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Abstract. In order to assess the current status of the critically endangered Valencia letourneuxi in
Kalamas River basin, an extensive field survey including twelve sampling stations was undertaken using
back-pack electrofishing device, D-shaped frame net and small mesh size nets in October 2008. In total,
552 fish specimens were collected, belonging to ten freshwater fish species, plus mullets (collectively
grouped as Mugil spp.). V. letourneuxi was found at one station (Anakoli ditch) (8.3% of sampling
stations), at very low relative density (0.95%), where it co-occurred with the loach Cobitis hellenica, the
goby Economidichthys pygmaeus and the introduced Eastern mosquitofish Gambusia holbrooki, with the
last at very high relative densities. Moreover, water samples from selected stations were
phasmatophotometrically analysed for NH;-N, NH3;, NHs, NO>-N, NO,, NaNO,, NOs-N, NO;, PO,, P and
P,Os. Overall, V. letourneuxi was extirpated from one of its two previously known populations in this
basin and its single surviving population was characterized by low local relative density and steep decline
in relation to recent records (2005). Moreover, the presence at very high densities of the G. holbrooki as
well as the increased eutrophication (due to high ammonia and phosphorus inputs) in its highly modified
habitat, suggest a rapid population collapse with significant risk of extirpation from Kalamas basin in the
near future. The necessary conservation measures are outlined.
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Abstract (In Greek). Me oTOx0 TNV a&ioAdynon TNG UPIOTAPEVNG KATAOTAGNG TOU Kpioiua anelAoUhevou
gidoug Valencia letoumeuxi oto MoTapd KaAaupd, dievepynBnke ekTeTapévn épeuva nediou oe dwdeka
oTaBuoug deiypaTtoAnwiag pe Tn Xpnon nAsktpaAigiag kair anoxwv Tov OkTwRpio Tou 2008. ZuvoAika
aAielTnkav 552 dToda wapi®v nou avikav ot déka €idn TwV E0WTEPIKOV UdATWV KaBWMG eniong Kal
kepahosidn (opadonoinuéva wg Mugil spp.). To €idog V. letourmneuxi BpéBnke o €évav oTaduo (kavaAl Tng
AvakoAng) (oto 8.3% Twv oTaBuwv deiypatoAnwiag), oc 1diaiTepa XapnAn oxerikn nukvotnTa (0.95%)
oupnaTpikd pe Ta €idn Cobitis hellenica, Economidichthys pygmaeus kai To un evdnuikd Gambusia
holbrooki, To onoio kai BpeBNKe 0 MOAU UWNAEC OXETIKEG NUKVOTNTEG. EminAgov, deiypaTta vepol ano
€NIAEYHEVOUCG OTABUOUG avaAuBnkav @aocpatoPwTOUeTpIikG yia NHs-N, NHs, NH;, NO,-N, NO,, NaNO,,
NOs-N, NOs, PO4, P and P,Os. SuvoAika dianioTwlnke OTI £vag ek TwV dU0 NANBUopwV Tou V. letourneuxi
gixe eEaleipBei kal o povadikog svanopeivav NANBUopoOG xapaktnpileral and PeiwPEVn OXETIKA NUKVOTNTA
Kal andtoun peiwon o oxeéon Me naAaidotepn dsiypatoAnwia (2005). H napoucdia o noAU uwnAEg
MUKVOTNTEG ToUu aAAoxBovou G. holbrooki kaBw¢ kal 0 eUTPOPIOHOC (AOYW TWV UWNAWV £niNgdwv
auuVIag Kal pwo@opIK®V) Tou unoBabuiopévou BioTonou unodeikvUouv TNV payddia KaTappeuon Tou
nAnBuopol Pe onuavTikn mBavoTnTa £EaAeiwng Tou €idoug and Tnv Askavn anoppon¢ Tou loTapou
Kalapa oto daueco pEAAov. 3Tnv napolioa epyacia nepiAagBavovtal TEAOG Ta anapaitnta METpa
npooTaciag Tou €idoug.

Key Words: Valencia letourneuxi, nAnBucpiakr) katdoTtaon, meavornTa egaieiyng, Motapdg KaAaudg,
EANGGa.

Rezumat. In vederea investigdrii situatiei actuale a speciei critic periclitate Valencia letouneuxi in
bazinul raului Kalamas, au fost demarate largi studii pe teren, care au implicat 12 statiuni de colectare
prin “electrofishing” (echipament "back-pack”, mincioage cu cadru D si plasd deasa), desfasurat in luna
octombrie a anului 2008. A fost capturat un total de 552 exemplare de pesti, apartinand la zece specii de
apa dulce si chefal (specii incadrate in genul Mugil). V. letourneuxi a fost identificata intr-o singura
statiune (canalul Anakoli) (8.3% din statiunile de colectare), la o densitate relativa foarte scazutd
(0.95%), unde ea coabiteaza cu o specie de grindel, Cobitis hellenica, un gobiid Economidichthys
pygmaeus si cu o specie introdusa, Gambusia holbrooki, ultima fiind estimatd la o foarte mare densitate
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relativa. Chimismul apei a fost analizat pentru NHs-N, NHz, NH4, NO,-N, NO,, NaNO,, NOs-N, NOs, PO,, P
si P,Os. Per ansamblu, din cele doud populatii de V. letourneuxi cunoscute in bazinul respectiv, una a
disparut, iar singura populatie supravietuitoare a fost caracterizata prin densitate locald scazuta si declin
abrupt comparativ cu inregistrarile recente din 2005. Mai mult, prezenta la densitati foarte mari a
speciei G. holbrooki, precum si eutrofizarea crescuta (pe fondul cresterii nivelului de amoniac si fosfor) a
habitatului sau puternic modificat, preconizeaza o prabusire a numarului de indivizi si un risc semnificativ
de disparitie a speciei din bazinul Kalamas in viitorul apropiat. In prezenta lucrare sunt subliniate
masurile de conservare care se impun.

Cuvinte cheie: Valencia letourneuxi, statutul populatiei, risc de disparitie, raul Kalamas, Grecia.

Introduction. The Greek valencia, Valencia letourneuxi (Sauvage, 1880) is a distinctive
endemic species of the south Adriatic-Ionian ichthyo-geographical region (Economidis &
Banadrescu 1991; Criveli 1996). It is a temperate, short-living species distributed mainly
in freshwater habitats close to the coast, but tolerates salinity up to 4%eo in the wild and
46%o0 in laboratory conditions (Kottelat & Freyhof 2007; Bianco & Nordlie 2008). Typical
microhabitats are spring-fed streams with deep, clear and slow running waters and
adequate aquatic vegetation to provide food, shelter and spawning substrate (Barbieri et
al 2000).

The historical range of the species extended from southern Albania to the north
Peloponnese peninsula, with a fragmented distribution within Greece. Populations
occurred in thirteen systems according to past records, but recent assessments indicate
the extirpation of its two known westernmost (in the Ionian Islands) and its
southernmost (Alfios drainage) populations, with most of the remaining ones having very
low local densities (Kalogianni et al 2010a). According to Crivelli (2006), current
geographical range is restricted to 2,250 km? with the total habitat area less than 15
km?. Due to its deteriorating status, caused by habitat modifications and competition with
and aggression by the introduced eastern mosquitofish Gambusia holbrooki Girard, 1859,
it has been registered as critically endangered in the IUCN International Red List, as a
priority species in Annex II of the EU Habitats Directive (92/43/EEC) and as a strictly
protected species in the Bern Convention (Kottelat & Freyhof 2007).

River Kalamas represents the northern distribution limit of V. letourneuxi within
mainland Greece, but various anthropogenic pressures continuously pose serious threats
to the fish fauna of this drainage area. The species was recorded there in the past in
Drepano marsh (Labhart 1980; Barbieri et al 2000), but during a more recent survey
(2005) it could not be detected there (Kalogianni et al 2010a). However, another
population was first detected during the same survey at another location (Anakoli spring-
fed system), but at very low densities (Kalogianni et al 2010a). The relatively recent
extirpation event in Drepano marsh, the low densities of the only known surviving
population at Anakoli in 2005, as well as the apparent extirpation of V. letourneuxi from
all its known localities at the adjacent Ionian Island of Corfu (Villwock et al 1982;
Economidis 1995; Kalogianni et al 2010a), with which the Kalamas populations share a
similar genetic profile, distinct from that of populations of southern Greece (Maltagliati et
al 2006), rendered essential a thorough and up-to-date monitoring of its status in
Kalamas basin. The aim of the present work was to investigate various habitats of River
Kalamas for the presence of V. letourneuxi and to assess its status and its prospects for
conservation in a drainage-wide context.

Material and Method. River Kalamas (or Thyamis, Figure 2) springs forth from Mount
Dousko (close to the Greek-Albanian borders) at 1,300 m altitude and drains in the
Ionian Sea, after a course of 115 km. Catchment area is approx. 1,831 km? and the
coastal zone is characterized by an extended (78 km?) deltaic system. Field work took
place in October 2008, using a portable (back-pack) electrofishing device (Hans Grassl
GmbH 1G200/1), as well as a D-shaped frame net at a right angle to the handle and
small mesh size nets (Figure 1). Twelve sampling stations (both freshwater and brackish
habitats) were thoroughly investigated (Figure 2, Table 1).
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Figure 2. Sampling stations (1-12, A) in Kalamas River basin.

After species’ identification [based on diagnostic keys in Kottelat & Freyhof (2007)], fish
were returned to the water. Relative density (percentage of specimens out of total
number of the sympatric species caught in each station) of all fish species was calculated.
Water samples were obtained in sterile bottles of 1 L from three locations (stations 4, 5
and 6) at the Anakoli spring system (where V. letourneuxi’s presence was confirmed) and
for purposes of comparison from station 7, also in the deltaic area. Samples were
subsequently analysed (using standard analysing protocols of HACH DR-2000
phasmatophotometer) for NHs-N, NHs3, NH4, NO,-N, NO,, NaNO,, NOs-N, NOs, POy, P and
P,Os in the analytical chemistry laboratory of the Department of Aquaculture & Fisheries,
Technological Educational Institute of Epirus.

Results and Discussion. According to the IUCN Red List, V. letourneuxi is one of the
twenty four most endangered species in Europe, due to various anthropogenic pressures.
For example, water abstraction and pollution were the main reasons of its extirpation
from the adjacent Ionian Islands (Corfu and Lefkas; Economidis 1995). Moreover, major
threats to the surviving mainland populations are river bank erosion, aquatic vegetation
damage and increased sedimentation, caused by irregular water release from dams, as
well as land reclamation, hydraulic works and organic pollution, as in the case of River
Kalamas (Barbieri et al 2000; Kalogianni et al 2010a).
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During the course of this survey, 552 fish specimens were collected in Kalamas
River basin, belonging to ten freshwater fish species, plus mullets (collectively grouped
as Mugil spp., Figure 3; Table 1). G. holbrooki was by far the most abundant species
mainly in the lowland areas of the basin (stations 4-10) followed by mullets. V.
letourneuxi, in contrast, was found at only one (Anakoli ditch, station 6, Table 1) out of
twelve stations (8.3 %), at very low relative density (0.95%), where it co-occurred with
the loach Cobitis hellenica Economidis & Nalbant, 1996 (3.81%), the goby
Economidichthys pygmaeus (Holly, 1929) (18.1%) and G. holbrooki at very high relative
densities (77.14%).
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Figure 3. Total number of specimens of each fish species caught in Kalamas basin during
the October 2008 survey.

This spring-fed ditch (depth 1.5 m), with dense riparian vegetation (mostly Phragmites
australis), low flow and silty substrate, was covered by a thick layer of aquatic vegetation
(mostly Ceratophyllum spp. and P. australis) and was thus typical of V. letourneuxi
known habitats (Barbieri et al 2000). The water temperature was 15.7 °C, DO 8 mg L},
pH 7.16, conductivity 1,180 uS cm™ and salinity <2%eo. Indicative of its highly restricted
presence in this spring-fed system is the fact that the species was not found either at the
actual spring area, nor further downstream (stations 4 and 5 respectively). Population
relative density (0.95 %), however, was very low, and even reduced by 66.1% compared
to that of 2.8% recorded at this station in a 2005 survey (Kalogianni et al 2010a). In
addition, summer droughts (especially that of September 1997) are probably the main
reason for the extirpation of its other known population in this basin (Drepano marsh),
first reported in Labhart (1980).

In contrast to V. letourneuxi that exhibits habitat specificity and narrow ecological
requirements (Kalogianni et al 2010a), its sympatric species at the Anakoli ditch, are able
to exploit less stable aquatic ecosystems. In addition, competition with and aggression by
G. holbrooki, that has been introduced in the past to control malaria, has been proposed
as a main reason of V. letourneuxi’'s population decline (Economidis 1995; Kottelat &
Freyhof 2007), as it has also been suggested for its related species Valencia hispanica
(Valenciennes, 1846) (Rincdn et al 2002). Interestingly, in the only known locality in
Greece that V. letourneuxi is relatively abundant (in River Mornos basin) the target
species does not co-occur with G. holbrooki (Kalogianni et al 2010ab).
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Table 1
Sampling stations and relative density of fish fauna in Kalamas basin;
n is number of fish

Station Location n Species - relative density (%)
1 Lista springs 22 Telestes pleurobipunctatus (Stephanidis, 1939) (90.9)
Squalius cf. peloponnensis (Valenciennes, 1844) (9.1)
2 Raveni 33 Pelasgus thesproticus (Stephanidis, 1939) (81.8)
Luciobarbus albanicus (Steindachner, 1870) (18.2)
3 Pente Ekklisies 11 T. pleurobipunctatus (54,5)

S. cf. peloponnensis (18,2)
L. albanicus (27.3)

4 Anakoli spring . E. pygmaeus (3.125)
Anakoli brook 96° salaria fluviatilis (Asso, 1801) (3.125)
Mugil spp.(10.42)
G. holbrooki (83.33)
6 Anakoli ditch 105 C. hellenica (3.81)
E. pygmaeus (18.1)
G. holbrooki (77.14)
V. letourneuxi (0.95)

7 Kestrini bridge 47 Mugil spp. (68.1)

E. pygmaeus (8.5)
G. holbrooki (23.4)

8 Riho estuary 62° Mugil spp. (19.6)
Drepano marsh G. holbrooki (80.4)
9 Vatatsa estuary 29 E. pygmaeus (17.3)

G. holbrooki (82.7)

10 Vatatsa channel 70 Mugil spp. (20.0)
Carassius gibelio (Bloch, 1782) (1.4)
G. holbrooki (78.6)

11 Kato Aetos swamp 32 G. holbrooki (100.0)

12 Plataria brook 45 S. fluviatilis (68.9)
G. holbrooki (8.9)
Mugil spp. (22.2)

@ Data from stations 4 and 5 were pooled
® Number refers to Riho est.; Drepano marsh (n=0) was partially dried out

Finally, concerning the water quality of the single station (station 6) hosting the V.
letourneuxi population, NHs-N, NHs and NH,4 levels were higher than neighboring stations
4 and 5 of the Anakoli spring system, where they were practically negligible (Fig. 4a).
These levels were even higher than those of station 7 (Kestrini bridge), which was
originally thought to be highly polluted, due to its proximity to agricultural land. In
contrast, nitrite and nitrate levels were lower in station 6, compared to the other stations
(Fig. 4b, c). Finally, phosphorus levels were also increased in station 6, in relation to 4
and 5 (Fig. 4d). In regard to the maximum limits set by the EC Freshwater Fish Directive
(78/659/EEC) for the protection of cyprinids, non ionized NHs at station 6 exceeds by far
the maximum concentration of 0.025 mg L ! of EC guidelines. The high ammonia and
phosphorus levels detected in the Anakoli habitat hosting V. letourneuxi, suggest
increased eutrophication and thus habitat degradation, probably due to inputs from
nearby agricultural and livestock activities.
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Figure 4. Ammonia (a), nitrite (b), nitrate (c) and phosphorus levels (d) of selected
stations, including the locality where V. letourneuxi was recorded
(station 6, marked with asterisks).

Conclusion. The extirpation of the Drepano marsh population and the rapid decline of
the Anakoli population due to habitat degradation and possibly G. holbrooki competition
suggest the possibility of extirpation of the species from the Kalamas basin in the
immediate future, unless conservation and/or rehabilitation measures are implemented.
More specifically, since the species is not recruitment-limited and population density
limits are partially set by the carrying capacity of the habitat (Barbieri et al 2000), a
habitat management, restoration and preservation plan is deemed necessary. This should
include habitat protection actions, such as securing the necessary water volumes by
controlling water abstraction, reducing nutrient inputs by translocation of nearby
livestock activities and adopting organic farming methods at the neighbouring agricultural
land, water quality monitoring, as well as actions of enhancing natural reproduction in
controlled environments (artificial ponds or aquaria). Restocking using specimens with
similar genetic profile is also an option (a genetic study of the various V. letourneuxi
populations is currently underway). Finally, sensitizing local community on the issues
above and designating this particular habitat as species protection area within the
"Natura" framework are also an immediate priority.
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