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1-IKnF> + I +(; (Ha scgawa-Kas h ino-Yano model [Hasegawa
(,I a l. HlH:i] with in variahk- su es and ga m ma diS\l'ibulion ) and
lh e (:T R + I +(; lor th e ITS d .ua se t. The parameters es tima t­
ed lor th e rhd . dala sci we re as lollo ws: nucleotide I'n:quen cies

.. \ 0= O.:IO!l:i; C = O.lliOl; ( ; = 0 .2 1:,·1; T = (UI :,O; substitut ion
model Ii/IV0= 1.92 0 I : p roport ion or inva riahle sites = 0.8290 ,
a nd a ga m ma disl rihunon with sha pe parametel ' = 0.81 [ :>. T he
pa ra me lLTs es tima ted ()I' th e ITS data sc i \\TI-e as lollo w»:
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1'1(;. 2. Grarilorio ukvalnor compressed alignment or 10 rbr) ,

haplotypcs (only the variable sites arc shown). Haplotype names
wincide with those rin-d in ' Jahlc I (h I-h 10). Substitutions at
first and second codon positions marked as underlined and hold­
faced characters, respectively.

nucleotide lrcquenric-s .'\ = O.2(i:i :i; C = 0.2006; C; = O.22')!);
T = 0.:\040; substitution model: A-C = I.H I D4, .\-C; = H.44:l7,
.\-T = 1.921 D, C-C; = 1.9:\27, C-T = I H.H'i2(i, C-T = 1.0; pro­
portion invariable sill'S = O..i :iOH, and gamma distribution with
shape parameter = 1.4 :iH4. Nonparamenic bootstrap values
Ior nodes in :\H' and M L phylograms were calculated based
on ,'.000 and 1000 n-samplings, respectively.

Phylogenetic relationships among rbl"!. haplotvpes and ITS
genotypes were also estimated using the sr.uistica] pnrsimony
procedure ofTcmpkton ct al. (1992) developed specilicall)' to
reconstruct within-species gene networks. l n ihis case, the term
parsimony refers to the minimum number or d illcruno-s sep­
arating two individual sequences ruther than a global mini­
mu m tree length based on shared derived characters. The
statistical parsimouy procedure was pe rforrucd using the com­
puter package TCS version 1.1:> (Clement el al. 2(00). D"J .'\
sequeuces with pairwise absolute distance values equal 10 zero
were considered the same and were abo collapsed iuto h.iplo­
types (lbeL) or genotypes (ITS) by TCS.

Pairwise sequence divergence values cited in this study arc
based on uncOlTecled /J dist.mrex, which is equivalent to the
number or segregating sin-s per nucleotide site. Pairwise /i dis­
tance values were calculated hy PAC 1'*

hI
h2
h3
h4
h5

h6
h7
h8

h9
hIO

CGACGCTTACTT
-- -

CGACGCTTACTG-- -
CGACGCTGCCTT-- -
CGACGCTTATTT-- -
TAACGCTTACTT-- -
CAACACTTACTT-- -

CAACGCTTACTT-- -
CAGCGCTTACTT-- -
CAGTGCTTACCT-- -
CAGTGTATACTT

RI',SLl:IS

rbc/. data set, In the J:{67-bp rbcl . alignment, in­
cluding the two outgroup sequences, GO bp vary and
22 bp were parsimony informative. When the t wo
outgroup sequences were excluded from the align­
ment, there were 12 variable and Iour parsimony­
informative sites. Ten haploi.ypes (hl-hIO) were
obtained among the 19 (;. tikoahiae sequenced sam­
ples. A com pressed rbci . alignment including details
of substitution type and codon position are given in
Figure 2. The overall genetic diversity among rheL
haplotypcs ranged between 0.(17,{1;{ and 0.312cx' Ce­
ographically, most distant haplotypes (Canada vs.
Mexico) presented a smaller rbcL pairwise genetic
divergence that ranged from O.07;{C;{ (h 1 vs. h7) to
0.29:\% (hf vs. h;{) when compared with samples
from geographically closer localities. The haplotype
Irorn a specimen cultured at the Harbor Branch
Oceanographic Institution, hI 0, was ranked the most
divergenl in pairwise comparisons, with sequence
distances ranging from 0.219C;{ (h I0 vs. hH-h9) to
0.:')12% (Ill 0 vs, h'\).

The lwo-step ivIP rbci.. phylogenetic analysis resulted
in a single most parsimonious Iree, and all G. tilroaluae
rbci: sequences formed a monophyletic group (Fig. '{).
The ML analysis resulted in three trees of similar to­
pology and same likelihood score (-In = I H41.:Hi44H;
data not shown). Internal nodes in the (;. tikoalua«
clade that were not resolved in the MP tree were also
not resolved in the ML result, rbc) , phylograrns recog­
nizccl Iour genetically and geographically distinct line­
ages: I) a western Cull' olMcxico lineage, 2) an eastern
Gulf of Mexico lineage, ,{) a southeastern Florida lin­
eage, and 4) an eastern Canada-northern U.S. lineage
(Fig. :\). In allr!JeL phylograms, eastern GuJfof Mexico
haplotypes always appeared at the most basal position,
whereas haplotypcs from the western Gul(" of Mexico
and southeastern Florida appeared as two derived line-

ages. Further phylogenetic relationships among rbci.
lineages are still not clear and received low bootstrap
support. Haplotypes were not shared among the four
geographic locations, with the exception of h7 that
was colleclecl in southeast Florida hui pertains to the
Canadian lineage (Figs. 2 and ,I).

The rbci. statistical parsimony network (SPN) does
not exhibit a single star-shaped topology but instead
comprises lour distinct internal nodes composed 0("

I hree actual haplotypes (h I, h7, and hH) and a (HIrth
hypothetical haplotype (Fig. 4A). These four internal
nodes are connected to the other seven derived sam­
pled haplorypes. Haplotypcs from the western Gulf of
Mexico lineage (h l-h4) form a separate group char­
acterized by a G at position Fi8:) that distinguishes them
clearly from the remaining haplotypes that have a
synapornorphic A at this position. The eastern Gulf
of Mexico haplotype (h.i) is recognized in the rbci: SPN
by a T at position ,\81 (Fig. 4A).

FrS data .II'!. The orig'inal PCR amplified fragment
consisted 0(" 12,\5 bp. Aller removing the flanking
regions 0(" the ITS I and ITS2 that correspond to the
:\' end of t he small subunit rDNA ( = 120 bp) and the
;)"end ofthe large subunit rDNA genes (= 2H bp), the
ITS sequence data set included in the analyses was
IOH7 bp long. The length of the ITS I region ranged
from 292 to 295 bp, 0(" the :).HS rDNA from 209 to
214 bp, and the ITS2 region from :')77 to 57H bp. ITS
regions were completely sequenced with the excep­
tion of three samples that had missing data in the
:).HS region, not exceeding I IcX of the entire number
of sequenced bp (Table I, C;{ sequenced). No different
ITS genotypes were observed within the same spec­
imen, and only one ITS genotype was obtained from
each isolate with the protocols implemented in this
study. The ITS alignment (no outgroups) presented
1,\ distinct indels composed ofone to Iwo nucleotides
in length. When indels were considered as a fifth
character slate, there were 4,{ variable and nine
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Isolate 16. Texas

Isolate 17. Texas

63 Isolate 18. Mexico

Isolate 19. Mexico

Isolate 20. Mexico

Western
GulfofMexico

lineage

- 0.5 changes

100

Gracilaria tikvahiae Clade

64 Isolate 10. Fort Pierce

Isolate 9. Fort Pierce

Isolate 7. Sebastian Inlet

64
Isolate I. Canada

Isolate 2. Canada

Isolate 3. Rhode Island

Isolate 4. New Jersey

Isolate 5. Delaware

Isolate 6. North Carolina

Isolate 8. SE Florida

Isolate II. Tampa Bay

SE Florida
lineage

Eastern Canada
Northern USA

lineage

Gracilaria lacinulata

Graci/aria damaecornis

Isolate 12. Tampa Bay

Isolate 13. Tampa Bay

Isolate 14. Tampa Bay

Eastern
Gulf of Mexico

lineage

Fit;.:>. Single most parsimonious tree based on a data set ol' I~) Crillillll'ill tilumhiar rbrL sequences. Tree length = 2:1 steps , COJl­

sistcncv index =0.9:;(;, retention index =0.9(;7. I'lu- numbers above Ihe branches represenl noup.uamet rir bootstrap values (:;0% or
higher') hased (1) :3000 replicates.

parsimony-informative nucleotide sites (Fig. Pi). The
presence of indels occurred in all distinct sequences
and ranged between O.O~JC!c and 1.2% of the total
number of base pairs in the alignment. When indels
were not considered as a fifth character state, there
were 30 variable and seven parsimony-inforrnativc
nucleotide sites. Fourteen distinct ITS genotypes
were found among the 16 samples (gl-gI4), and
a compressed alignment is given in Figure ;J. The
overall sequence divergence among ITS genotypes

ranged from 0.04% to 1.47r!c (considering indels as a
fifth character state). The most divergent genotype
was g12 from Mississippi, with pairwise genetic dis­
tances ranging from O.t);)'!r (g12 vs. g7) to 1.47f!c (e.g.
g12 vs. g9), followed by g2 from Rhode Island
(0.4()f!c.-1.24%).

The :VII' analyses or the ITS data produced three
most parsimonious trees, with and without considering
gaps as a hlth character state. A consensus Irorn any of
the two sets of three most parsimonious trees did not
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trees obta ined in th e ITS MP an al yses and similar val­
ues or bootstrap su p port (Fig. 6). The ITS SPN
presented a netlike topology with one internal hypo­
th et ical sequence (Fig. 4B). No phylogeographic str uc­
tu re was found in th e ITS SPN. Genotypes g4, g8 , and
th e hypothetical genotype (square) were the most in­
ternal sequences in th e network and presented the
highest number or co n nections to th e remaining gen­
ot ype s: six, live , and six branch es , respectively. T hes e
three sequences, together with g 14, comprised th e
ce n te r o ft he ITS phylogenet ic n etwork. The geno type
Irorn Mississippi , g 12, was id en tified as th e most di­
ve rgen t from its closest sampled geno type ( = nine
evo lu tio na ry steps or e igh t int ermediate states).

For both clat as e ts (rbc), and ITS) a nd reganlless or
th e I radiiional m ethod or ph ylo genetic anal ysis used
(1vIP o r Ml), specimens Irorn Canada, Rhode Island,
New J ersey, and Tam pa Bay, Florida were always
found in a distinct clade (Figs. g and 6). Morpholog­
ical co m pa r iso ns within a nd among C. tiltoaluae popu­
lations included in thi s study di spl ayed high levels o r
intra- and int e rpopulation phenotypi c variation (Fig.
7) with co m pletely flat to com ple te ly cy lind r ica l spec­
im ens . ofte n inhabiting th e same location. No mor­
phological syna po rno rp hy could be di stinguish ed lor
an y particular lineage I hat ot herwise co uld d efine a
particular intraspecific taxon. However, thalli or drift­
ing sp ecimens among the Mexican populations were
typicall y Hatter, thinner, narrower. and more d ensely
bran ch ed (Fig. 7, B and C), a phenomenon hitherto
on ly obse rv ed in Mexican coll ecti ons.

I'lL . 4. Mai n ne two rk o r re lations hi ps to r ( ;w l"il l/l'il/ l il:i!IIltiw'
DNA sequeuces based o n th e statistica l pa rsimouy me th od of
Temple ton cr al . ( 1 99~ ) a nd co ns idering indcls as a lifth cha rac­
ter sta te . Lines indicate th e nuu ati onal co nnert ions . All br an ch es
an' o ne cha nge lon g ( = parsimony based e volutionary ste ps th ai
a re eq ual ro th e number or su bstitu tions separa ting two co nnect ­
ed se q uences) unless anuotated as numbe rs next to each branch .
Circles co rre spo nd to act ual sampled sequc nces identified Ill'
their names (quoted insi de circles). Squares correspond to hy­
poth eti cal D NA sequen ces. rh,.L haplotype (h I-h I0) and ITS
gcnotyp e (g l-g I4) names coi nc ide with those mentioned in Ta­
ble I and Figu res ~-() . resp ecti vely. Black . g ray. a nd whil e circles
co rrespond . re specti vel y, 10 a Tampa Bay, a wes te r n Cull' or
Mexir'o, a nd a n Atlan tic o rigin for th e se q ue nces ob tai ned .
(A) Sta tistica l pa rsim o ny net wo r k based o n 10 1"""1. hapl o typ e».
(H) Sta tistica l parsim ony network based o n 1'1 IT S 1-:;.HS-I T S2
nucl ear rD NA ge no types. Ce no ty pe gH was sam pled in bo th rhe
west ern G ulf o f Me xico a nr l the Atlan tic.

produce the same topology as found in the rbci: anal­
yses, but both recognized two clades with low bootstrap
support (d ata not shown). One clade was composed 01'
north Atlant ic specimens (fro m Canada , Rhode Island ,
and New J ersey, boot strap va lue s = 6~(l), and th e sec ­
o nd was co m p ose d or th e Tampa g ay specimens (boo t­
strap values = 65 '/(.). The ]\vIL anal ysis of th e ITS d at a
se t also resulted in three phylograms with equal like­
lihoods (- In = I780.76HR~). A consensus or th ese three
MI. trees had the same topology as th e two co nse ns u s

IJI SC CSSIO"

Even with a re latively low number or phylogen eti­
cally informative characte rs and a small sample size, a
dramati c result was the striking simila r ity in th e pat­
tern o r cp DN A di vergence in (;. tikoahute to th at or
other previously reported marine and nonmarine sp e­
cies (Avise 20(0). The geographic location or the
geneti c disjunction se pa rating different G. tikualuae
ph ylogroups ca n not he precisely determined with
our limited sampling, a nd in ad d itio n, regions or ge­
net ic dis ju nctio ns along th e Flo rida Peninsula d iller
among di stin ct taxa . A m ore robust sam p ling alo ng th e
e n tire geogra p h ic di stribution o f G. tikuulna c is cr uc ial
to furth er test th e hypothesis o r gene tic di sjunct ion
between different p opulati on s, H ow ever, the lour rbcL
ph ylogenetic lineages found in th is study (Fig, 3) are in
agreement with some specific marin e phylogeographic
studies and are su ggestive of three regions wh ere the
disjunction or G. tikuahiae haplot yp es might occur:
I ) northeastern Florida, 2) th e so uth er n tip o r th e
Florida Peninsula , a nd :~) some place in northern Cull"
or Mexico .

N ortheastern Florida . A se para tio n bet ween th e
so u theas te r n Florida an d northeast ern U .S. h aplo­
typ e grou ps h as als o been observed for th e marin e
o yst er Crassostrea uirginica (Ree b a nd Avise 1990); th e
horsesh oe cra b Limulus jJo!-Y!J}lI'IflIlS (Riska 1981 ,
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gIl
g12
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TCATTTCTGAAAAGTT-GGTGTATGG-CGGTTTACGAAAGGTC
TCATTTCTGAAATGTT-GGTGTATGG-AGGTTTACGTAAGGTC
TCATTTCTGAAAAGTT-GGTGTATGGCCGGTTTACGACAAGTC
TCAT--CTGAAA?????TGGGTATGG-CGGTTTACGA??????
TAAT--CTGAAAAG-T-GGGGCATGG-CGGTTTACTAAAGGTC
TCAT--CTGAAAAGTT-GCGGTATGG-CGGTTTACGAATGGTC
-CAT--C--A--A?TT-GGGGTATGG-CGGTTTACGAAAGGTC
TCAT--CTGAAAAGTT-GGGGTATGG-CGGTTTACGAATGGTC
TCAT--CTGAAAAGTT-GGGGTATGG-CGACTTATGAATGTTG
TCAT--CTG-AAAGTT-GGGGT-AGG-CGGCTTACGAATGGTC
TCAT--CTGAAAAGTTGGGGGTATAG-CGACTTATGAAAGTTG
TCGA--ATGAAAATTT-GGGCTATGG-CAGTCCGCGAAAGGCC
TCAT--CTGAAAAGTT-GGGGTATGC-CGGTTTACGAAAGGTC
TCAT--CTGAAAAGT--GGGGTATGG-CGGTTTACGAATGGTC
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Fn.. ;i. Cmcilnna tikvahiae com­
pressed alignment 01" 14 ITS 1-:i.HS­
ITS2 nuclear rDNA genotypes
(only variable sites arc shown, con­
sidering indels as a filth character
state). Genotype names (gl-g14)
coincide with those cited in 'Iable I
and Figures 4 and 6, respenively. -,
missing base (indel); ~, missing data
(not sequenced).

Saunders et al. 1986); marine toadfishes, Ojisanus tau
and 0. beta (Avisc et al. 1987); and the seaside spar­
row Amnuulramus maritimus (Avise and Nelson 1989).
The geographic isolation of haplotypes observed be­
tween northern and southern coastal marine popu­
lations along the eastern coast of Florida is usually
not abrupt, and haplotypes with higher frequencies
in one population may be found with lower frequen­
cies in other geographically close but distinct popu-

lations (lack of complete genetic isolation). However,
as samples are drawn far from the proposed genetic
disjunction locations, the genetic distance between
populations tend to increase sharply (Fischer 19GO,
Reeb and Avise 1990, Aviso 1992, 1994, Collin 2(01).

Southern tiji ojtlie Florida Peninsula. On the basis of
DNA sequence analysis, divergence between Atlantic
and Gulf of Mexico haplotype groups have also been
documented for sea anemones (McCommas 1982),

Isolate 10 (g8)
SE Florida

Isolate 18 (g13)
Mexico Isolate 19 (g8)

Mexico

Isolate 9 (g7)
SE Florida

Isolate 8 (g6)
SE Florida

Isolate 7 (g5)
SE Florida ---------1

Isolate 6 (g4)
North Carolina

Isolate 12 (gIO)
Tampa Bay

Isolate 13 (gIl)
Tampa Bay Isolate II (g9)

Tampa Bay

Isolate 20 (gI4)
Mexico

Isolate 15 (g12)
Mississippi

Isolate I (gl)
Canada

Isolate 2 (gl)
Canada

Isolate 3 (g2)
Rhode Island

Isolate 4 (g3)
New Jersey

Fu.. (i. Stric! consensus 01"
three 'VII. trees with equal likeli­
hood scores (-In = IH70.7(;8H;i)
based on a data set composed 01"
1(; (;mriti/rii/ li/cui/hilll' ITS rONA
sequences. The numbers inside
circles on the branches represent
nonparame! ric boot st rap values
(;i()l/r or higher) based on IOO()
replicates.
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Fie. 7. Cmrilarin lilil'llhifW ph e­
norypir variation. (A) Specimen
lrom Paraiso, Porto Ccibas, Me xi­
co . Scale bar, 2 ern. (1\) Specimen
(i'OIll San i\ g usrin lagoon, Santana,
Vera Cruz Stale, Mexico. Scale bar,
4 em . (C) Specimen from Pori
Aran sus, ' Je xas, USA Scale bar.
(inn . (D) Specimen from Mo rrcr
pond . l'omqu et Harbor, Ant igo n ish
Co.. No va Scotia . Ca na d a. Sca le hal'.
4 em . (1-:- 1') Cys IOC;IIVic spe cimens
co llecte d growing attached a nd co ­
occ urr ing in Sebas tia n Inl et , cas t­
e rn Florida . USA. (1-:) Cylind rica l
specime n . Scale bar. n.;)un . (F)
Flat specimen . Scale bar, I cm .

mussels (Sarver et al. 1992), ma rsh and stone crabs
(Ben and H arrison 191)1), Felder and Staton 1994),
mosquito lish (Woo te n e t al . 19H8), and I he bla ck se a
bass (Bo we n and Avise 1990 ). Courernporary ge ne tic
disjunctions often persist ac ro ss th e southern lip of
th e Florida Peninsula , a region known as a geograph­
ic barrier to co m m o n estuarine species (Feld e r and
Staron 1994).

Northern (;/11/ of Mexico, rbc) , results suggest th e
e xiste nce of a unique easte r n Gulf of 1\'1 cx ico lineage.
II' this is the case , places 1<11' possible genetic discon ­
tinuities in co n tin uo usly and quasi continuously di s­
tributed benthic species along th e northern Gulf of
Mexico include the mouth of th e Mississippi River
(Ad arnkcwicz and Harasewych 199B) and/or the

Chenier Plain , a large marsh/estuarine system , be­
tween so u theaste r n Lou isiana a nd th e northeastern
coast of Texas. Very few hard su bstrata for intertidal
and su b tid a l species are located in th e later inshore
region , which is characterized by shallow mudd y su b­
strata (Sta to n and Felder 1995). Despite severa l at­
tempts to obtain mol ecular data Irorn specimens Irorn
the northern Gull' of Mexico , e ffo rt s were unsu ccess­
Iu], In the northern coas t of th e Cull' of Mexico ,
(; . tikuahiae populations a re most lik ely patch y, oppor­
tunisti c, a nd transient (Ka p ra u n 1974, as (;. [oliifera
val'. angustissnna ),

The application of rLJrL DNA sequences to identit y
so u rces of marine ma croalgal sp ecies invasions has
been successfully applied (Mci vor et al, 2(01). If re-
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gionally endemic, I he observed pattern ol geographic
distribution fill' some rhtL haplotypes may help to
identify the geographic origin ol' introduced G. tikua­
hill!' populations in nonnative habitats, such as Hawaii
(Abbott 1999, p. 217).

Coalescence theory predicts that the most common
haplotypes in a gene pool will tend to be the oldest,
and most of these old (ancestral) haplotypes will be in­
terior nodes of the haplotype tree (Crandall 1996,
p. II H). Despite the low sampling size in this study
that d rastically biases the frequencies of the sampled
sequences, rhci . SI'N suggests that the most likely an­
cestor IiII' the ibc), haplotypcs in the data set is h7 with
an Atlantic distribution, and that hi might be the an­
cestor sequence IiII' the western Culf of Mexico haplo­
types sampled. Haplotypes from the western Gull' or
Mexiro Iorrn a distinct branch in the rbci . SPN with a
topology suggestive or a local genetic diversification.

The netlike topology or the ITS SI'N presented no
phylogeographic structure and did not support the
occurrence or any local radiation event besides the
branch composed exclusively of nort hern AtIarnic gen­
otypes (gl, g2, and g;)), The ITS SI'N suggests two in­
dependent origins IiII' the three genotypes found in
Tampa Bay (Irorn g4 and gH), whereas western Gulf of
Mexico and Atlantic genotypes present a more com­
plex phylogenetic history. The higher levels of con­
nectivity among the lour rnost internal nodes and thus
the a [nun] oldest genotypes in the data set (g4, gH, g 14,
and the a hypot het ical genotype) suggest a reticulate
pattern of evolution ( = recombination). The ITS SI'N
displayed more phylogenetic resolution than the Ml'
and the ML results that were composed mainly of
unresolved nodes. This result agrees with published
theoretical and empirical evidence that the SPN pro­
cedure developed by Templeton et al. (1992) greatly
outperforms traditional nonpararnetric boot.strappiug
with Ml' when the number of nucleotide substitutions
is small and the number of shared positions is large, as
is the case of this and most other intraspecific level
st udies (Crandall 1994).

Based on our results, we conclude that I) c. li/wahiw!
has evolved ('rom a common ancest ry, 2) geographical­
ly distant populations or c. Ii!wahial' (e.g. Mexico vs.
Canada) inhabiting ecologically distinct environments
(e.g. tropical vs. temperate ecosystems) encompass a
same species, c)) the intraspecilic genetic variation
!lllll1d among rheL and ITS DNA sequences is not ex­
pressed in habit shape (cylindrical vs. Ilat phenotypes),
and 4) there appears to be phylogenetic groups within
(;. ti/wahill!' that, so br, roughly correspond to phylo­
geographic paUnns reported Ii)]' other marine organ­
isms along the Gull' of iVIexico and the eastern North
American coasl.
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