C G A C, liUllt)OuvA 0UUuOGUuJAAUuAM2WOCI
04 C ACCCA AU1171110 C1 C C (lCIlltJlOAA aIC G A C 1.XAA Ga~l -~Z~~M
08 ACCIA AUIUIA C C GGCUIXIPAA C l,uuu-uuuu C., __A GuuuuC; AUA GmuouuGuwaaxutufuQh .in..... u
R12 1, ACCCA A13AR124 0 G, C GCIIIJLGAA C uuuuu luu A CuLuuC AU_mA GAUUIGUUUAAMuiwSAkIAtuAWQEh&OGwu wS
A5 C, ACCCA AIIIIUIRIC G C; 11 UCUtJIfIiAA G, CG A G C AU A CA Cl AA C, CA AAA ACA A CG C ACUCUuCuuuuGUJ C
88 C ACCCA AI IIIUT. CUU 0,; C CGUJk;A(;GAC C1 All) A IA C AA U IA AAA AlA ACIJUVC; C AG C C CU C
810 1, ACCIA AlIIRILtE C I; I' CUUClllXi;A l;unG AuuGuuu CI AAuuuuuGA Cl1 AA C CA AAA AlA AOUCUIXI G ACC ,C, CIIJ C

1.Inedited C AlCCA AlOliIO C C, C, CGUULOIAA C GC A C, C AUT A CIA AA C CA AAA AlA AIRIJICM C AC,G,C GIU C

Site: 137 1.36 135 1.34 133 1.32 M) 110 129 128 127 126 125 124 123 12? 1.21 120 I)( 110 '117 116 II1, 114 113 11? 111 III 109 107 106

Positiori 531 541 3951 561 ,ll 581 591 61)1 611 621 6131 641 651
Edited AAuuuuCuuuuk Cu uuu uCUUUU G, Cluui1ACAuuuuuuuCuAUl lGluuAutuuCutuuuuuAuCCuuClilll;(uuuCu;iuAuuuCCGuuuiuAuGuuuuuAtiuutiucA CuuCuGACIAAuuuCuClA uuuuGukuu CuuACAuCuA

A9 AkAuuuutuuUU G;uuuuuGUUUU G GuuuAroAuuuuuuuGuAUl N8uuAuuuNuwuuuuhaGGuuGQQzuuuGuuauuugguuuuAuGwxuuuA,GuAtC&M QufluAGAAuuw%Mfl uuuuOuuu QuZuuAll Ahuuwflhuuu GuuuuuUUCJUU 0 GuuulGAuuuuuuuGMUA GumAuuu0uuuuuuuAuGouuoGwzuuuGu auoouuuAuQAuuuatouhkuu04 Guwlu uGwuuuuQV1W 0 GuuuAGhuuuwUUUQGAU QG0uuAuwQnuAWmGuunkuGwwAffjkCAA
05 MswlauGuw0PU 0GuAnuuuuw WONuSAuuuulflnsRSuuGs-________

GuuuArAu auuuuu SuG uA uAu uou

04B12w* GUUU wflJIXJU G G uuuAG AouuuuuuuGuAU GGuuAuu Gun uuuwO oGuuGGGUu w~ Au iz sfj

012 MuoAAouuuuGuGoouUOUU 0uuO"uuo&OAuuuunuuGhUAI GOwuuuoouonuuuoGoGauoausooAGmm)o
88 AA tI C GUUUU C GiuuAGAhuuuuuuuG'oAU GO;uuAuuuGouuWGoGuuouoooou&aQ UnA,sAoc& WOW utv
010 AA C C; CUUUIJ C C ACA G AUCLUUC A C, ACG CCC C A CC ACG ACGAA CAC. GCAGAA CGAu.zusAR A

UJnedited AA C, C CUTUU C C ACA G ACU[G A C AGOCC C A CC ACG A GAAICA1L,GCACAA GGA C G ACACGA

Site, 105 104 1333102 102. 100 99 96 97 96 95 94 913 92 31 90) 89 08 87 86 05 84 8)i 82 81 80 19 18 '17 76 75 74 73 72

)losit i ori 661 6/11 60. 691 701 /ll 212 131 741 7351 781
Edited GuuCuCCuuuAuuuG lluuC'iAuuuuCuuuuCuAUlU (lAj.AuuuuACAuuuu AC'CCAuC.uuuuuuu A CX;iCluluuuuuCiiAuCuuuAuuuCuAuuuGuCCAuCuiuuu Guuuuuuil Cu

A9 GuUfGuGQjMAuuuS GuuCoAaujitGwUU.GuAUtU GAuAuouuukCAuuun AEVCAuGuuauuuuu A GGGuoouAGooo oQiuUouUU Gu
A12 GuoGi~UoAuuo GuuCAuhuunGuuunGuAuu GAuAUw.ALACAuuu 'ACCCAuGuuunuA;wAoQowuzG84 QauQoOQzwoAnuoG GoucoAuouuGuuuuQoAll0 GftolauooAcAuuuu Aeccauooouuuott A WIQoGo -~~~~~~~~~~~~~~~~~~~~~~~~~~~~~.. ............

05 GUuQ Gjkoj uCouuGuooWGo&ooAhuoAckuwoovAOuc

06I uou0oouo ouuooGouQhGM -oocoouA~CA=uGUunfa1waozA
B6 GOUCUAMOOWflOJGONZJ GAUAOLUUACAoOAhUUUmol GGnn sau Go
810 GuuGCuGGuuutuuG GouCuAuuuufuuuuoGuATJ GAAulouuACAtuuuu AC0ChSuGuuuuu A~im CGo
2.1 LlLL_ou0G0waoAuuaG GUuCuAuuUnGuuunGuAtV GAuaAamuuAchuo ACCCAo0uGuMo A..G

2.83 IJOX3 C GO A C C CA CuuGuA1jU:GAAauuco At0cAououuonAOowonoAfao

2.47 121111GC C A C -UuIUA UUG CAUGU IAGA UUACAanUoAICoOuun AGGoo -
2.30 11112G CGAG CC U A AGCuu ACCCAuGouuuuuuo A' Qffauua0o0o
2.64 1111111 UGG A C QuCuI uuuGAC PC/CAA"UAlAuuuuuuAoCCAUGUoUUaUU A (EaouGMuoouok -- mGU
2.66 UUUAGGGC A C GuC CAUUCuuuCA0CXIAUAUUAlAuu ACCIACuuuU A/CC3UG CAGooouoo&oooaRouoo GUo
2.50 13213 CCGG A U U CA GC GACUUOAUAAUUUAlA CU'-AICCACG A..4*IBIO CA A IAC CiiloG
2.61 102C GC CC G G C A C u, AUG/CA A AlA ACI C AECC CAC A CICAC

Uneite 101UCC CGC A U C C A G GACULCA A ACA M ACIAC AC AC I

2.0ut~7 16 86 66 65 64 67 82 6161G9 50 57 96 5 5 5 9 1 /f 4 0 7 6 544 43 4

Et6AUU edG CAuGGAulACuuuuCuuGuuGAUULGuACuuuCuAuuCluA rlAunuCuuAlUuCuuGGuuuuuuuuClAuu CuuAuuuAuAuuuGU
A96UUU GGAOGGAo CAOAu0GuuuGoAU'GuAuuAuuGACAsoAhCCAouoGuuAlAXoUaGGunououuoku.oCAUoo GooAuaoaj aawnGUl
A.0l? oGGGA CC AGGAAJoAAACA00uououAuo oouoAoaoA CCAwouC,0UUoAoUGGouoooiGAoaG0Au G-- C Gu uG

Ed4e GuAoGCGAuACAC0uuuoGonouuuouGloAuGuuGuuGuuuGuuuGAhaff CfAuuuuGUauut;GuQouuuolouAuuGCGAauuu uAuuGuuuGU
86 GuAuGauA-AChGouufluuouuuGAGuuGuuuuGGoQaaauwoAuuGA CAwuuuGuuGoAooouzaGiGuo
012 OoAuGGAuAChCouuuoGuuuuuuGoAuGouGoUuQuuuoeuAuoGhL nuooGoAAffaoGououoo.Ao
A4 GuhuGGAuACAtQaouoGuuouuuooooAouGuouoGoouojuoGtuu& CuuGoG1fllwGoooo&oxn
010 0oAU0SoMACAGwmoUSUGooauuGA1uGuquuuGuAUA CAuouGuGIWOafGouoaA~Ao

2.6 QJAnGGAuA.CAcQJuutui0uuuuuuuGoAuouauu0uoGuousUauUGA~CAauuGuuOUaooGonoaA~~Ao

2.21 GouohuAACW0000afluuuuoouQAuGoouuGuGuuuoQAnusA CAuuoGUQlaoluoooooN~wu-
2.6 0uAGuGauACACQzuoQiGuouuuuGuA Qoajoujo~ CkuuuuolAGGoosouooouno AUo
2.60 GoAuookAuAhCACuuonuuuuuuuGuAuouoQouuuuuuoAou6aCuuGuWWGoGounooiallho o-

2.64 QaAoOGAoA'CAcGuuwfuouoouaououa&oACauouaAfooalouou& . -

2.66 GuAu GAuACACGuuuuGuutuuouuGuAuGoouGouGuuuuGuAauuoa CAowuuuGuu0fillGoouuoG0uu_ooAaaoo
2.)10 GuAuGhoAACA0GouuuuouuuuuuuGuAuGuucuuuuuouGuoAuuGA CAkuuuuGuuGAtUaQaoaSGooounoUCMPoAoGXUuo oounomsl
2. 6' CiAuCCAuACAGuuCguuuuu AuGCuCuCuuuu AuuGAuCAuuuu(..uuGAJUjGuUGofGouuuuouuuAuoGCAcououGuAoaSoc

Uneite CuAuCGAuACAC CCuuuu uuGAuC C C G A CA. CA Cuu CAuUG C A OA C A CAC 1111

Ed 64 QUuAiGACuA,1,CuGu1utn3uuAuuGAUuuuuGuuuCuuC;la,uuuCu uuluAu C AuuIAU2

2.41 CuOAJCGuAuuCuGuuuuuuAuuAuuuuGuu(uuGuGuuuuuuGuAul/uuuuuICuuAIl1C
2.10 CuuAuGAuAuACuuiuuGuuuuuuuGAuG,,luuGuuUuuouuGuAuuCuu CmuiuuOiGAuu AGUUAGuuuIAIIUU AAXrAU
2 .61 CuAGGAACuAuuuuCuuuuA Amumum C.iuGuulluuuuGuu Alu lIuCAu AUU Auiii IACIIOI

Ed il Cd uuAuGuAilk ,uuCuCuCuuAAxuuAu,lnuuuuauuClil_;',l'-;AuuC/UUl1 Coinl l.uGAuu AUU AIiuuuCACIUGU
2.648 GCuu.AulluAuuul,:uCuCGUUlAAuutA,Guuu(,AuA GuuA,J,.
2.6,6 GuuAuCuAuu;uGlGiC;GuCuuAAuuAuuLLuuuuumuu_lluuCluiuuuCGuuu Cmil GuU;Auu AOl ACuuuGIAGI

-2.5 CuuAulGuAuuuGuGuGuuuAAuiuA 1uuuuuuulL,,uuuGCuuC,iiuuuuCiuu Gumi i/mIAimu AUU ACuuuJC.ACUCIU

2 .61 CuuiAuGuAuuii/uluC;uuutAAuAili,uuiuuuuuuuull;uuCCu,uuuG;uuu Guu l1uCAuu AlTl/I ACOuGjj(AGIICOJ
Inedited G A G A /(CGG AA A C (;( C G G/ (CA AIUTAC(; CAGUCU

'1 .I
tile,: ' 1l6 14 'l12 :0 9 8 6 4 3 2 1

FIG. 3. Alignment of 25 partially edited H. mariadeanei clones. Symbols and numbering are as in Fig. 2 legend. Editing at site 11 creates
the UAA stop codon. The GenBank accession nos. for these sequences are U00635-U00658 and U00660.
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11 21 31 41 5 6 A.8i 9A ; '
1.36 UUUUGGGGGGGCAGGAGAGGCAACUCANGAGGGGGAGAG'CG 6AsuGu uuAAu uuuuuAuGuAuGGAuACACGUu u uGu suu u u uGoAuGu.uGCo uGuouuGuAu uGACAuu6 uGuuGAuuGo
A TTOTGGGGGGGCAGGAGAGGCAACTCAGGAGGGGGAGAG TTTGTTTAAT TTTTATGTATGGATACACG T TTT TTT TGTATGTTGTT-TTGTATTGACAT TTGTTGATTGT
B TTTTGGGGGGGCAGGAGAGGCAACTCAGGAGGGGGAGAGCGTTTGTTTAATTTTTTATGTATGGATACACGTTTTGTTTTTTGTATG TTG TTTTGTATTGACA TTTTG CGATTGT

CTTTTCGGGGGGCAGGAGAGGCAACTCAGGAGGGGGAGAGCG TTTGTTTAATTTTTTATGTATGGATACACG TTTTGTTTTTTGTATG TGTTGTTTTGTATTGACA TTTGTTGATGT
E TT-.TGGGGG-CAGGAGAGGCAACTCAGGAGGGGGAGAGCG TTTGTTTAATTTTTTATGTATGGATACAC-TTGT TTTTTGTATGTGTTTTT GTTOACA TTTTGATTGT
F -TTTCGGGGGCAGGAGAGGCAACTCACCACGGCGAGAGCG TTG-TTAATTTTTTATGTATGGATACACGTTTGT TTT --GTATGTOGTGTTTTOTA.TGGCATTTTGTTGATGT
G TTTTNGGGG-GCAGGAGAGGCAACTCAGGAGGGGGAGAGCGTT TG TAATTTTTTATG -ATGAT ACACGTTTTTTTTTGCTATGT T- GTTTT TATTGACAT TT .GAT.TGT
H TTTTGGGGAGGCAGGAGAGGCAACTAGAGGCGAGAGCGTT TTTAATTTTTTATGTATGGATACAC TTTT.TTTTTTT TA0GTTTTG TTTTTATT A ATTTTO TTGATTT
I TTTGGGGGGGCAGGAGAGGCAACTCAGGAGGGGGAGAGCG TTTGTTTAATTTTTATGTATGGATACACGTTTOT TTTTTTGTATT TGC 'GT TT TAT TGACA.-T TTGA TGT
K TTTTNGGGGGGCAGGAGACGCAACTCAGGAGGGGGAGAGCG TTG-NTAAT TTTATGTATGGATACACGTTTTGTTTTTGTA T TGTTGTTTTGTAT. ACATTGTTGATTGT
I TTTNGGGGGGCAGGAGAGGCAACTCAGGAGGGGGAGAGGTTTG6 TTAATTTTTTAGTATGGATACACGTTT TT C-GTATGTTGTTGTTTTGTATGAACT T-GT7GAT-GT
M TTTTGGGGGGCCAGGAGAGGCAACTCAGGAGC-GGC.AGAGA TTT.GTAA-TTT TTTATGCTATGGATACAC- GTTTTTTO ATTATG- .GTT TGTAT GACA-OTT--TGA T&T
N TTTGGGG.GGCCAGGAGAGCAACTCAGGAGGGGGAGAGC-TTTAA-TTTTTATGTATGGATACAC. .TGTTTTTT-AT TG TTTTGTATTGAA.AO7TTTTGATTGT

121 131 141 1l1 161 171 181 191 201 211 221 231
1.36 GuuuGGuuuuuuuuGuuGCNAuuuGuuuAuuuuGAuAGuAu uAuGuuuAuuuGuGUGuuuCuuuAuuCuuu uu uuu Auu uuuGuuGGuuuuuuGuuGuuuuAuuuuuAuuuuC
A GTTTCGTTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTT TAACTTTTTTTTTTTT ATTTGGTGTTGGTTTOTT TGTOT TMATTTTTATTT TTT
B GTTTGGTTTTTTTTGT GCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTAT TTGTGTG TTAATTTTTTTTTTTT ATTT TTG TT TTTGTTG- TTTAAT TTTAT TTTTTT
D GTTTOGGTTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTGO TGTTGTATTTGTGTGTTTAATTTTTTTTTTTT ATTTTTGTTGGTTTTTTGTTG TTAATTTTTATTTTTTT
E GTTTGG TTTTTTTTGTTCCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTTTAATTTT'TTTTTTTTTTATTTTTGTTGGTTTTTTGTTGTTT,AATTTTTATT TTTTT
F GTTTGGTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTTTAATTTTTTTTTTT* ATTTTTGTTGGTTTTTTGTTGTTTTAATTTTTATTTTTTT
G GTTTGGTTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTCTTGTTTG TATTTGTGTGTTTAATTTTTTTTTTO ATTTTGTTGGTTTTTTGTTGTTTTATT.TTTATTTTTTT
H GTTTGGTTTTTOTTGTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTTTAATTTTTTTTTTTTTTATTTTTGTTGGTTTTTTGTTGTTTTAATTTTTA TTOTTT
I GTTTGGTTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTTTAATTTTTTTTTTTTT TT0TTGTTGGTTTTTTGTTGTTTTAATTTTTATTTT TTT
K GTTTGGTTTTTTT*GTTGCGATTTGTTTATTTTGATGTATTGTGTTCTTGTATTTGTGTGTTTAATTTTTTTTTTTT. ATTTTTGTTGGTTTTTTGTTGTTTTA.ATTTTTATTTTTTT

NTGTGTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTTTAATTTTTTTTTTTTTTATTTTTGTTGGTTTTTTGTTGTTTMTMTTT'AT'TTTTTTT
M GTTTGGTTTTTTT*GTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGTTTAATMTTTTTTTTTTT ATTTTTGTTGGTTTTTTGTTGTTTTMATTTTTATTTTTTT
N GTTTGGTTTTTTTTGTTGCGATTTGTTTATTTTGATGTATTGTGTTGTTTGTATTTGTGTGAATAATTTTTTTTT0TTT ATTTTTGTTGGTTTTTTGTTGTTTTAATTTTTATTTTTTT

FIG. 4. Reamplified clones from partially edited clone 1.36. Substitutions are in boldface; deletions are indicated by filled circles.

CACT-3'; H. megaseliae 3'NE, 5'-CTATATTCTACACA-
CACTT-3'; 4ED, 5'-AAATTACACACACAAATACAT-
AAC-3'; 8ED, 5'-CAAACTAAATCAACAAAATGTCAA-
3'; 11ED, 5'-ACAAAACGTGTATCCATACACAAA-3'.
Oligonucleotides 4ED, 8ED, and liED were a gift from V.
Volloch (Boston Biomedical Research Institute).

Statistical Analysis. The program POISTFIT by R. C.
Lewontin was used to analyze each of the three data sets
obtained by separate PCRs, to test whether the number of
clones containing RNA editing boundaries at each of the
possible editing sites can be fit to a Poisson distribution (the
null hypothesis). Each class represents the number of editing
sites sampled at which 0, 1, 2, 3, 4, or 5 clones share a
common boundary. We conservatively estimated the zero
class (number of editing sites which were not the boundaries
of any clone) by the inclusive number of editing sites covered
in the survey (sites of uridine addition or deletion in the
correctly edited mRNA located between the first and last
partially edited sites) less the number of editing sites which
were boundaries in one or more of the clones.

RESULTS AND DISCUSSION
Amplification of Partially Edited Transcripts. We used two

PCR strategies based on the 3'-to-5' progression of editing to
isolate partially edited COIII transcripts, by a combination of
either 5' unedited and 3' edited primers (7) or a 5' unedited
primer and a downstream primer complementary to a never-
edited sequence in the 3' untranslated region, just upstream
of the poly(A) tail (Fig. 1). Clones obtained by the second
method were screened with a 3' edited probe to identify ones
which were partially edited. We sequenced 11 H. mariadea-

nei clones obtained by the first method and 14 additional H.
mariadeanei clones and 36 H. megaseliae clones obtained by
the second method. The sequences of all 61 clones are shown
in Figs. 2 and 3. We found 23 different patterns of partial
editing in 25 H. mariadeanei clones, and 22 different patterns
in 36 H. megaseliae clones.
Unexpected Editing Patterns. Thirteen of 25 partially edited

COIII clones in H. mariadeanei and 11 of 36 clones in H.
megaseliae show departures from 3'-to-5' editing in the
junction region (Figs. 2 and 3), as in T. brucei (8) and L.
tarentolae (6). We found editing of nine new sites, which are
not edited in the mature mRNA, in the region of the H.
mariadeanei transcript we studied, which contains 553 nt and
128 editing sites in the mature mRNA, and editing of three
new sites in H. megaseliae, which contains 294 nt and 69
mature editing sites in the region we studied. The number of
misedited or incompletely edited sites per clone and the
number of new editing sites is much greater in T. brucei (8)
than in either Herpetomonas species, although this may
reflect differences in the cloning procedure and the length of
the region we used.
The level of misediting also depends on the region studied.

For example, in H. mariadeanei, six of the eight clones that
included sites 122-128 in the junction region were edited at
new sites. Either editing by an incorrect gRNA (6, 9) or
misediting by the correct gRNA (5) could lead to the longer
stretches of incorrect editing in the junction regions of seven
H. mariadeanei clones (AS, B10, B12, B6, B5, B4, and A12;
Fig. 3) and H. megaseliae clone 1.17 (Fig. 2).
Although incomplete editing and misediting are much more

pronounced in the junction regions (8), we found 60 examples
of either unexpected editing or PCR errors (57 additions or

Hma 394 uuuuuuGuuuACCCAuuA"" GuuuuuCGuuGuuuGuuGGUUGAAuuuGGuu6uuGuuuuuAuuGGuuuuAUuuAGAuuuGuuuAAuuuGuuGAuAAAuACAuuuuuAUU GuuuGuuAGuGGuuuGUuuuuGA
4

Ame 36 12()GAAAuuuCAuuGuuGuuGuuAC6 CGuuA
Hma D23AuuuuGuuuuGuuuuuGUUUUGGuuuAGAuuuuuuuGuAU **GGuuAuuuGuuuuuuAuGGuuGGCuuuGuuAuuuGGuuuAuGuuuu AuGuAAuCA GuuGuGAAAjuGuG AAuuuGuuuGuuACAuGuA

69(5) 60(5) 45(4) (5)38

Hme 664 * * GuuGuG uGu uuGGuuAuuuuGuuuGuuAuu-GAuuuGuuGCAuuuuACUCAuGuuuuGuuA-GGuGuuuuuuuGuuGjuuAuuGuuuuuAu CGuuuGuuuAA «uuuAuGuAuGGAuACACGUuAme A4~ ~CuCu~u~u 06oAuuuu .uCuAu 0666 6 CAuuu C Aouuu 66 6uuuuuUUuuGAGuAuuuuuuGAGuuuuuuuGuAuGuGAu66ACA00Hma 655* -GuuGuGGuuuAuuuGGuuCuAuuuuGuuuuGuAUU*GAuAuuuuACAuuuuACCCAuGuuuuuuuA666 AuGuuuAuuuGuAuu uCu CAuGu66u6666uuuCuAuCCAuA ACCA
4 4
65(4) 57(3)

Hme 793uuGuuuuuuuGuAuGuuGuuGuuuuGuAuuGACAuuuuGuuGAuuGuGuuuGGuuuuuuu0GuuGCGAuuuGuuuAuuuuGAuGuAuuGuGuuGuuuGuAuuuGuGU GuuuAAuuuuuuuuuuuuuAuuuuuGu
Hma 784 uuGuuuuuuuGuAuGuuGuuGuuuuG 6AuuGACAuuuuGuuGAUUGuGuuuGGuuuuuuuuAuuGCGAuuuGuuuAuuuuGAuGuuuuGUUGuuAuGuAuuuGuGu-GuuuAAuuAuuuuuuuuuu---- -Gu

Hme 926uGGuuuuuuGuu-GuuuuAAuuuuuAUUUuuuu
Hma 917uGGuuuuuuGuuuGuuGuGAuu---AUU*AGuuu

FIG. 5. Comparison between the edited domains of the H. mariadeanei (Hma) and H. megaseliae (Hme) COIII transcripts in the region
studied and the location of boundaries that occurred in three or more clones in each data set. Sequences are numbered at left according to the
completely edited sequence (2). The editing site and number of clones in parentheses which shared a common boundary are indicated by arrows.
The potential anchor duplex regions inferred from two T. brucei gRNAs are boxed, and the region which could pair with the T. brucei gRNAs
(which continues, shown in italics, 28 nt upstream of the 5' end of the amplified portion used in this study) is underlined in the H. megaseliae
sequence. Uridines added by editing are shown in lowercase; encoded uridines deleted by editing are indicated by asterisks, gaps in alignment
by dashes, and the stop codon by solid underline.
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Table 1. Poisson analysis of the distribution of editing
boundaries among classes 1-5

No. of clones

Clone type 0 1 2 3 4 5 P, %
H. megaseliae 16 7 5 0 1 3 0.002
H. mariadeanei A 46 2 2 0 0 1 0.002
H. mariadeanei B 35 5 1 1 1 0 0.2

The data were fit to a Poisson distribution by using the program
POISFIT by R. C. Lewontin. The data are significantly different from
a Poisson distribution, due to the number of boundaries shared by
five clones in H. megaseliae and an excess in the zero class, which
we conservatively underestimated (see Materials and Methods). A
and B refer to the cloning strategy in Fig. 1.

deletions of single uridines and three deletions of two
uridines) in the contiguously edited regions of all the clones
studied. All of the new editing sites, however, and all editing
differences greater than two nucleotides occur in thejunction
regions.
PCR Error. Since we found so many errors in the contig-

uously edited region, we reamplified and sequenced 12 copies
from a single clone to measure the true error due to PCR (Fig.
4). We found 10 uridine additions or deletions (6.0 x 10-3 per
uridine) in the reamplified data set; therefore, the rate of
uridine additions or deletions in the contiguously edited
region (6.2 x 10-3 per uridine) can be attributed to PCR error.
There were also three transitions (1.0 x 10-3), one non-
uridine deletion (3.5 x 10-4), and no transversions (<3.5 x
10-4) in the reamplified data set of 2880 bp, which accounts
for the rate of transitions (8.3 x 10-4), transversions (1.3 x
10-4), and non-uridine additions or deletions (1.9 x 10-4) in
the contiguously edited region (15,668 bp). As cytosines are
rare or nearly absent, the occasional purine deletions found
in L. tarentolae (6) can also be explained by PCR error. Site
8 in the 3' untranslated region of H. megaseliae is unusually
prone to either slippage or misediting (Fig. 2), since 21 of the
36 clones differ from the consensus 13 uridines added in this
position; however, the PCR mutation rate was 75% at this site
(Fig. 4). Therefore the mutation rate at this site in the partially
edited clones is presumably due to slippage of the Taq
polymerase, rather than misediting or incomplete editing.

Identification of Editing Boundaries. The boundary, or the
site at which the maturely edited sequence ends and the
junction region begins, typically reflects gRNA utilization
and gRNA/mRNA anchor regions. We have analyzed pub-
lished data sets of partially edited molecules from L. taren-
tolae for which a complete set of overlapping gRNAs is
known (4, 12) and have found that boundaries which occur in
10% or more of the clones usually correspond to the 5'-most
nucleotide which can base pair with an individual gRNA and
can form the anchor duplex with the upstream gRNA. We
identified four boundaries in H. megaseliae and three bound-
aries in H. mariadeanei that are shared by three or more
clones (>10%; Fig. 5). Three pairs of boundaries (two in H.
megaseliae and one in H. mariadeanei) are evenly spaced
28-34 nt apart, precisely the length ofthe region templated by
each of the overlapping gRNAs in L. tarentolae (4). This
suggests that editing of this region of the transcript in
Herpetomonas may proceed in blocks of 28-34 nt mediated
by a single gRNA, as in L. tarentolae. In addition, two
separate pairs of H. megaseliae boundaries are 59 nt apart,
twice the length between a single pair, which suggests that
another boundary lies between them, although we did not
detect it in three or more clones in this study.
A comparison of these common boundaries between the

two species (Fig. 5) reveals that the boundaries in the two
Herpetomonas species have shifted relative to each other so
that each of the boundaries in H. megaseliae is located 8-10

nt upstream of the corresponding boundary in H. mariadea-
nei. A statistical analysis of the individual data sets (Table 1)
reveals that they are significantly different from a Poisson
distribution. Thus we can reject the null hypothesis that the
distribution of boundaries in the partially edited molecules is
guided by a Poisson process and interpret the shifts between
them to be significant.
The finding of two T. brucei COIII gRNAs (K. Stuart,

personal communication) which can form perfect anchor
duplexes with the regions immediately downstream of two
editing boundaries in H. megaseliae significantly strengthens
the view that the boundaries indicate potential gRNA/mRNA
anchor duplex regions. Tb:gCOIII[110] can pair with posi-
tions 636-681 of the H. megaseliae COIII transcript, requir-
ing only three changes in the gRNA and forming a 12-bp
Watson-Crick anchor at positions 670-681, and Tb:
gCOIII[78] can pair with positions 730-771, also requiring
only three changes in the gRNA and forming a 13-bp anchor
at positions 759-771. In both regions templated by these
gRNAs, the T. brucei mRNA sequence differs from the H.
mariadeanei sequence by 11 nt but differs from the H.
megaseliae sequence by only 6 nt (3 of which are A-to-G
substitutions which can pair with a corresponding U in the
gRNA) and 3 nt, respectively. This suggests that H. maria-
deanei has diverged in both the mRNA and the gRNA
sequences from T. brucei and H. megaseliae, which are more
closely related in this region.
The shift in precisely defined editing boundaries is a

surprising result, because we expected that the requirement
for multiple changes in the gRNAs would have restricted the
drift in the location of the boundaries. Instead, our results
suggest that the region of base pairing between individual
gRNAs and the COIII transcript is not conserved in kineto-
plastids, implying gradual movement over evolutionary time
of the anchor region between the gRNA and the mRNA. The
shift may have resulted from the extension in H. mariadeanei
of the region of base pairing between the gRNAs and the
mRNA at the 3' end, with the concomitant loss ofbase pairing
at the 5' end, conserving the overall distance between editing
boundaries. The finding of several overlapping and redundant
gRNAs in T. brucei (13, 14), which is ancestral to Herpeto-
monas (L.F.L. and W.G., unpublished work), could also
explain the presence of multiple editing boundaries. The shift
we observed could possibly result from the fixation of
different overlapping sets of gRNAs in the two species of
Herpetomonas. The redundancy in the gRNAs would also
enhance their mutation rate, which is thought to be high,
because the COIII transcript contains many fixed changes in
editing (2).

We thank R. C. Lewontin for discussion, K. Stuart for providing
unpublished information, and V. Volloch for oligonucleotides. This
work was supported by the National Institutes of Health. L.F.L. is
a Howard Hughes Medical Institute predoctoral fellow.
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