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Abstract
Gracilaria vermiculophylla (Ohmi) Papenfuss, 1967 is a red alga native to the northwest Pacific, but over the last 100 years,
this ecosystem engineer has invaded estuaries throughout the Northern Hemisphere. Despite previous studies documenting
populations in estuarine habitats in British Columbia, California, and Baja California, our knowledge of its distribution along
the North American Pacific is incomplete. In 2017, we surveyed 61 sites from Chusini Cove (Prince of Wales Island, Alaska)
to Bayside Park (San Diego Bay, California), spanning more than 23º of latitude. We documented 33 new sites where
G. vermiculophylla is currently found, but may have been previously overlooked, or not recognized. Many of these locations
were areas of intensive shellfish aquaculture, particularly oysters, and are also important flyover stops for migrating birds, possibly
contributing to the spread of this seaweed. Our study fills in the significant gaps in the distribution of G. vermiculophylla in
North America, and, as such, will be an important contribution to future studies on the ecological and evolutionary
consequences of this widespread marine invasion along this coastline.
Key words: Algae, Gracilariales, Gracilariopsis andersonii, haplodiplontic life cycle, invasion, non-native, eastern Pacific,
Rhodophyta

Introduction
Ecosystem engineers play key ecological roles by
structuring species assemblages through modifying,
maintaining, or creating habitats (Crooks 2009). Many
seaweeds fulfill these roles in nearshore marine ecosystems, such as kelps in subtidal habitats or fucoids
in intertidal habitats (Lüning 1990). Therefore, it is
unsurprising that many macroalgal invaders act as
ecosystem engineers and cause profound changes in
recipient habitats (reviewed in Williams and Smith
2007).
The red seaweed Gracilaria vermiculophylla
(Ohmi) Papenfuss, 1967 is native to the northwestern
Pacific, but has invaded virtually every temperate
estuary in the Northern Hemisphere over the last 100

years (Kim et al. 2010; also reviewed in KruegerHadfield et al. 2017a). In particular, this alga has
dramatically transformed the soft-sediment communities to which it has been introduced, as these habitats
were historically devoid of macroalgal cover (e.g.,
Byers et al. 2012). For example, along the eastern coast
of the United States, it creates structural complexity
for invertebrates (e.g., Wright et al. 2014), and it has
formed a novel mutualism with the tube worm Diopatra
cuprea Bosc, 1802 (Thomsen and McGlathery 2005;
Kollars et al. 2016). In other regions, such as the
Baltic, the G. vermiculophylla invasion has been shown
to negatively affect native fucoids by competing for
space and light (Hammann et al. 2013). Studies on
the influence of this invader, however, have focused
on the eastern coast of the United States (Thomsen
and McGlathery 2005; Byers et al. 2012; Ramus et al.
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2017) and populations around the Jutland Peninsula
(Germany and Denmark; Weinberger et al. 2008;
Hammann et al. 2013; Thomsen et al. 2013), whereas
other invaded regions have been less well studied.
The paucity of studies in these other regions is
due, in large part, to a lack of robust distributional
data because this species is difficult to identify due
to few diagnostic features (Gurgel and Fredericq 2004).
For example, in the bays and estuaries of Virginia,
G. vermiculophylla had previously been identified as
the native congener G. tikvahiae (Thomsen et al. 2006;
Thomsen et al. 2009). Likewise, Krueger-Hadfield et
al. (2017b) was the first to document G. vermiculophylla in the British Isles, where this seaweed was
restricted to soft sediment habitats. These habitats
were not included in the extensive, rocky shore algal
surveys carried out throughout the British Isles.
Macroalgal diversity is comparatively low in softsediment habitats because these habitats have limited
hard substratum which is necessary for spore recruitment. As a consequence of reduced macoalgal diversity,
there has been less phycological study of macroalgae
in the estuarine habitats into which G. vermiculophylla,
among other seaweeds, has been introduced throughout
the Northern Hemisphere.
The west coast of North America (hereafter, WNA)
has poorly resolved distributional data for seaweed
invasions (Miller 2004; Miller et al. 2012), including
G. vermiculophylla (Krueger-Hadfield et al. 2017a).
Bellorin et al. (2004) first reported G. vermiculophylla
from Baja California in 1979, and, using molecular
markers, identified this species from collections in
Elkhorn Slough, California (as Gracilaria sp., Goff
et al. 1994). Saunders (2009) provided molecular
evidence that G. vermiculophylla was present in British
Columbia, and, made a case for the non-native status
of this species along the coastline of WNA as opposed
to a circum-Pacific distribution. First, extensive
floristic surveys by his team, particularly around
British Columbia, had failed to detect this species.
However, G. vermiculophylla has been present in many
other estuaries for much longer than appreciated in
the literature because it has been misidentified on the
basis of morphological characters, and molecular
studies confirming the species identification are few
and recent (see discussions in Saunders 2009; KruegerHadfield et al. 2016a, 2017a, b). Second, this seaweed
can survive adverse conditions (e.g., Nyberg and
Wallentinus 2009; Hammann et al. 2016; see also
Sotka et al. 2018), suggesting that it could easily be
transported long distances with oysters. Third, G. vermiculophylla is negatively buoyant and would not
likely have passively dispersed across the Pacific Ocean.
Using a combination of genotyping and phenotyping, Krueger-Hadfield et al. (2016b, 2017a) and
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Sotka et al. (2018) provided the most robust data set
to date supporting G. vermiculophylla as a non-native
species in WNA. There was a striking ecological
shift from hard to soft-substratum habitats in the
course of the invasion that correlated with a shift
from sexual to asexual reproduction (Krueger-Hadfield
et al. 2016b). Shifts to uniparental reproduction are
common among colonizing, including invading,
species (Kolar and Lodge 2001; Pannell et al. 2015).
Non-native, WNA thalli had greater tolerance to
heat, cold, and low salinity stress when compared to
native thalli, but were similar to other non-native
populations along the coastlines of Europe and the
eastern United States (Sotka et al. 2018). KruegerHadfield et al. (2017a) used molecular evidence to
identify sites located in Matsushima, Mango-ku, and
Akkeshi Bays (Japan) as the source of the Northern
Hemisphere invasion in both Pacific and Atlantic
basins. These bays were the prominent sites of
oyster exportation from Japan to estuaries worldwide
(Barrett 1963; Byers 1999; Ruesink et al. 2005). In
addition, Krueger-Hadfield et al. (2017a) provided
preliminary data on herbarium specimens that were
collected as the earliest records of G. vermiculophylla
throughout the Northern Hemisphere and that match
documented oyster introductions (i.e., pre-1970s;
reviewed in Ruesink et al. 2005). Together these
data support the status of G. vermiculophylla as a
non-native in WNA, and indicate anthropogenic
movement of thalli during activities associated with
oyster culture as the likely vector of the primary
anthropogenic introduction.
Little is known about the ecological and evolutionary consequences of the G. vermiculophylla
invasion along the WNA coastline, thus, systematic,
baseline surveys of the abundance and distribution of
this seaweed are needed in order to begin to understand
community-wide impacts across this region. Populations along the WNA coastline are of particular
interest because they show high levels of genetic
differentiation that likely represent multiple, separate
primary invasions from Japan (Krueger-Hadfield et
al. 2017a). Without records of the presence of nonnative species, such as G. vermiculophylla, key ecoevolutionary patterns may go unrecognized. For
example, previous researchers recorded dramatic
changes in the abundance of a gracilarioid species
present in Bodega Bay, California as a result of the
introduction of a non-native crab (Grosholz and Ruiz
2009). Other investigations of the interactions between
native seagrasses and unknown gracilarioid species
in Tomales Bay (Huntington and Boyer 2008a, 2008b),
plus the work of Grosholz and Ruiz (2009), were
likely working with G. vermiculophylla. Correct
identification of the gracilarioid species is important
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Figure 1. Map of known Gracilaria
vermiculophylla distribution along the WNA
coastline based on this study (turquoise circles)
and previous work (green circles) by Bellorin et
al. (2004), Saunders (2009), Kim et al. (2010),
Miller et al. (2012), García-Rodríguez et al.
(2013), and Krueger-Hadfield et al. (2017a).
Sites surveyed in this study are shown with
additional black dots. Sites in which
Gracilariopsis andersonii was sampled are
shown with blue triangles (AK: Alaska;
BC: British Columbia; WA: Washington;
OR: Oregon; CA: California; MX: Mexico).

as G. vermiculophylla has not co-evolved with the
native species in Tomales and Bodega bays. Without
knowledge of the distribution of this widespread
invader, its consequences on native species along the
WNA coast may go undocumented.
Krueger-Hadfield et al. (2017a) reported established
populations of G. vermiculophylla in Puget Sound,
Bodega Bay, and Tomales Bay, as well as thalli in
San Diego Bay. Here, we expand upon those observations to provide a baseline distributional survey of
the invasion along the entire WNA coastline. In this
study, we surveyed 61 estuarine and rocky intertidal
sites from Alaska, Washington, Oregon, and California
in the summer of 2017 in an effort to improve resolution of the distribution of G. vermiculophylla along

the WNA coastline. This survey is the foundation for
on-going studies of the eco-evolutionary factors that
have facilitated this invasion and the influence this
invasive ecosystem engineer has on the native flora
and fauna across its non-native range.
Methods
Study sites and field surveys
We surveyed 61 sites from Chusini Cove, Prince of
Wales Island, Alaska (55.80588N; −133.17063W) to
Bayside Park, San Diego Bay, California (32.628576N;
117.108039W) from May to July 2017 (Figure 1, Figure
2, Table S1). Sites were chosen using the following
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Figure 2. A - Gracilaria vermiculophylla habitat at Kaguk Cove (akg), Alaska (photo credit: T.A. Stephens); B - G. vermiculophylla thalli at
Gray’s Harbor (bdw), Washington. Circled in yellow is another invasive species, the orange striped anemone Diadumene lineata (photo credit:
W.H. Ryan); C - G. vermiculophylla at Netarts Bay (onb), Oregon (photo credit: S.A. Krueger-Hadfield); D - G. vermiculophylla on the shore
along Seminary Drive at Strawberry Point in Richardson Bay (sfs), California (photo credit: S.A. Krueger-Hadfield); E - G. vermiculophylla
at Agua Hedionda (ahd), California (photo credit: S.A. Krueger-Hadfield); F - Gracilariopsis andersonii at Bolinas Wharf (bow), California
(photo credit: S.A. Krueger-Hadfield); G - Patch of G. vermiculophylla at Vance Street in Humboldt Bay (hvs), California (photo credit: S.A.
Krueger-Hadfield); H - Gp. andersonii at Asilomar State Beach (asi), California (photo credit: S.A. Krueger-Hadfield).

criteria: Google Earth® to identify suitable habitats
based on site characteristics from previous extensive
sampling of G. vermiculophylla populations (KruegerHadfield et al. 2016b, 2017a, b; Sotka et al. 2018), by
referring to anecdotal records of oyster culture in the
literature (e.g., Barrett 1963), by analyzing previous
work on the distribution of other invasive species
associated with oyster transport and cultivation (e.g.,
Byers 1999), and by referring to field guides where
gracilarioid thalli were reported (Dawson 1965; Abbott
and Hollenberg 1976; Silva 1979; Dawson and Foster
1982; Silberstein and Campbell 1989; Stewart 1991;
Zimmerman and Caffrey 2002; Druehl and Clarkson
2016).
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At each site, we recorded the presence or absence
of gracilarioid thalli. If present, we haphazardly
sampled thalli separated by at least 1 m in order to
standardize the sampling across populations as well
as reducing the chances of sampling the same genet
(i.e., individual) twice (Krueger-Hadfield et al. 2016b).
For each thallus, we recorded whether it was fixed via
a holdfast to hard substratum or if it was free-floating
(sensu Krueger-Hadfield et al. 2016b). Here, we use
the term fixed to refer to fixation to the substratum
by a holdfast in order to distinguish these thalli from
those that may be attached, or glued, to worm tubes,
and, therefore, anchored, but not fixed to the hard
substratum (Krueger-Hadfield et al. 2016b).
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Figure 3. The diagnostic reproductive features
of diploid tetrasporophytes (shown in red) and
haploid male and female gametophytes (shown
in blue) of Gracilaria vermiculophylla (photo
credit: S.A. Krueger-Hadfield).

Reproductive state was determined using a dissecting microscope (40x, Figure 3). Thalli were dried in
silica gel as voucher specimens, and for subsequent
DNA extractions.
Representative thalli from each site were pressed
on herbarium paper, retained in the Krueger-Hadfield
lab at the University of Alabama at Birmingham, and
donated to the University Herbarium at the University
of California at Berkeley.
DNA extraction and cox1 sequencing
Total genomic DNA was isolated from 5–10 mg of
dried thallus following the manufacturer’s instruction
for the Nucleospin® 96 plant kit (Macherey-Nagel,
Düren, Germany), except for the cell lysis buffer in
which samples were left at room temperature for one
hour (Krueger-Hadfield et al. 2011). DNA was eluted
in a single step in 100 μL molecular grade water.
The mitochondrial gene cox1 was amplified for
124 thalli using the primer sets 43F (Geraldino et al.
2006) and 880R (Yang et al. 2008), and 622F (Yang
et al. 2008) and 1549R (Geraldino et al. 2006). We
did not distinguish between haploid and diploid
thalli for the mitochondrial sequencing because we
wanted to obtain mitochondrial haplotypes across
the site as a whole. Thus, if a site had both haploid
and diploid thalli, we chose a subset of thalli to

sequence. PCR amplification was performed on a
total volume of 25 μL, containing 0.5 U of taq DNA
polymerase, 2.5 mM of each dNTP, 2 mM MgCl2,
1 x reaction buffer, 250 nM of each primer and 5 μL
of DNA and PCR conditions previously described
(Krueger-Hadfield et al. 2017a). Approximately, 5 μL
of PCR product using 1 μL of Orange G loading dye
were visualized on 1.5% agarose gels stained with
GelRed (Biotium, Fremont, CA, USA).
One μL of ExoSAP-It (Affymetrix, Santa Clara,
CA, USA) was added to 7 μL of PCR product, and
incubated for 15 minutes at 37 °C followed by 15
minutes at 80 °C. Four microliters of 2 μM primer
was added to each product and sequenced in the
forward direction commercially by Eurofins Genomics
(Louisville, KY, USA). Sequences were edited using
4Peaks (Nucleobytes, The Netherlands), aligned
with the haplotypes from Yang et al. (2008), Kim et
al. (2010), and Krueger-Hadfield et al. (2017a) using
Muscle (Edgar 2004) in Seaview ver. 4.6 (Gouy et al.
2010) with default parameters. We assigned haplotype
numbers to ~ 1100 base pair fragments according to
Kim et al. (2010) and Krueger-Hadfield et al. (2017a).
We did not include the haplotype designations of
Gulbransen et al. (2012) and Liu et al. (2016) because
their sequences covered only a portion of this larger
~ 1100 bp fragment. We defined new haplotypes
using DnaSP, ver. 5.10.1 (Librado and Rozas 2009).
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Analysis of mitochondrial sequences
A median joining network (Bandelt et al. 1999; Woolley
et al. 2008), including haplotypes from Yang et al.
(2008), Kim et al. (2010), and Krueger-Hadfield et al.
(2017a), was constructed using PopART (http://popart.
otago.ac.nz).
We used rarefaction to estimate haplotype diversity
using haplotype data reported in Yang et al. (2008),
Kim et al. (2010), Krueger-Hadfield et al. (2017a),
and this study in order to quantify the effects of
sampling effort on haplotype diversity in native and
WNA populations, and to confirm the hypothesis that
WNA populations were non-native (Saunders 2009;
Krueger-Hadfield et al. 2017a). We used ESTIMATES
ver 9.1.0 (Colwell 2013) to calculate the non-parametric estimator Chao2. This estimator can be useful
in predicting the eventual asymptote in haplotype
diversity for a given population by including the
effects of rare haplotypes on the total haplotype
diversity (Gotelli and Colwell 2001; Blakeslee et al.
2008). The Chao2 estimator is one of the most robust
estimators for these types of analyses (Foggo et al.
2003), and has been used previously to determine
whether haplotype diversity differs between native
and non-native regions (e.g., Blakeslee et al. 2008).
Results
Species identification
Gracilarioid thalli were found at 41 of the 61
surveyed sites from Alaska to California. At 20 sites,
there were no gracilarioid thalli and we did not
record the presence of other algal species (e.g., Ulva).
Using genetic barcoding, we confirmed the presence
of G. vermiculophylla at 27 of the 41 surveyed sites in
which we found gracilarioid thalli (Table S1),
including two sites in Elkhorn Slough (ekb, elk) and
one site in Tomales Bay (tmb) that have also been
previously reported (Bellorin et al. 2004; Hughey 2013;
Krueger-Hadfield et al. 2016b; 2017a). There were
an additional nine sites in which there were putative
G. vermiculophylla thalli based on habitat and the
presence of gracilarioid thalli (see also KruegerHadfield et al. 2017b), though these records need to
be confirmed by sequencing (Table S1). For example,
at Los Alamitos Bay, in southern California, all thalli
in the Marine Stadium Park were completely bleached,
and we were unable to sequence cox1. However,
based on habitat and morphology, this probably represents another site with G. vermiculophylla. Finally,
at six sites, we found Gracilariopsis andersonii, the
native species. In general, at the mouths of bays or on
rocky shores, we found abundant populations of the
native species Gp. andersonii. G. vermiculophylla,
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on the other hand, was restricted to the inner parts of
bays, often on muddy substratum, and sometimes
mixed with seagrasses. We did not find mixed assemblages of G. vermiculophylla or Gp. andersonii.
Attachment and reproductive state
G. vermiculophylla populations were found as either
fixed via a holdfast (i.e., fixed) or free-floating. At
four populations (Table S2), we were unable to determine whether G. vermiculophylla or Gp. andersonii
thalli were fixed or free-floating as they were completely
buried in sand or mud, but some thalli had holdfasts
suggesting fixation to pebbles or small stones prior
to detachment as we extracted them from burial.
In fixed G. vermiculophylla populations, we found
diploid tetrasporophytes as well as male and female
gametophytes. In sites with free-floating thalli, we
found sterile or tetrasporophytic thalli, characteristic
of other populations in this species (KruegerHadfield et al. 2016b, 2017b).
Haplotype diversity
We identified five haplotypes among the sequenced
specimens, two of which were previously described
by Yang et al. (2008), Kim et al. (2010), and KruegerHadfield et al. (2017a; Table S3). Most G. vermiculophylla specimens (116 of 124; 94%; Table S1)
belonged to haplotype 6. At Bayview in Morro Bay
(mbv), we collected four thalli that belonged to
haplotype 15. We also uncovered three new haplotypes
at two sites in Morro Bay (mbm, mbv). The new
haplotypes 32 and 34 were found at mbv, and one
thallus each from mbm and mbv belonged to
haplotype 33.
There were two main haplotype groups based on
the “C/T” haplotypes from Krueger-Hadfield et al.
(2017a). The “T” group was less divergent and there
were fewer haplotypes than the “C” group (Figure 4),
as previously described by Krueger-Hadfield et al.
(2017a). Haplotypes 32 and 34 belong to the “T”
haplotype group, whereas haplotype 33 belongs to
the “C” haplotype subgroup that includes haplotypes
4, 8, 13, 14, 15, and 27 (Figure 4; Table S3). Haplotype
estimates (Chao2) for the expected, maximum number
of haplotypes were about five times greater in the
native range (native: ~ 50 [95% CI, 25–102]; WNA:
~ 9 [95% CI, 6–32]; Figure 5).
Discussion
Gracilaria vermiculophylla populations span more
than 33º of latitude from Alaska, through Washington,
Oregon, California, and Baja California (Bellorin et al.
2004; García-Rodríguez et al. 2013; Krueger-Hadfield
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Figure 4. Median joining network based on mitochondrial cox1 haplotypes from Kim et al. (2010), Krueger-Hadfield et al. (2017a), and this
study. Red and blue haplotypes have either a “T” or a “C”, respectively, at the 945th bp and follow the designation of the two haplotype
groups from Krueger-Hadfield et al. (2017a). Haplotypes shown in bold and underlined represent haplotypes detected from sequenced
specimens in this study.

Figure 5. Haplotype estimation curves for native (dark
grey) vs WNA (purple) G. vermiculophylla. The native
Chao2 estimator suggests a maximum of ~ 40 haplotypes
(95% CI, 25–102, dashed grey line) in the native range
vs. ~ 9 haplotypes (95% CI, 6–32, dashed purple line) in
WNA. Haplotype data were obtained from Kim et al.
(2010), Krueger-Hadfield et al. (2017a), and this study.

et al. 2017a), and exhibit a more continuous distribution along WNA than previously reported. This
study fills in significant gaps in the distribution of
G. vermiculophylla along the WNA coast, and will

be an important contribution to future studies of this
widespread marine invader. As previously discussed
in the literature (Rueness 2005; Saunders 2009;
Krueger-Hadfield et al. 2017a, b), oyster spat exports
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from Asia and secondary introductions from sites
within and between coastlines have likely contributed
to the spread of this seaweed, as well as many other
seaweeds (Mineur et al. 2007; Mineur et al. 2012).
Below, we discuss the genetic structure of populations
along the WNA using mitochondrial haplotypes, a brief
history of the invasion, and scope for future work.
Distribution of gracilarioid seaweeds along
the WNA coastline
In this study, generally, gracilarioid thalli present at
the mouth of bays were identified as Gp. andersonii,
but as we surveyed deeper into the estuaries or
lagoons, G. vermiculophylla was the only gracilarioid
species present among our sampled specimens, either
fixed to hard substratum via a holdfast or free-floating.
We suspect this pattern holds true in Oregon and
Washington as well as California, but we did not
sample the mouths of bays and estuaries in Oregon
or Washington in the present study. The patterns
found in our study confirmed the description of
gracilarioid seaweed distributions, such as habitat
type, provided in guidebooks when taxonomic
revisions are taken into account (e.g., Dawson and
Foster 1982; Druehl and Clarkson 2016).
The southeastern Alaskan coast is highly complex,
with a few thousand kilometers of shoreline of
potentially suitable habitat (see http://shorezone.org).
On Prince of Wales Island, there are many sheltered
or semi-sheltered bays in which G. vermiculophylla
was observed, growing high in the intertidal (approx.
+ 0.3–1 m MLLW), at a similar tidal height as Fucus sp.
and Mastocarpus sp. G. vermiculophylla, however,
did not grow on the same substrate as these other
macroalgal species. Instead it was most often present
on muddy or fine-sand habitat (sometimes with
pebbles intermixed) above seagrass beds, but rarely
overlapping them.
In San Francisco Bay, we found Gp. andersonii
inside the bay rather than restricted to exposed rocky
shores or at the mouth of the bay. We found
Gp. andersonii at Crown Beach, a sandy beach with
some rocks. By contrast, we only found G. vermiculophylla on muddy shores with some hard substratum
and the upper-mid intertidal species Fucus and
Mastocarpus. Silva (1979) described Gp. andersonii
(as G. sjoestedtii) occurring on outer coasts as well
as along the muddy shores of bays, including through
the central San Francisco Bay, whereas, “G. verrucosa”
co-occurred with Gp. andersonii at several sites
throughout the central bay. Without sequencing
herbarium specimens from these collections, it is not
clear to which taxon this “G. verrucosa” belonged as
many gracilarioid taxa had been lumped prior to
350

subsequent revision. For example, Abbott (1985)
described G. pacifica in order to distinguish it from
G. verrucosa. Abbott (1983) also described G. papenfussii to distinguish it from Gp. andersonii. Our surveys
suggest the occurrence of both Gp. andersonii and
G. vermiculophylla in the San Francisco Bay, but not
G. pacifica or G. papenfussii. Surveys should be
conducted throughout San Francisco Bay to determine
where other populations of G. vermiculophylla and
other gracilarioid species may be located throughout
the bay.
Wehrenberg (2010) compared Gp. andersonii from
an exposed rocky shore to a population from a
protected estuarine sand flat, just inside the mouth of
Elkhorn Slough. The rocky shore population included
reproductive haploid and diploid thalli, whereas the
sand flat was composed of thalli without reproductive structures. This mirrors patterns in G. chilensis
(Guillemin et al. 2008b) and G. vermiculophylla
(Krueger-Hadfield et al. 2016b), where rocky shore
populations in each species were sexual with a mix
of haploids and diploids. In our study, soft-sediment
populations were composed of sterile material that
was overwhelmingly diploid, though some soft
sediment sites did have thalli with tetrasporangial
sori, suggesting meiosis had not been entirely lost.
Inside Elkhorn Slough, previous reports have
described Gp. andersonii (as Gp. lemaneiformis)
becoming “luxuriant” in the spring and carpeting the
mudflats (Silberstein and Campbell 1989; Zimmerman
and Caffrey 2002). We have not found Gp. andersonii
inside the slough on multiple surveys (Kollars et al.
2015; Krueger-Hadfield et al. 2016b, 2017a, this
study). Rather, we have consistently found G. vermiculophylla at Azevedo Pond within the upper part of
the slough. On our surveys in 2017, we found an
established population just downstream from the
sluice at the southern end of Azevedo Pond, as well
as at the Kirby Park boat launch. The latter population at Kirby Park was not found on previous
surveys in 2013 and 2015 (S.A. Krueger-Hadfield,
pers. obs.), but Hughey (2013) had previously recorded the presence of G. vermiculophylla there.
We do not, however, know whether fixed populations of G. vermiculophylla are the “donor” populations
for the nearby free-floating thalli in the non-native
range. However, with the detailed distribution data
uncovered in this study, we can now test hypotheses
about genetic differentiation among sites with fixed
and free-floating thalli.
It is also unclear whether G. vermiculophylla is
outcompeting native graciliarioid thalli in these ecosystems since G. vermiculophylla and the native species
Gp. andersonii appear to occupy different niches
within these estuaries (see also Wehrenberg 2010).
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However, Gorman et al. (2017) found that G. vermiculophylla thalli grew at similar rates to the native
G. tikvahiae in Long Island Sound, but with the
former better able to survive temperature and osmotic
stress than the latter (see also Kim et al. 2016). These
results suggest that G. vermiculophylla may be able
to outcompete G. tikvahiae in Long Island Sound.
Gracialaria tikvahiae has become increasingly hard to
find in the mudflats of Charleston Harbor, South
Carolina that are now dominated by G. vermiculophylla
(S.A. Krueger-Hadfield, pers. obs.). Along the WNA
coastline, similar studies between G. vermiculophylla
and Gp. andersonii are warranted to determine the
interaction between G. vermiculophylla and native
species. As Byers (1999) showed with displacement
of the native snail Cerithideopsis californica by the
invasive mud snail Battillaria attramentaria, these
processes can be gradual, but nevertheless detrimental to overall ecosystem health. It is possible that
similar, gradual processes are occurring due to the
interaction of G. vermiculophylla and native species
throughout the Northern Hemisphere.
Haplotype diversity along the WNA coastline
As found in previous studies (Kim et al. 2010;
Krueger-Hadfield et al. 2017a), the majority (> 90%)
of G. vermiculophylla thalli belonged to haplotype 6,
the dominant haplotype in the northern part of the
native range and throughout the non-native range. At
Morro Bay, California, we found four thalli that
belonged to haplotype 15. This “C” haplotype had
previously only been found in the native range in
Tokyo Bay in Japan (Kim et al. 2010), and at nonnative sites in in British Columbia and Virginia
(Krueger-Hadfield et al. 2017a). We also uncovered
three new haplotypes at Morro Bay. The haplotypes
32 and 34 fall into the “T” clade described by
Krueger-Hadfield et al. (2017a) which is found north
of ~ 35ºN in the native range, and includes haplotype 6.
The “C” haplotype 33 fell into the same “C” clade as
haplotype 15. These “C” haplotypes were found
south of ~ 35ºN latitude in southern Japan and South
Korea (Krueger-Hadfield et al. 2017a).
Haplotypes 32–34, from this study, have not yet
been found in the native range (Kim et al. 2010;
Krueger-Hadfield et al. 2017a). However, the haplotype estimation curves for the native vs. WNA ranges
(Figure 5) support previous suggestions that WNA
populations were non-native (e.g., Saunders 2009;
Krueger-Hadfield et al. 2017a; Sotka et al. 2018).
There are approximately five times as many haplotypes estimated for the native range as compared to
those in WNA. Thus, the haplotypes found exclusively
in the non-native range (haplotype 19 from Kim et
al. 2010; haplotype 29 from Krueger-Hadfield et al.

2017a; and haplotypes 32, 33, 34 from this study) are
likely among the missing haplotypes in the native
range that will be discovered with future sampling
and sequencing efforts (see also Miura et al. 2006;
Blakeslee et al. 2008). For example, haplotype 15
was found in Tokyo Bay by Kim et al. (2010), and
the new “C” haplotype 33 is in the same subgroup as
haplotype 15, suggesting that this haplotype may be
found in southern Japan with additional sampling.
Although Krueger-Hadfield et al. (2017a) found
that most haplotypes originated in three bays in
northeastern Honshu and southern Hokkaido Islands,
Japan, there were exceptions along the WNA coastline.
Thalli from some sites appeared to be a mixture of
northern and southern Japanese genetic clusters (see
Figures 3 and S3 from Krueger-Hadfield et al. 2017a),
indicating the introduction of thalli from multiple
Japanese source sites. Here, we have identified another
non-native area, in Morro Bay, where a mixture of
“C” and “T” haplotypes occurred. Genotyping with
microsatellite loci will allow comparisons of patterns
of genetic diversity and differentiation between
WNA and Japan, and among WNA sites.
Oysters, birds, and algae
Elton (1958) described oyster introductions as “the
greatest agency of all that spreads marine animals to
new quarters of the world.” Previous studies (Rueness
2005; Saunders 2009) implicated oyster imports as
the vector leading to the spread of G. vermiculophylla, and Krueger-Hadfield et al. (2017a) identified
Matsushima, Mango-ku, and Akkeshi bays as the main
sources of the Northern Hemisphere G. vermiculophylla
invasion using microsatellite genotyping. Though
the majority of exported Pacific oysters originated
from the Miyagi Prefecture in Japan, and Matsushima
Bay in particular, other areas including Hiroshima,
Kumamoto, and Tokyo contributed to oyster exports
(Barrett 1963).
We have found G. vermiculophylla thalli in many
of the bays and lagoons to which Japanese oysters
have been introduced and cultured (Byers 1999).
This included bays surveyed by Byers (1999) which
did not have the invasive gastropod B. attramentaria,
but did have G. vermiculophylla (Table S1).
We have found G. vermiculophylla thalli fixed via
holdfasts to oyster shells in the native and non-native
range (S.A. Krueger-Hadfield, pers. obs.), suggesting
that spores, sporelings, or thalli may have hitchhiked
on oyster shells. It is also entirely plausible, however,
that G. vermiculophylla was used as packing material
for Japanese oyster stock, and could have been
subsequently thrown into the bays and lagoons along
the WNA coastline after oysters were delivered.
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G. vermiculophylla is one of the dominant macrophytes
in Matsushima and Akkeshi Bays (Krueger-Hadfield
et al. 2017a) along with Zostera japonica, a seagrass
that was introduced to Washington State likely as
packing material for adult Japanese oysters (Fisher et
al. 2011). The global invader Sargassum muticum was
also observed in oyster shipments (Critchley and
Dijkema 1984). Similarly, the baitworm trade, among
other fisheries, uses the fucoid Ascophyllum nodosum
to keep the worms alive during shipment (Fowler et
al. 2016), introducing Ascophyllum as well as other
invertebrates living in the algae from the east coast
of the United States to the San Francisco Bay (Cohen
et al. 2001; Miller et al. 2004; Blakeslee et al. 2016).
The current distribution of G. vermiculophylla
mirrors that of other species introduced with oysters,
such as S. muticum (Engelen et al. 2015), along the
WNA coastline from southeastern Alaska to Baja.
Many of these estuarine sites, however, are also
important rest-stops along the flyways of migrating
birds (e.g., Ward et al. 2005). Nyberg and Wallentinus
(2009) hypothesized that migrating seabirds may
carry small thallus fragments from one site to another
leading to secondary introductions. This might be
important in the secondary spread of G. vermiculophylla and other gracilarioid seaweeds through WNA
estuaries, but is unlikely to have contributed to the
invasion of the WNA coastline from the native range.
For example, G. vermiculophylla was found in the
Bolsa Chica wetland reserve in Southern California,
an important restored habitat and birding area without
a history of oyster cultivation. We have seen birds use
G. vermiculophylla thalli at other sites in the nonnative range to build nests (S.A. Krueger-Hadfield,
pers. obs.), suggesting that transport by birds may be
a vector responsible for secondary introductions.
Another mechanism for secondary introduction
along the WNA coastline may be the commercial
cultivation of the seaweed itself. Gp. andersonii is
cultivated as abalone feed in central California (M.
Graham, pers. comm., in Wehrenberg 2010).
Likewise, Neushul and Neushul (1992) and West
(1992) reported that the best candidate for
cultivation in California was G. lemaneiformis (now
known as Gp. andersonii). It is possible that these
authors referred, in fact, to G. vermiculophylla,
which was harvested in Japan for its high quality
agar (Okazaki 1971). Dawson and Foster (1982) also
mentioned the fishery for herring eggs on
gracilarioid seaweeds in San Francisco and Tomales
bays, which likely included G. vermiculophylla.
Without surveys of historical and contemporary
gracilarioid populations, it is unclear which species are
involved in harvesting, or moved around between
sites.
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Future directions
Without rich barcode databases and easily implemented genetic tools, species identification will not
be easy for non-specialists who often depend on
morphological characters alone (Saunders 2009).
There are, however, useful primers available, such as
622F (Yang et al. 2008) and 1549R (Geraldino et al.
2006), that distinguish Gracilaria and Gracilariopsis
species with sequencing, and could be used for relatively rapid identification by researchers. Alternatively,
rbcL could be used to distinguish G. vermiculophylla
from other co-occurring gracilarioid species (Guillemin
et al. 2008a). Without using these molecular tools,
species like G. vermiculophylla, will likely remain
undetected in other estuarine locations.
G. vermiculophylla has largely flown under the
radar in estuaries along WNA, despite previous
authors calling attention to the lack of knowledge
about its distribution along this coastline (e.g., Miller
et al. 2012). This is particularly problematic in areas
where ecologists and managers are actively working
to assess the impacts of non-native macrophytes,
such as Zostera japonica or Spartina alterniflora, on
native seagrass communities, and overall ecosystem
health (see Williams 2007), because G. vermiculophylla
is probably also acting as an important ecosystem
engineer at these sites. Moreover, G. vermiculophylla
has often been misidentified as the native species Gp.
andersonii, potentially confounding community studies
that are investigating (or have investigated) the
interaction of a gracilarioid seaweeds and native species
(e.g., seagrasses, seaweeds, invertebrates). Developing
greater awareness of these two morphologically similar
species is important, as Gp. andersonii and G. vermiculophylla may have different nutrient composition,
and to limit the secondary introduction of G. vermiculophylla to other sites through collecting and
cultivating activities.
Our survey has demonstrated that G. vermiculophylla is abundant throughout WNA. We know this
species has the propensity for profound impacts on
the ecosystems to which it is introduced (e.g., Byers
et al. 2012; Ramus et al. 2017). Eco-evolutionary
studies are critical along the WNA coastline, where
the G. vermiculophylla invasion has gone undetected
in many sites. Based on work in other non-native
regions, these populations are not likely to be
innocuous invaders (e.g., Thomsen et al. 2012; Byers
et al. 2012; Hammann et al. 2013; Ramus et al. 2017).
In conjunction with the differences in fixed via
holdfasts versus free-floating populations, future
studies should also address the mating system
differences across the native and non-native ranges
of G. vermiculophylla in order to understand the
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longer-term ecological and evolutionary impacts of
sexual versus asexual reproduction in this seaweed.
It is possible that the fixed populations along the
WNA, and other coastlines (Krueger-Hadfield et al.
2016b, 2017a), may serve as source populations for
free-floating populations which are sustained mainly
through vegetative growth and asexual fragmentation.
The site and demographic information provided here
can provide the foundation for these types of studies
in WNA estuaries.
Acknowledgements
This project was supported by start-up funds from the University
of Alabama at Birmingham to S.A. Krueger-Hadfield, and funds
awarded to G. Eckert (NSF 1635716) provided access to sites in
Alaska. We thank T. Krueger and B. Krueger for logistics in
Washington, Oregon, and California; A. Schatz and K. Schatz for
logistics in Washington; B. Hughes and K. Wasson for access at
Elkhorn Slough; S. Craig, J. Lopiccolo, E. Jones, and E. LeBlanc
for field and lab help at Humboldt State University; K. O’Reilly
and A. Alonzo for access to the Bolsa Chica Ecological Reserve.
All seaweeds in California were sampled under the State of
California Department of Fish and Wildlife Scientific Collecting
Permit. All seaweeds in Alaska were sampled under an Alaska
Department of Fish and Game collecting permit. We thank E.
Pante for helpful discussions about haplotype networks. We also
thank D. W. Freshwater, K.A. Miller, A. M. H. Blakeslee, and
one anonymous reviewer for their thoughtful comments that
greatly improved this manuscript.

Author contributions
SAKH conceived the study; SAKH, TS, WHR, and SH collected
samples; SAKH performed genetic analyses and analyzed data;
SAKH wrote the manuscript. All authors approved the final
manuscript.

Blakeslee AMH, Fowler AE, Couture JL, Grosholz ED, Ruiz GM,
Miller AW (2016) Vector management reduces marine
organisms transferred with live saltwater bait. Management of
Biological Invasions 7: 389–398, https://doi.org/10.3391/mbi.2016.
7.4.08

Byers JE (1999) The distribution of an introduced mollusc and its
role in the long-term demise of a native confamilial species.
Biological Invasions 1: 339–352, https://doi.org/10.1023/A:1010038
001768

Byers JE, Gribben PE, Yeager C, Sotka EE (2012) Impacts of an
abundant introduced ecosystem engineer within mudflats of the
southeastern US coast. Biological Invasions 149: 2587–2600,
https://doi.org/10.1007/s10530-012-0254-5

Cohen AN, Weinstein A, Emmett MA, Lau W, Carlton JT (2001)
Investigations into the introduction of non-indigenous marine
organisms via the cross-continental trade in marine baitworms.
A report for the US Fish and Wildlife Service, San Francisco
Bay Program, CA, USA, 29 pp
Colwell RK (2013) EstimateS: Statistical estimation of species
richness and shared species from samples, v. 9. http://purl.oclc.org/
estimates (accessed 5 May 2017)
Crooks JA (2009) The role of exotic marine ecosystem engineers. In:
Crooks JA, Rilov G (eds), Biological invasions in the marine
environment. Springer, Heidelberg, Germany, pp 287–304,
https://doi.org/10.1007/978-3-540-79236-9_16

Critchley AT, Dijkema R (1984) On the presence of the introduced
brown alga Sargassum muticum, attached to commercially
imported Ostrea edulis in the S.W. Netherlands. Botanica
Marina 27: 211–216, https://doi.org/10.1515/botm.1984.27.5.211
Dawson EY (1965) Marine algae in the vicinity of Humboldt State
College. Humboldt State College, Arcata, CA, USA, 76 pp
Dawson EY, Foster MS (1982) Seashore plants of CA. University of
California Press, Los Angeles, CA, USA, 226 pp
Druehl LD, Clarkson BE (2016) Pacific Seaweeds: A guide to
common seaweeds of the west coast; updated and expanded
edition. Harbor Publishing, Madeira Park, BC, CA, 320 pp
Edgar RC (2004) MUSCLE: multiple sequence alignment with high
accuracy and high throughput. Nucleic Acids Research 32:
1792–1797, https://doi.org/10.1093/nar/gkh340
Elton CS (1958) The ecology of invasions by plants and animals.
University of Chicago Press, Chicago, IL, USA, 181 pp,
https://doi.org/10.1007/978-1-4899-7214-9

References
Abbott IA (1983) Some species of Gracilaria (Rhodophyta) from
California. Taxon 32: 561–564, https://doi.org/10.2307/1221725
Abbott IA (1985) Gracilaria from California: key list and distribution
of the species. In: Abbott IA, Norton JN (eds), Taxonomy of
economic seaweeds with reference to some Pacific and
Caribbean species. California Sea Grant College Program, La
Jolla, CA, USA, Vol. I, pp 97–99
Abbott IA, Hollenberg GJ (1976) Marine algae of California.
Stanford University Press, Stanford, CA, USA, 827 pp
Bandelt H, Forster P, Röhl A (1999) Median-joining networks for
inferring intraspecific phylogenies. Molecular Biology and
Evolution 16: 37–48, https://doi.org/10.1093/oxfordjournals.molbev.
a026036

Barrett EM (1963) The California Oyster Industry. Fish Bulletin 123:
1–53
Bellorin AM, Oliveira MC, Oliveira EC (2004) Gracilaria verminculophylla: A western Pacific species of Gracilariaceae (Rhodophyta) first recorded from the eastern Pacific. Phycological
Research 52: 69–79, https://doi.org/10.1111/j.1440-1835.2004.tb00317.x
Blakeslee AMH, Byers JE, Lesser MP (2008) Solving cryptogenic
histories using host and parasite molecular genetics: the
resolution of Littorina littorea’s North American origin.
Molecular Ecology 17: 3684–3696, https://doi.org/10.1111/j.1365294X.2008.03865.x

Engelen AH, Serebryakova A, Ang P, Britton-Simmons K, Mineur
F, Pedersen MF, Arenas F, Fernández C, Steen H, Svenson R,
Pavia H, Toth G, Viard F, Santos R (2015) Circumglobal
invasion by the brown seaweed Sargassum muticum. Oceanography and Marine Biology - An Annual Review 53: 81–126,
https://doi.org/10.1201/b18733-4

Fisher JP, Bradley R, Patten K (2011) Invasion of Japanese eelgrass
Zostera japonica in the Pacific Northwest: A preliminary
analysis of recognized impacts, ecological functions, and risks.
Willapa-Grays Harbor Oyster Growers Association Ocean Park,
WA, USA, 25 pp
Foggo A, Rundle SD, Bilton DT (2003) The net result: evaluating
species richness extrapolation techniques for littoral pond
invertebrates. Freshwater Biology 48: 1756–1764, https://doi.org/
10.1046/j.1365-2427.2003.01124.x

Fowler AE, Blakeslee AMH, Canning-Clode J, Repetto MF, Phillip
AM, Carlton JT, Moser FC, Ruiz GM, Miller AW (2016)
Opening Pandora’s bait box: a potent vector for biological
invasions of live marine species. Diversity Distributions 22: 30–
42, https://doi.org/10.1111/ddi.12376
García-Rodríguez LD, Riosmena- Rodríguez R, Kim SY, LópezMeyer M, Orduña-Rojas J, López-Vivas JM, Boo SM (2013)
Recent introduction of Gracilaria parvispora (Gracilariales,
Rhodophyta) in Baja California, Mexico. Botanica Marina 56:
143–150, https://doi.org/10.1515/bot-2012-0177
Geraldino PJL, Yang EC, Boo SM (2006) Morphology and
Molecular Phylogeny of Hypnea flexicaulis (Gigartinales,

353

S.A. Krueger-Hadfield et al.
Rhodophyta) from Korea. Algae 21: 417–423, https://doi.org/10.
4490/ALGAE.2006.21.4.417

Goff LJ, Moon DA, Coleman AW (1994) Molecular delineation of
species and species relationships in the red algal agarophytes
Gracilariopsis and Gracilaria (Gracilariales). Journal of Phycology 30: 521–537, https://doi.org/10.1111/j.0022-3646.1994.00521.x
Gorman L, Kraemer GP, Yarish C, Boo SM, Kim JK (2017) The
effects of temperature on the growth rate and nitrogen content of
invasive Gracilaria vermiculophylla and native Gracilaria
tikvahiae from Long Island Sound, USA. Algae 32: 57–66,
https://doi.org/10.4490/algae.2017.32.1.30

Gotelli NJ, Colwell RK (2001) Quantifying biodiversity: procedures
and pitfalls in the measurement and comparison of species
richness. Ecology Letters 4: 379–391, https://doi.org/10.1046/j.14610248.2001.00230.x

Gouy M, Guindon S, Gascuel O (2010) SeaView Version 4: A
Multiplatform Graphical User Interface for Sequence Alignment
and Phylogenetic Tree Building. Molecular Biology and
Evolution 27: 221–224, https://doi.org/10.1093/molbev/msp259
Grosholz ED, Ruiz GM (2009) Multitrophic effects of invasions in
marine and estuarine ecosystems. In: Rilov G, Crooks JA (eds),
Biological invasions in marine ecosystems, pp 305–324,
https://doi.org/10.1007/978-3-540-79236-9_17

Guillemin ML, Ait Akki S, Givernaud T, Mouradi A, Valero M,
Destombe C (2008a) Molecular characterization and development of rapid molecular methods to identify species of the
Gracilariaceae from the Atlantic coast of Morocco. Aquatic
Botany 89: 324–330, https://doi.org/10.1016/j.aquabot.2008.03.008
Guillemin ML, Faugeron S, Destombe C, Viard F, Correa JA, Valero
M (2008b) Genetic variation in wild and cultivated populations
of the haploid-diploid red alga Gracilaria chilensis: how farming
practices favor asexual reproduction and heterozygosity. Evolution
62: 1500–1519, https://doi.org/10.1111/j.1558-5646.2008.00373.x
Gulbransen DJ, McGlathery KJ, Marklund M, Norris JN, Gurgel CFD
(2012) Gracilaria vermiculophylla (Rhodophyta, Gracilariales) in
the Virginia coastal bays, USA: cox1 analysis reveals high
genetic richness of an introduced macroalga. Journal of Phycology
48: 1278–1283, https://doi.org/10.1111/j.1529-8817.2012.01218.x
Gurgel CFD, Fredericq S (2004) Systematics of the Gracilariaceae
(Gracilariales, Rhodophyta): a critical assessment based on rbcl
sequence analyses. Journal of Phycology 40: 138–159,
https://doi.org/10.1111/j.0022-3646.2003.02-129.x

Hammann M, Buchholz B, Karez R, Weinberger F (2013) Direct and
indirect effects of Gracilaria vermiculophylla on native Fucus
vesiculosus. Aquatic Invasions 8: 121–132, https://doi.org/10.3391/
ai.2013.8.2.01

Hammann M, Wang G, Boo SM, Aguilar-Rosas LE, Weinberger F
(2016) Selection of heat-shock resistance traits during the
invasion of the seaweed Gracilaria vermiculophylla. Marine
Biology 163: 104–115, https://doi.org/10.1007/s00227-016-2881-3
Hughey JR (2013) Noteworthy Collections - California. Madroño
60: 57–59, https://doi.org/10.3120/0024-9637-60.1.57
Huntington BE, Boyer KE (2008a) Effects of red macroalgal
(Gracilariopsis sp.) abundance on eelgrass Zostera marina in
Tomales Bay, California, USA. Marine Ecology Progress Series
367: 133–142, https://doi.org/10.3354/meps07506
Huntington BE, Boyer KE (2008b) Evaluating patterns of nitrogen
supply using macroalgal tissue content and stable isotopic
signatures in Tomales Bay, CA. Environmental Bioindicators 3:
80–192, https://doi.org/10.1080/15555270802537510
Kim SY, Weinberger F, Boo SM (2010) Genetic data hint at a common
donor region for invasive Atlantic and Pacific populations of
Gracilaria vermiculophylla (Gracilariales, Rhodophyta). Journal
of Phycology 46: 1346–1349, https://doi.org/10.1111/j.1529-8817.
2010.00905.x

Kim JK, Yarish C, Pereira, R (2016) Tolerances to hypo-osmotic and
temperature stresses in native and invasive species of Gracilaria
(Rhodophyta). Phycologia 55: 257–264, https://doi.org/10.2216/15-90.1

354

Kolar CS, Lodge DM (2001) Progress in invasion biology: predicting
invaders. Trends in Ecology & Evolution 16: 199–204,
https://doi.org/10.1016/S0169-5347(01)02101-2

Kollars NM, Krueger-Hadfield SA, Byers JE, Greig TW, Strand AE,
Weinberger F, Sotka EE (2015) Development and characterization
of microsatellite loci for the haploid-diploid red seaweed
Gracilaria vermiculophylla. PeerJ 3: e1159, https://doi.org/10.
7717/peerj.1159

Kollars NM, Byers JE, Sotka EE (2016) Invasive décor: an
association between a native decorator worm and a non-native
seaweed can be mutualistic. Marine Ecology Progress Series
545: 135–145, https://doi.org/10.3354/meps11602
Krueger-Hadfield SA, Collen J, Daguin-Thiébaut C, Valero M (2011)
Genetic population structure and mating system in Chondrus
crispus (Rhodophyta). Journal of Phycology 47: 440–450,
https://doi.org/10.1111/j.1529-8817.2011.00995.x

Krueger-Hadfield SA, Carmona GH, Terada R, López-Vivas JM,
Riosmena-Rodríguez R (2016a) New record of the non-native
seaweed Gracilaria parvispora in Baja California - A Note on
Vergara-Rodarte et al. (2016). Cryptogamie, Algologie 37: 257–
263, https://doi.org/10.7872/crya/v37.iss4.2016.257
Krueger-Hadfield SA, Kollars NM, Byers JE, Greig TW, Hammann
M, Murray DC, Murren CJ, Strand AE, Terada R, Weinberger
F, Sotka EE (2016b) Invasion of novel habitats uncouples haplodiplontic life cycles. Molecular Ecology 25: 3801–3816,
https://doi.org/10.1111/mec.13718

Krueger-Hadfield SA, Kollars NM, Strand AE, Byers JE, Shainker
SJ, Terada R, Greig TW, Hammann M, Murray DC, Weinberger
F, Sotka EE (2017a) Genetic identification of source and likely
vector of a widespread marine invader. Ecology and Evolution
7: 4432–4447, https://doi.org/10.1002/ece3.3001
Krueger-Hadfield SA, Magill CA, Bunker FSPD, Mieszkowska N,
Sotka EE, Maggs CA (2017b) When invaders go unnoticed: the
case of Gracilaria vermiculophylla in the British Isles.
Cryptogamie, Algologie 38: 1–22, https://doi.org/10.7872/crya/v38.
iss4.2017.379

Librado P, Rozas J (2009) DnaSP v5: a software for comprehensive
analysis of DNA polymorphism data. Bioinformatics 25: 1451–
1452, https://doi.org/10.1093/bioinformatics/btp187
Liu R, Zhong-Min S, Yao J, Hu Z, Duan D (2016) Genetic diversity
of the habitat-forming red alga Gracilaria vermiculophylla along
Chinese coasts. Biodiversity Science 24: 781–790, https://doi.org/
10.17520/biods.2016038

Lüning K (1990) Seaweed: Their environment, biogeography, and
ecophysiology. H. Wiley and Sons, Inc., New York, NY, USA,
531 pp
Miller AW, Chang AL, Cosentino-Manning N, Ruiz GM (2004) A
new record and eradication of the northern Atlantic alga
Ascophyllum nodosum (Phaeophyceae) from San Francisco Bay,
California, USA. Journal of Phycology 40: 1028–1031,
https://doi.org/10.1111/j.1529-8817.2004.04081.x

Miller KA (2004) California’s non-native seaweeds. Fremontia 32:
10–15
Miller KA, Aguilar-Rosas EL, Pedroche FF (2012) A review of nonnative seaweeds from California, USA and Baja California,
Mexico. Hydrobiologica 21: 365–379
Mineur F, Belsher T, Johnson MP, Maggs CA, Verlaque M (2007)
Experimental assessment of oyster transfers as a vector for
macroalgal introductions. Biological Conservation 137: 237–247,
https://doi.org/10.1016/j.biocon.2007.02.001

Mineur F, Le Roux A, Stegenga H, Verlaque M, Maggs CA (2012)
Four new exotic red seaweeds on European shores. Biological
Invasions 14: 1635–1641, https://doi.org/10.1007/s10530-012-0186-0
Miura O, Torchin ME, Kuris AM, Hechinger RF, Chiba S (2006)
Introduced cryptic species of parasites exhibit different invasion
pathways. Proceedings of the National Academy of Science 103:
19818–19823, https://doi.org/10.1073/pnas.0609603103
Neushul M, Neushul P (1992) Marine plants: discussion. In: Leet
WS, Dewees CM, Haugen CW (eds), California’s living marine

Gracilarioid seaweed distribution along the west coast of North America
resources and their utilization. California Department of Fish
and Game, CA, USA, pp 6–7
Nyberg CD, Wallentinus I (2009) Long-term survival of an introduced
red alga in adverse conditions. Marine Biology Research 5: 304–
308, https://doi.org/10.1080/17451000802428159
Okazaki A (1971) Seaweeds and their uses in Japan. Tokai University
Press, Tokyo, Japan, 165 pp
Pannell JR, Auld JR, Brandvain Y, Burd M, Busch JW, Cheptou PO,
Conner JK, Goldberg EE, Grand AG, Grossenbacher DL, Hovik
SM, Igic B, Kalisz S, Petanidou T, Randle AM, de Casas FF,
Pauw A, Vamosi JC, Winn AA (2015) The scope of Baker’s law.
New Phytologist 208: 656–667, https://doi.org/10.1111/nph.13539
Ramus AP, Silliman BR, Thomsen MS, Long ZT (2017) An invasive
foundation species enhances multifunctionality in a coastal
ecosystem. Proceedings of the National Academy of Sciences
114: 8580–8585, https://doi.org/10.1073/pnas.1700353114
Rueness J (2005) Life history and molecular sequences of Gracilaria
vermiculophylla (Gracilariales, Rhodophyta), a new introduction
for European waters. Phycologia 44: 120–128, https://doi.org/10.
2216/0031-8884(2005)44[120:LHAMSO]2.0.CO;2

Ruesink JL, Lenihan HS, Trimble AC, Heiman KW, Micheli F,
Byers JE, Kay MC (2005) Introduction of non-native oysters:
Ecosystem Effects and Restoration Implications. Annual Review
of Ecology, Evolution, and Systematics 36: 643–689,
https://doi.org/10.1146/annurev.ecolsys.36.102003.152638

Saunders GW (2009) Routine DNA barcoding of Canadian Gracilariales
(Rhodophyta) reveals the invasive species Gracilaria vermiculophylla in British Columbia. Molecular Ecology Resources 9:
140–150, https://doi.org/10.1111/j.1755-0998.2009.02639.x
Silberstein M, Campbell E (1989) Elkhorn Slough. Monterey Bay
Aquarium Foundation, Monterey, CA, USA, 64 pp
Silva PC (1979) The benthic algal flora of central San Francisco Bay.
In: Conomos TJ, Leviton AE, Berson M (eds), San Francisco
Bay: the urbanized estuary, Investigations into the natural
history of San Francisco Bay and Delta with reference to the
influence of man. Allen Press, Lawrence, KS, USA, pp 287–346
Stewart JG (1991) Marine algae and seagrasses of San Diego County.
California Sea Grant, La Jolla, CA, USA, 197 pp
Sotka EE, Baumgardner AW, Bippus PM, Destombe C, Duermit
EA, Endo H, Flanagan BA, Kamiya M, Lees LE, Murren CJ,
Nakaoka M, Shainker SJ, Strand AE, Terada R, Valero M,
Weinberger F, Krueger-Hadfield SA (2018) Combining niche
shift and population genetic analyses predicts rapid phenotypic
evolution during invasion. Evolutionary Applications 11: 781–793,
https://doi.org/10.1111/eva.12592

Thomsen MS, McGlathery K (2005) Facilitation of macroalgae by
the sedimentary tube forming polychaete Diopatra cuprea.
Estuarine, Coastal and Shelf Science 62: 63–73, https://doi.org/
10.1016/j.ecss.2004.08.007

Thomsen MS, Gurgel CFD, Fredericq S, McGlathery KJ (2006)
Gracilaria vermiculophylla (Rhodophyta, Gracilariales) in Hog
Island Bay, Virginia: a cryptic alien and invasive macroalga and
taxonomic correction. Journal of Phycology 42: 139–141,

Thomsen MS, McGlathery KJ, Schwarzschild A, Silliman BR
(2009) Distribution and ecological role of the non-native
macroalga Gracilaria vermiculophylla in Virginia salt marshes.
Biological Invasions 11: 2303–2316, https://doi.org/10.1007/s10530008-9417-9

Thomsen MS, Wernberg T, Engelen AH, Tuya F, Vanderklift MA,
Holmer M, McGlathery KJ, Arenas F, Kotta J, Silliman BR
(2012) A meta-analysis of seaweed impacts on seagrasses: generalities and knowledge gaps. PLoS ONE 7: e28595, https://doi.org/
10.1371/journal.pone.0028595

Thomsen M, Stæhr P, Nejrup L, Schiel D (2013) Effects of the
invasive macroalgae Gracilaria vermiculophylla on two cooccurring foundation species and associated invertebrates.
Aquatic Invasions 8: 133–145, https://doi.org/10.3391/ai.2013.8.2.02
Ward DH, Reed A, Sedinger JS, Black JM, Derksen DV, Castelli
PM (2005) North American Brant: effects of changes in habitat
and climate on population dynamics. Global Change Biology
11: 869– 880, https://doi.org/10.1111/j.1365-2486.2005.00942.x
Wehrenberg ML (2010) Population dynamics and mechanisms for
persistence of the red alga Gracilariopsis andersonii in Central
California. MS Thesis San Francisco State University, 70 pp
Weinberger F, Buchholz B, Karez R, Wahl M (2008) The invasive
red alga Gracilaria vermiculophylla in the Baltic Sea: adaptation
to brackish water may compensate for light limitation. Aquatic
Biology 3: 251– 264, https://doi.org/10.3354/ab00083
West JA (1992) Agarophytes and carrageenophytes. In: Leet WS,
Dewees CM, Haugen CW (eds), California’s living marine
resources and their utilization. California Department of Fish
and Game, CA, USA pp 5–6
Williams SL (2007) Introduced species in seagrass ecosystems:
Status and concerns. Journal of Experimental Marine Biology
and Ecology 350: 89–110, https://doi.org/10.1016/j.jembe.2007.05.032
Williams SL, Smith JE (2007) A global review of the distribution,
taxonomy, and impacts of introduced seaweeds. Annual Review
of Ecology, Evolution, and Systematics 38: 327–359, https://doi.
org/10.1146/annurev.ecolsys.38.091206.095543

Woolley SM, Posada D, Crandall KA (2008) A comparison of
phylogenetic network methods using computer simulation. PLoS
ONE 3: e1913, https://doi.org/10.1371/journal.pone.0001913
Wright JT, Byers JE, DeVore JL, Sotka EE (2014) Engineering or
food? Mechanisms of facilitation by a habitat-forming invasive
seaweed. Ecology 95: 2699–2706, https://doi.org/10.1890/14-0127.1
Yang EC, Cho GY, Kogame K, Carlile AL, Boo SM (2008)
RuBisCO cistron sequence variation and phylogeography of
Ceramium kondoi (Ceramiaceae, Rhodophyta). Botanica Marina
51: 370–377, https://doi.org/10.1515/BOT.2008.051
Zimmerman RC, Caffrey JM (2002) Primary Producers. In: Caffrey
J, Brown M, Tyler WB, Silberstein M (eds), Changes in a
California Estuary A Profile of Elkhorn Slough, Elkhorn Slough
Foundation, CA, USA, pp 117–133

https://doi.org/10.1111/j.1529-8817.2006.00160.x

Supplementary material
The following supplementary material is available for this article:
Table S1. Descriptions of the sites surveyed in 2017 along the west coast of North America.
Table S2. Reproductive state of G. vermiculophylla and Gp. andersonii thalli from surveyed sites in 2017 along the west coast of
North America.
Table S3. Gracilaria vermiculophylla haplotypes from Yang et al. (2008), Kim et al. (2010), Krueger-Hadfield et al. (2017a),
and this study.
This material is available as part of online article from:
http://www.reabic.net/journals/bir/2018/Supplements/BIR_2018_KruegerHadfield_etal_SupplementaryTables.xlsx

355

