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Description of Hemicaloosia graminis n. sp. (Nematoda: Caloosiidae)
Associated with Turfgrasses in North and South Carolina, USA

5 . .
YONGSAN ZENG,I"’ WEIMIN Y}z,2 LANE TREDWAY,I SAMUEL MARTIN,5 Mart MarTin?

Abstract: A new nematode species was discovered during a diversity survey of plant-parasitic nematodes on turfgrass conducted in
North and South Carolina in 2010 and 2011. It is described herein as Hemicaloosia graminis n. sp. and is characterized by two annuli in
the lip region, one lateral line, body 610.0-805.0 pm long, stylet 65.0-74.6 wm long, vulva at 84.1% —85.8% of the body, 254-283
annuli, vulva at the 38-53"4 annulus from tail terminus, 12-14 annuli between vulva and anus, tail elongate-pointed, 67.5-84.8 pm
long in females and spicule straight, 31.0 wm long, caudal alae well developed, two lateral lines in males. The newly described species
is morphologically closest to H. paradoxa, but has a longer stylet (65.0-74.6 vs 61.0-65.0 pm) and a higher V-value (84.1-85.8 vs 78.1—
84.0%), less RV (38-53 ws 50-56), higher RVan (12-14 vs 10) in females, and a shorter tail (30.1 vs 36.7 um) and more anteriorly
located excretory pore (105.9 vs140.0 wm) in the male. It was easily differentiated from other species based on near-full-length small
subunit rRNA gene (SSU) and ITS1 sequences. Phylogenetic analysis from SSU supports placement in a monophyletic clade with the
genus Caloosia. An identification key and a table of distinguishing characteristics are presented for all seven species of Hemicaloosia.

Key words: ITS1, molecular phylogeny, morphology, morphometrics, small subunit rRNA (SSU), taxonomy, turfgrass.

Plant-parasitic nematodes are recognized as impor-
tant pests of turfgrasses in the southeastern United
States. Twenty-nine species of plant-parasitic nematodes
belonging to 22 genera in 15 families were associated
with turfgrasses in a survey conducted in North Carolina
(NC) and South Carolina (SC) during 2010 and 2011.
Of those, genera from the suborder Criconematina
detected were Mesocriconema, Hemicycliophora, Hemi-
criconemoides and Hemicaloosia.

Hemicaloosia was proposed by Ray and Das (1978) as
a new genus within the family Hemicycliophoridae
Geraert, 1966, with H. americana as the type species.
Siddiqi (1980, 2000) placed Hemicaloosia together with
Caloosia Siddiqi & Goodey, 1963 as members of the family
Caloosiidae in the superfamily Hemicycliophoroidea,
although the validity of the family Caloosiidae is subject
to some debates. Siddigi (2000) listed five species of
Hemicaloosia: H. americana Ray and Das, 1978; H. luci
Dhanachand and Jairajpuri, 1979; H. nudata (Colbran,
1963) Ray and Das, 1978; H. delpradi (Maas, 1970)
Siddiqi, 1980; and H. paradoxa (Luc, 1958) Ray and Das,
1978. Another species H. psidii Gambhir and Dhanachand,
1996 was described in 1996. These six species of Hemi-
caloosia have been described from India, Surinam, Ivory
Coast and Australia, but none have been reported from
North America. A recent survey of plant-parasitic
nematodes associated with turfgrasses in NC and SC
revealed an undescribed species in this genus. It is
herein described as Hemicaloosia graminis n. sp. based
on morphological characteristics and ribosomal DNA
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sequences. This species is the first report of the genus
Hemicaloosia in North America.

MATERIALS AND METHODS

Nematode material: Samples were collected from turf-
grasses in New Hanover County, NC, and Beaufort and
Charleston counties, SC, in 2010 and 2011. The nema-
todes were extracted by a combination of elutriation
(Byrd et al., 1976) and centrifugation (Jenkins, 1964)
methods. Live nematodes were hand-picked into water
for DNA extraction, amplification and sequencing. For
measurements by light microscopy, nematodes were
heat-killed and placed into FG (formalin:glycerol:dH,O =
10:5:85) before processing into 100% glycerol for per-
manent mounts (Southey, 1970).

Morphological observations: Drawings, measurements
and photomicrographs of nematodes were performed
with the aid of a Zeiss video camera (AxioCam MRcbH)
attached via a C-mount adapter fitted on a Zeiss Imager
Al microscope (Carl Zeiss Microscopy, LLC, Thorn-
wood, NY 10594) and edited using Adobe Photoshop
CS4. The morphometric data were analyzed using Mi-
crosoft Excel software (Ye, 1996). The morphometric
data presented in Table 2 are from the descriptions of
type species or other populations of all described six
species in the genus Hemicaloosia. The measurement
parameters were employed from Siddiqi (2000).

Molecular profiles: Ten nematodes from New Hanover,
NC (Lab ID: 10-27720) were placed into distilled water
and their identity was confirmed with light microscopy
before being placed into 50-ul AE buffer (10mM Tris-Cl,
0.5mM EDTA; pH9.0) and crushed with a pipette tip.
DNA samples were stored at -20°C until used as a PCR
template. Primers for SSU amplification were forward
primer 185965 (5’- GGCGATCAGATACCGCCCTAGTT-3’)
and reverse primer 18S1573R (5-TACAAAGGGCAGGG
ACGTAAT-3’) (Mullin et al., 2005), forward primer
SSUF07 (5’-AAAGATTAAGCCATGCATG-3’) and re-
verse primer SSUR26 (5’-CATTCTTGGCAAATGCT
TTCG-3’) (Floyd et al., 2002), and forward primer 18SnF
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(5-TGGATAACTGTGGTAATTCTAGAGC-3’) and reverse
primer 18SnR  (5-TTACGACTTTTGCCCGGTTC-3’)
(Kanzaki and Futai, 2002). Primers for ITS1 amplifica-
tion were forward primer rDNA2 (5 TTGATTACGTTCC
CTGCCCTTT 8’) (Vrain etal., 1992) and reverse primer
rDNA1.58S (5° ACGAGCCGAGTGATCCACCG 3’)
(Cherry et al, 1997). The 25 ul PCR was performed
using Apex Taq Red Master Mix DNA polymerase (Gen-
esee Scientific Corporation, San Diego, CA) according to
the manufacturer’s protocol. The thermal cycler program
for PCR was as follows: denaturation at 95°C for 5 min,
followed by 35 cycles of denaturation at 94°C for 30 sec,
annealing at 55°C for 45 sec, and extension at 72°C for
2 min. A final extension was performed at 72°C for
10 min (Ye et al., 2007). PCR products were cleaned
using ExoSap-IT (Affymetrix, Inc., Santa Clara, CA)
according to the manufacturer’s protocol and were se-
quenced by Genomic Sciences Laboratory at North
Carolina State University using an Applied Biosystems
3730 XL DNA Analyzer (Life Technologies, Carlsbad,
CA). The resulting ribosomal DNA SSU and ITSI se-
quence was deposited in genBank under the accession
number JQ446376 and compared with other nematode
species in genBank using the BLAST homology search
program. The most similar sequences were downloaded
for phylogenetic analysis. The DNA sequences were
aligned by Clustal W (http://workbench.sdsc.edu, Bi-
oinformatics and Computational Biology group, Dept.
Bioengineering, UC San Diego, CA). The model of base
substitution was evaluated using MODELTEST (Posada
and Crandall, 1998; Huelsenbeck and Ronquist, 2001).
The Akaike-supported model, the base frequencies, the
proportion of invariable sites and the gamma distribu-
tion shape parameters and substitution rates were used in

Fic. 1.

phylogenetic analyses. Bayesian analysis was performed
to confirm the tree topology for each gene separately
using MrBayes 3.1.0 (Huelsenbeck and Ronquist, 2001)
running the chain for 1 X 10° generations and setting
the “burn in” at 1,000. The MCMC (Markov Chain
Monte Carlo) method was used within a Bayesian
framework to estimate the posterior probabilities of the
phylogenetic trees (Larget and Simon, 1999) using
50% majority rule.
Hemicaloosia graminis n. sp.
(Figs.1-2)

MEASUREMENTS: See Table 1.

DEscripTION:  Females: Body slightly ventrally curved
when heat killed, almost uniform in width (21.0-30.0 pm)
anterior to the vulva, but narrowing posteriorly to
a pointed, elongate tail. Sheath closely attached to the
body, connected only at anterior end. Body and sheath
annuli smooth, numbering 254-283, annulus 2.6-3.3 um
thick at mid-body. Lateral fields on sheath begin from
the third annulus, marked by one line running along
the body to tail terminus forming a depression. Lip region
almost continuous with body contour, 9.0-10.0 um wide,
bearing two annuli slightly differentiated from the ad-
joining body annuli. The first annulus bearing a prom-
inent labial disc, 6.0-7.0 um wide. Stylet slightly ven-
trally arcuate, 66.8-74.6 um long, conus 82.3% -84.7%
of the entire stylet, stylet knobs spheroid, sloping
backwards, 4.8-5.9 um across and 1.7-2.3 um high.
Dorsal esophageal gland orifice at 5.0-7.0 um from the
base of stylet knobs. Hemizonid weakly developed,
difficult to see under light microscope, located one
annulus anterior to the excretory pore (EP). EP at
122.3-138.1 um or 43-54 annuli from anterior end and
just at the level of basal bulb base. Vulva at the 38-53"

Drawings of Hemicaloosia graminis n. sp. from turfgrassin New Hanover County, NC, USA (Lab ID: 10-22720). A. Female entire body.

B. Female esophageal region. C. Vulva and tail region. D. Male entire body. E, G. Male head. F. Male tail. (Scale bars: A=50 pm; D=100 wm; B, C,

E-G=20 pm).
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Fic. 2. Micrographs of Hemicaloosia graminis n. sp. from turfgrass in New Hanover County, NC, USA (Lab ID: 10-22720). A. Female entire
body. B. Male entire body. C. Female esophageal region. D. Vulva and tail region. E. Ventral view of vulva region (arrow refer to overhanging
lip). F. Lateral line in females. G. Male head. H. Excretory pore in male. I. Lateral lines in males. ]J. Male tail. (Scale bars: A, B=100 pm; C-J=

20 pm).

annulus from tail tip, located at 84.1% -85.8% of the
entire body. Vulva opening a narrow slit with prominent
anterior lip overhanging. Reproductive system mono-
varial, prodelphic, outstretched. Spermatheca wide
oblong, filled with spheroid sperms. Anus at the 26—
39" annulus from tail terminus. Tail elongate-conoid,
tapering gradually behind anus.

Male: Body slightly ventrally curved after fixation,
shorter and more slender than female. Head continuous
with body. Annuli 1.5-1.6 wm at mid-body, narrower and
finer than female. Head anteriorly degenerated. Labial
disc developed, 2.0-3.0 um wide. Lateral field plain,
about one third of the body width at mid-body, with two
longitudinal lines. Stylet absent. Esophagus degenerated.
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EP lies on the 63" annulus and 106.0 wm from anterior
end. Spicules straight, slender, simple, 31.0 um long,
with slightly cephalated base. Gubernaculum narrow,
simple, trough-like, 6.8 um long. Caudal alae well de-
veloped and 37.0 um long, originating anteriorly at
13.0 wm from cloaca and extending posteriorly up to
16.0 um from cloaca. Tail short, cylindrically conoid,
with a pointed tip.

Type Host AND Locanity: Hemicaloosia graminis n. sp.
was collected from turfgrass in New Hanover County,
NC, USA.

OtHER Locauties: The specimens were collected
from golf course tees established with Cynodon dactylon
in Charleston County and Zoysia spp. in Beaufort
County, SC, USA.

Type MaTERIAL: Holotype female, one paratype male,
one paratype female deposited in the Department of
Nematology, University of California, Riverside, CA. Four
paratype females deposited at the Nematology Labora-
tory, USDA, ARS, Beltsville, MD; and one at the Nema-
tode Assay Section, Agronomic Division, NCDA&CS,
Raleigh, NC.

Diagnosis and relationships: Females of Hemicaloosia
graminis n. sp. are characterized by the combined
characters of cuticular sheath on entire body, two an-
nuli in lip region, one lateral line, body 610.0-805.0 um
long with 254-283 annuli, stylet 65.0-74.6 um long,
vulva at 84.1% —85.8% of the entire body, vulva at the
38-53" annulus from tail terminus, 1214 annuli be-
tween vulva and anus, 43-54 annuli from excretory
pore to anterior end and elongate-pointed tail 67.5-
84.8 um long. Male characters include head not offset,
two lateral lines, straight spicule 31.0 um long and well-
developed caudal alae.

The Hemicaloosia graminis n. sp. is morphologically
closest to H. paradoxa (Table 2) from Pennisetum typhoi-
deum in Abidjian, Ivory Coast, originally described by Luc
(1958), but differes in body size (610.0-805.0 vs 680.0—
820.0 wm); a and b values (27.2-29.5 wvs 23.7-29.0 and
5.1-6.2 vs 4.9-5.7, respectively); and numbers of R, Rs,
Reso and RV (254-283 vs 256-263, 23-27 vs 23-25, 42-51
vs 42—45 and 38-53 vs 50-56). However, H. graminis n. sp.
has a longer stylet (65.0-74.6 vs 61.0-65.0 um), higher
RVan (12-14 vs 10), shorter tail (67.5-84.8 vs 109.1 um),
and a higher V (84.1-85.8 vs 78.1-84%) in females, as
well as a shorter tail (30.1 vs 36.7 um) and more anteri-
orly located EP (105.9 vs 140.0 um) in the male.

Compared with the Ivory Coast population of H. par-
adoxa reported by Brzeski (1974), females of H. graminis
n. sp. have higher R (254-283 vs 240-256), RVan (12-14
vs7-11) and VL./ VB (4.6-6.5 vs 3.8-4.6). Compared with
the Nigerian population of H. paradoxa reported by
Brzeski (1974), females of H. graminis n. sp. have
a longer stylet (65.0-74.6 vs 51.0-56.0 um) and higher
R (254-283 wvs 240-257) and RVan (12-14 wvs 7-11).
They also have a longer stylet (65.0-74.6 vs 50.0-57.0
pm), higher RVan (12-14 vs 8-12) and fewer lateral

lines (1 vs 2) than those of the population from egg-
plant in Santa Fe, Argentina, reported by Chaves
(1983). The Argentinian population might be a differ-
ent species from H. paradoxa since its females have
a much shorter body (520.0-670.0 vs 680.0-820.0 wm),
stylet (50.0-57.0 vs 61.0-65.0 um) and tail (57.0-75.0 vs
109.1 pm); less RV (38-47 vs 50-56); and more lateral
lines (2 vs 1) as compared with the African species of
Luc (1958). The identity of these species/populations
should be examined by DNA sequence data in the fu-
ture. The new species is also distinguished by its loca-
tion in the Carolinas, USA and a turfgrass host.

Hemicaloosia graminis n. sp. is morphologically similar
to the other described species (Table 2). Females differ
from those of H. nudata by the presence of cuticular
sheath on entire body (only on post-vulval part of body
in H. nudata); a shorter body (610.0-805.0 vs 840.0—
1097.0 wm); higher a (27.2-29.5 vs 22.0-25.0), ¢ (8.3—
10.0 vs 6.5-8.6) and V (84.1-85.8 vs 81.0-84.0%); and
presence of continuous line in lateral fields. The male
has a smaller spicule (31.0 vs 37.0-45.0 um) and gu-
bernaculum (6.8 vs 8.0-8.4 um) and two lateral lines vs
none in H. nudata males. Compared to H. delpadi, fe-
males of the new species have a shorter body (610.0—
805.0 vs 755.0-861.0 um), higher ¢ (8.3-10.0 vs 7.4-8.5)
and V (84.1-85.8 vs 82.0-83.0%), a shorter stylet (65.0—
74.6 vs 75.0-78.0 um), less RV (38-53 vs 50-58), and
the presence of lateral fields. Compared to H. luci, fe-
males of the new species have a shorter body and tail
(610.0-805.0 vs 890.0-1200.0 and 67.5-84.8 vs 117.0
pum), lower a (27.2-29.5 vs 28.0-40.0) and VL./VB (4.6—
6.5 vs 6.2-7.1), less R (254-283 vs 292-330), and fewer
lateral lines (1 vs2). Compared to H. americana, females
of the new species have a longer stylet (65.0-74.6 vs
60.0-64.0 um) and more anteriorly located EP (120.2—
139.3 vs 148.0 um, i.e., at the level of the base of basal
bulb vs posterior to the base of basal bulb). The male
has a smaller spicule (31.0 vs 33.0-36.0 um) and shorter
tail (30.1 vs 50.4 um), and the head is not offset.
Compared to H. psidii, females of the new species have
lower ¢’ (4.0-4.6 vs 4.9-6.4) and higher V (84.1-85.8 uvs
78.0%) values, less RVan (12-14 vs 20-22), higher Ran
(26-39 vs 19-23), alonger stylet (65.0-74.6 vs 48.0-58.0
pm) and fewer lateral lines (1 vs2). Males of H. delpradi,
H. luci and H. psidit have not been described.

To help identify the species, a key to the species of
Hemicaloosia female is presented below:

1. Cuticular sheath on post-vulval part of body, stylet more

than 90 pum .....cceeeneeeene H. nudata
Cuticular sheath on entire body, stylet less than
90 UMt 2
2. Body more than 890 um, two lateral lines........ H. luci
Body less than 890 pm.........ccocovviiiiininnn. 3
3. Stylet more than 75 um, lateral field absent......H. del-
pradi

Stylet less than 75 um, lateral field present........ 4



Zeng et al. 139

. sp. from Turfgrasses

ia graminis n

Hemicaloos

‘PUD IOLIDIUE WOIJ PAIUNOY) 4y "INSI WOIJ PIIR[NI[E)) 4

(oury)
Su9l
- - - *['LY - L 66 - - - %616 - %618 - esing
(oxe)
pSuay
- - - = 1G - =GV - - - =665 - 96 - esing
Su9p
- - - h-L§ - (96-6¢) ¥¢ - - $$-6% - 0683 - G6-0¢ - amordg
*CFIT +8FPT #9°8L1 #F LT *GFOT #6'G6 *GFET #6'811 Pruoziua
#6'G (I'L-89 99 - #6°C - #6'S #6'F - (&9-1'9) 8¢ - (97-8'¢) &F - #6F dA/TA
(81-¢1) 91 (81— 11D) <1 %6 (€1-01) 11 (31-8) 01 - (I1-2) 6 - (I1-2) 8 01 ueAy
(&h-¢%) 8¢ (L8 - €3) 08 %1€ (£6-81) 0% (LE-08) ¥¢ (96-83) 8¢ =08 uey
5L 18 (89-09) 99 x(6L8 — 6¥3) 193 - PNid - (¢¥-82) 1¥ (LV—8¢) &% - 1 (086-961) 708 - 1 (316-861) L0G - 94-09 AY
a¥ #Gh (PS-19) 1¢ 0% (§9-8%) 0¢ (9%-6¢) &¥ (0¢-¢¥) 9% (L¥—¢¥) oF #Gh X
%96 s =68 (FF-¢¢) 0% =8Y ah—a¥ 089y
«¥g =¥ ooyt %63 (95-13) €& - - s [er gt sy
995-L£5 (£8-193) 0L& (08¢ — 363) 608 005< (¢82-¢¥3) 895 (09¢-533) 146 (LGG—0V3) L¥E (996-073) 675 £9G —99¢ q
puo
hOCUuE.&
woay axod
$'981 #7961 #8'LVT «F 181 081 #L 601 £9°001 #0F 1 #6061 Lrorxy
#LL, #9'60T #0LTT %001 At 70 #8'68 (62-29) 99 «F'¢6 %889 #L'98 #1601 p3ud[ [reL,
8G-8F (8L-6L) LL (02 = 99) L9 - 0'601-0%6 - (#9-09) 19 (Lg-09) €9 - (99-19) %9 - (69-%9) L9 - Go-19  WPSudIIAS
8L (£8-28) 88 (98- 38) ¥8 9361 0¥8-0'18 - (L8-18) €8 (98-¢8) ¥8 (98-28) €8 (£8-¢8) 98 <'83 0¥8 —1'8L LI0A
796 ®V=3¥) v #9°C 59 =9F ey =P =0 #L'G #6F %L'G #6F 2
01-L (¢8-¥'L) I'8 (801—-3L) &6 9'6-9'8 9'8-¢'9  (I'P1-9°01) £'38T (#01-9'9) L'L 6 1'366-0'61 (7'8-1°L) ¢’ (8L1-891) LT  (3'01-88) ¥'6  ¢'8I-L'GL >
§9-T'g (r9-¢9) g  (66-99) T'L é 0'9-¢'9 (6'9-19) 99  (89-39) 99  (09-¢'9) 8¢  03I¢8 (8619 9¢  (39-67) 9¢ (L'6-19) ¥'¢ L'S6F q
9663 (83—+3) 93 (0% — 83) ¥¢ 86-0¢ [ersyad (&¥-¢¢) oF (86-L3) 68 (83-63) 43 65-¥¢ (16-92) 63 (96-1¢) ¥¢ (F6—¥3) 98 005598 0'68-L'65 ®
0PL-0LS (198-9GL) 008 (0031 — 068) 0L6  016-L38 L60T-0¥8 (099-¢19) 079 (GF8-0¥L) 064 (0L9-03%) 06§  095-01¢ (099-089) 039  (0£9-099) 019  (00L-019) 0L9  £99-8%¢ 038-089 1
¥ ¥ 03 03 08 L [ 6 4 ¥ 9 8 ¢ H u
weunng 'IpU| eI[EDSNY eI[RIISNY eunuadry 15807) ATOAT 1580)) AIOAT 15807) A10A]  1s2O7) ATOAT
erpuy “andruepy “eyeryy andruepy  ‘puesuson(y  ‘pue[sudan() eIpUJ ‘BSSLIO) eIPU] “BSSLIO) 9 eiueg Lol eraSIN ‘uerlpiqy “uerlpiqy ‘uerlpiqy ‘uerlpiqy Aiesor|
uoneofos wnaproydy wnaproyd
eARNO) 18910 SOUSNY DMWY SNAJ)  DIUOULY) STAJY) DUDIURUD J0DSTY DUDIUAUD 203\ Juerd-88y WNJISTUUI WNIISTUUI] 1SOH
9661 6L61
‘pueypRURYQ ‘mdferre( 8L61
% Iyquen (61 ISRy ¥ PUBYRRURYJ §96T ‘UBIQIOD 9G] ‘URIGOD) ‘Se(Py AR QLOT ‘SBAN AR G861 ‘SOARUD FLET TISOZIT  FLET TISOZIG  FLOL ‘DISOZIG FLET ‘TIsozag 8GHI O] QGRT N 2dUAIRY
oT«Eum OﬂmEUrA UTV.EU,W 01&2 O—.NEO@ U_N: oﬁwEum uﬁNEUh U—.NE O_NEOM U_NE UTNEO,W UTNE U?.EUM xow
upisd [ wpoadpap “Ef wn) g vwpnu gy vpnu [y wuvauD "y awuvouawD “ff vxopvavd “pf vxopvavd “ff vxopvavd “ff vxopvand "y vxopvavd "y vxopoand [y vxopvavd “pp sopadg
(98uey) ‘('S F ueOW :JeULIO) ) Ul pue w ur syuowaansesw [y “dds visooporwaspy jo sotnowoydioy g a1avy,



140 Journal of Nematology, Volume 44, No. 2, June 2012

96

98

GU989626 Caloosia longicaudata
JQ446376 Hemicaloosia graminis n. sp.
100

r AY284627 Mesocriconema xenoplax

Criconematidae L AY284626 Mesocriconema xenoplax

EU306341 Loofia thienemanni
100
_‘—Jt AY284628 Loofia thienemanni
83
AY284629 Loofia thienemanni

100
P

100

Criconematina

Criconematidae

Hemicycliophoridae

EU669914 Hemicycliophora conida

AJ966471 Hemicycliophora conida

AY284623 Hemicriconemoides pseudobrachyurus

AY284622 Hemicriconemoides pseudobrachyurus

AY284624 Hemicriconemoides pseudobrachyurus
EU669918 Ogma cobbi

EU669919 Ogma menzeli

AJ966480 Criconemasp.

FJ969120 Crossonemasp.

35 10 changes

AJ966511 Tylenchulus semipenetrans

AJ966496 Paratylenchus dianthus

Fic. 3. The 10001* Bayesian tree inferred from ribosomal DNA SSU gene under TIM+I+G model (InL=4709.6089; AIC=9435.2178;
freqA=0.2431; freqC=0.2357; freqG=0.2794; freqT=0.2418; R(a)=1; R(b)=1.8384; R(c)=0.723; R(d)=0.723; R(e)=5.6125; R(f)=1; Pinva=0.6397;
Shape=0.6195). Posterior probability values exceeding 50% are given on appropriate clades.

4. V lower than 80%, two lateral lines............. H. psidu
V higher than 80%........cccccccceveveeininenincnnnne 5

5. Lateral field occasionally interrupted................ H. paradoxa
Lateral field continuous.............cccccveeennee 6

6. Without anastomoses in post-anal region, stylet longer,
65-75 um .....H. graminis n. sp.

With anastomoses in post-anal region, stylet shorter,
60-64 pm ............ H. americana

Molecular phylogenetic relationships: DNA Sequencing
of 2121-bp near-full-length SSU and I'TS1 for molecular
phylogenetic inferences was conducted to determine
the relative placement of Hemicaloosia graminis n. sp.
among closely related species based on blastn search.
The tree inferred from SSU (Fig. 3), using Paratylenchus
dianthus as an outgroup, indicated that i) all the se-
lected taxa from Criconematina are in a monophyletic
clade in relation to Tylenchulus semipenetrans with 100%
support; ii) Caloosia longicaudatus from Caloosiidae and
Loofia thienemanni and Hemicycliophora conida from
Hemicycliophoridae are in a monophyletic clade with
96% support; iil) Hemicaloosia graminis n. sp. is in
a highly supported monophyletic clade with its sister ge-
nus Caloosia which shared a common ancestor with Hem-
icycliophora conida Thorne, 1955; iv) Mesocriconema xenoplax
in Criconematidae is paraphyletic with many other
genera in Criconematidae. This tree is in agreement
with the topology inferred from ribosomal DNA large
subunit D2D3 by Subbotin et al. (2005). Blast search of
the ITS region of H. graminisn. sp. yielded no match with
any species in genBank; therefore, no phylogenetic
analysis was conducted.

The taxonomy of the suborder Criconematina has
been quite confusing, particularly with respect to the
validity of the family Caloosiidae. Siddigi (1980) pro-
posed the family Caloosiidae to separate some species
from Hemicycliophoridae, but Raski and Luc (1987)
did not recognize the family Caloosiidae . Van Den Berg
et al. (2011) provided some evidences supporting the
validity of the Caloosiidae. This study provided further
support for the monophyly of family Caloosiidae and
the family Hemicycliophoridae. However, with very
limited sequencing data available, further molecular
study is needed to test the evolutionary history of this
large nematode group.
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