[bookmark: _Hlk228188307][bookmark: _Hlk215852116][bookmark: _Hlk215852056]Additional file 1: Table S1 Prevalence of Leishmania spp. infection in cats (Felis catus) in Old World countries (data published from 2015 to 2025), by using serological and/or molecular techniques. Data related to the period of sampling, the characteristics of studied cats and variables associated with positivity are included. Except when otherwise stated, the involved species was confirmed or presumed to be Leishmania infantum

	Country (area)
	Period of sampling (month or season and year)
	No. of cats (category/lifestyle)*
	% of immunological positivity (test)
	% of parasitological positivity (test: sample)
	% of overall positivity
	% of non-healthy positive cats (abnormalities)
	[bookmark: _Hlk212225622]Variables associated with positivity
	Reference(s)

	[bookmark: _Hlk188821953]Algeria (Algiers suburbs)
	NA
	388 (stray)
	22.4 (ELISA), 17.0 (IFAT)
	36.6 (real-time PCR: blood)
	NA
	NA
	(no association with sex or age)
	[1]

	Angola (Luanda)
	May 2014February 2016
	102 (domestic)
	0.0
	NA
	NA
	NA
	NA
	[2]

	Bosnia and Herzegovina
	2017
	5
	NA
	20.0 (real-time PCR: blood)
	20.0
	NA
	NA
	[3]

	Cyprus (all 6 districts)
	March-September 2014
	174 (138 owned and 36 shelter-feral)
	0.0–14.3 (ELISA; 160 sera)
	0.06.8 (real-time PCR: blood)
	5.7
	85.7 among seropositive; 100 among PCR-positive
	Hepatozoon spp. and “Candidatus Mycoplasma turicensis” infections
	[4]

	France (south)
	20192022
	231 (173 owned and 58 shelter/free-roaming)
	10.5 (IFAT), 5.5 (ELISA)
	0.0 (PCR: blood from seropositive cats)
	13.4
	NA
	Shelter/free-roaming condition, FIV-infection (assessed together with 1836 cats from Greece, Israel, Italy, Portugal and Spain)
	[5]

	Greece (Athens municipality and Crete, Mykonos and Skopelos islands)
	Summer 2015
	148 (free-roaming and stray)
	0.014.7 (IFAT)
	NA
	NA
	NA
	NA
	[6]

	Greece (Thessaly, 4 prefectures)
	NA
	150 (116 owned and 34 stray)
	NA
	0.020.0 (nested PCR: blood)
	NA
	NA
	(no association with 10 variables)
	[7]

	Greece (Mykonos island)
	NA
	153
	2.0 (IFAT)
	NA
	NA
	NA
	Cohabitation with dogs (assessed together with 116 cats from Italy)
	[8]

	Greece
	20192022
	297 (193 owned and 104 shelter/free-roaming)
	21.8 (IFAT), 16.0 (ELISA)
	0.0 (PCR: blood from seropositive cats)
	23.2
	NA
	Shelter/free-roaming condition, FIV-infection (assessed together with 1770 cats from France, Israel, Italy, Portugal and Spain)
	[5]

	Iran (Ahar county, East Azerbaijan province)
	20122013
	65 (trapped)
	6.2 (DAT)
	0.0 (cytology and culture: spleen, liver; PCR: blood)
	6.2
	NA
	NA
	[9]

	Iran (Azarshahr county, East Azerbaijan province)
	2013
	65 (trapped)
	23.1 (DAT)
	0.0 (cytology and culture: spleen, liver; PCR: blood)
	All cats considered as negative
	NA
	NA
	[10]

	Iran (Kerman city)
	March-September 2014
	60 (stray)
	6.7 (ELISA)
	16.7 (nested PCR: blood)
	NA
	0.0 (all PCR-positive cats healthy on clinical examination)
	Age, elevated creatinine and globulin levels, leukopenia
	[11]

	Iran (Meshkin Shahr district, Ardabil province)
	2014-2015
	103 (stray)
	24.3 (DAT)
	NA
	NA
	NA
	NA
	[12]

	Iran (Kerman city)
	JanuaryJune 2016
	180 (stray)
	NA
	13.9 (nested PCR: blood)
	NA
	64.0 (dermal lesions, gingivostomatitis, lymphadenomegaly and weight loss)
	FIV-seropositivity, age (13 and > 3 years), male sex, clinical signs
	[13]

	Iran (Fars province)
	May 2016July 2018
	174 (stray)
	27.6 (DAT, ELISA)
	20.7 (nested PCR: blood)
	NA
	19.0 (ulcerative or nodular dermatitis, alopecia and scaling)
	Male sex, adult age, rural origin
	[14]

	Iran (Maragheh county, East Azerbaijan province) 
	Spring 2018Spring 2021
	25 (free-roaming)
	0.0 (DAT)
	0.0 (PCR: blood)
	0.0
	NA
	NA
	[15]

	Iran (7 provinces)
	December 2018February 2023
	435 (outdoor owned and stray)
	NA
	0.03.7 (PCR: blood)
	NA
	NA
	(no association with housing condition, geographical location, age group or sex)
	[16]

	Israel (Northern district)
	June 2018
	67 (shelter)
	74.6 (ELISA)
	16.4 (real-time PCR: blood)
	79.1
	52.8 (alopecia, skin ulceration and scaling)
	(no association with FIV-seropositivity)
	[17]

	Israel
	20192022
	313 (296 owned and 17 shelter/free-roaming) 
	15.6 (IFAT), 6.8 (ELISA)
	0.0 (PCR: blood from seropositive cats)
	16.6
	NA
	Shelter/free-roaming condition, FIV-infection (assessed together with 1754 cats from France, Greece, Italy, Portugal and Spain)
	[5]

	Israel (Southern district, 2 camps)
	FebruaryJuly 2022
	8 + 21 (stray)
	9.5 and 75.0 (ELISA)
	12.5 and 28.6 (real-time PCR: blood) –L. major sequenced from 4 cats and L. infantum from 3
	38.1 and 75.0
	64.3 (skin ulcers and scabs, scar, alopecia; ocular secretions, swelling and inflammation)
	NA
	[18]

	Italy (Perugia, Macerata and Arezzo provinces)
	20102016
	286 (112 cattery and 174 colony)
	3.624.5 (IFAT)
	4.238.8 (nested PCR: conjunctival swab)
	21.7
	0.0 (no cats with apparent clinical signs)
	Living in Arezzo, age ≥ 1 year, colony lifestyle
	[19]

	Italy (northern Sardinia region)
	October 2011–January 2013
	90 (outdoor and indoor)
	10.0 (IFAT)
	5.6 (heminested PCR: buffy coat)
	14.4
	38.5 (urinary, mild respiratory and dermatological problems, but no clinical signs compatible with FeL)
	NA
	[20]

	Italy (Regio Calabria province, Messina city and Lipari island)
	March 2012January 2013
	42 (owned and stray)
	2.4 (ELISA)
	7.1 (real-time PCR: blood)
	9.5
	NA
	NA
	[21]

	Italy (South, Sicily and Calabria regions)
	March 2012March 2013
	134 (outdoor) and 63 (indoor)
	7.5 and 11.1 (IFAT)
	6.0 and 7.9 (real-time PCR: blood, lymph node, urine, conjunctival swab, oral swab)
	14.7
	NA (all cats with one or more clinical signs or laboratory abnormalities)
	(no association with age, gender or FIV-seropositivity)
	[22]

	Italy (Messina province and Reggio Calabria city)
	2013
	76 (owned)
	30.3 (IFAT, ELISA, WB)
	NA
	NA
	NA (heterogeneous)
	NA
	[23]

	Italy (Sicily region)
	20132021
	4774 (owned)
	2.3 (IFAT)
	3.5 (real-time PCR: popliteal lymph node)
	11.8 (adjusted value)
	NA
	NA
	[24]

	Italy (Milan city)
	JuneDecember 2014
	90 (stray)
	12.2 (IFAT)
	2.2 (real-time PCR: blood, popliteal lymph node)
	12.2
	81.8 (nasal discharge, pale mucous membranes, stomatitis, lymphadenomegaly)
	FCoV-seropositivity
	[25]

	Italy (5 Aeolian islands)
	January 2015June 2016
	330 (owned)
	0.038.6 (IFAT)
	0.03.2 (real-time PCR: blood, conjunctival swab)
	0.038.6
	48.7 (peripheral lymphadenomegaly), 41.0 (skin disorders) 23.1 (splenomegaly), 8.9 (ocular disorders)
	Age > 2 years, origin from Vulcano island
	[26]

	Italy (Lipari and Vulcano islands)
	MarchApril 2016
	79 + 80 (outdoor owned)
	3.8 and 15.0 (IFAT)
	6.3 (real-time PCR: blood, conjunctival swab)
	6.3 and 25.0
	NA
	NA
	[27]

	Italy (Messina city and Aeolian islands)
	March 2016April 2017
	24 + 42 (indoor, outdoor and stray)
	20.8 and 21.4 (ELISA, IFAT), 25.0 and 11.9 (LSA-IFN)
	4.2 and 4.8 (real-time PCR: blood)
	36.4
	NA
	NA
	[28]

	Italy (Milan city, 9 areas)
	June 2016–December 2018
	117 (stray)
	4.9 (IFAT; 102 sera)
	4.3 (real-time PCR: popliteal lymph node)
	0.030.0
	70.0 (pallor, lymphadenomegaly, increased lung sounds, gingivostomatitis, skin wounds, scaling)
	Hypergammaglobulinemia, origin from area 9 of Milan city
	[29]

	Italy (North, Centre and South)
	June 2017August 2018
	2659 (owned)
	1.39.6 (IFAT)
	0.31.7 (real-time PCR: blood)
	1.610.5
	NA
	Non-neutered status, living in the South, age group (19 months6 years), FIV-infection
	[30]

	Italy (Abruzzo and Apulia regions)
	NA
	122 + 45 (owned)
	3.3 and 2.2 (IFAT)
	NA
	NA
	NA
	NA
	[31]

	Italy (Emilia-Romagna, 5 provinces)
	JuneNovember 2017
	152 (outdoor and indoor)
	0.033.3 (IFAT)
	0.020.0 (real-time PCR: hair)
	0.033.3
	NA (no clinical signs compatible with FeL)
	Increased serum total proteins, decreased serum alkaline phosphatase
	[32]

	Italy (Bologna and Rimini provinces)
	February 2018–October 2019
	85 (stray)
	2.4 (IFAT)
	5.9 (nested PCR: blood)
	5.9
	NA
	NA
	[33]

	Italy (Abruzzo region and Giglio island)
	NA
	76 + 40
	5.3 and 2.5 (IFAT)
	NA
	NA
	NA
	Cohabitation with dogs (assessed together with 153 cats from Greece)
	[8]

	Italy (Liguria region)
	NA
	346 (domestic)
	13.2 (WB; 250 sera)
	28.4 (PCR: blood; 282 cats)
	36.6 (186 cats)
	0.0
	PCR: FIV-seropositivity, higher values of BUN and neutrophils, lower values of HCT, RBC and Hb; WB: Mycoplasma infection (89 cats)
	[34]

	Italy
	20192022
	300 (244 owned and 56 shelter/free-roaming)
	11.0 (IFAT), 6.8 (ELISA)
	7.9 (PCR: blood from seropositive cats)
	12.6
	NA
	Shelter/free-roaming condition, FIV-infection (assessed together with 1767 cats from France, Greece, Israel, Portugal and Spain)
	[5]

	Italy (Lombardy, Lazio and Sicily regions)
	January 2020May 2023
	458 + 257 + 775
	1.610.4 (IFAT)
	2.1 (real-time PCR: blood) and 3.7 (real-time PCR: popliteal lymph node)
	1.610.8
	25.0 (weight loss, lymphadenomegaly, cutaneous signs and ocular signs)
	Sampling in winter, outdoor lifestyle, FIV-seropositivity, origin from Sicily region, male sex
	[35]

	Italy (Lampedusa and Linosa islands)
	JulyOctober 2020
	29 + 3 (owned)
	L. infantum: 34.5 and 0.0 (IFAT); L. tarentolae: 31.0 and 0.0 (IFAT)
	L. infantum: 3.4 and 0.0 (real-time PCR: blood); L. tarentolae: 0.0 and 0.0 (real-time PCR: blood)
	L. infantum: 37.9 and 0.0; L. tarentolae: 31.0 and 0.0
	NA
	NA
	[36]

	Italy (Bari and Valenzano municipalities)
	July 2022July 2024
	194 (stray)
	L. infantum: 12.9 (IFAT); L. tarentolae: 8.8 (IFAT)
	L. infantum: 5.7 (real-time PCR); L. tarentolae: 2.6 (duplex real-time PCR)
	L. infantum: 18.6; L. tarentolae: 11.3
	83.3 (heterogeneous)
	(no association with FIV-infection)
	[37]

	Italy (Campania region, all 5 provinces)
	20222024
	591 + 10 from outside the region (575 stray and 26 pet-owned)
	26.7–60.0 (IFAT)
	7.6 (real-time PCR: lymph node; 79 cats)
	24.1 (79 cats)
	3.1 (heterogeneous)
	Male sex, weight loss (IFAT-positivity)
	[38]

	Italy (Campania region, Avelino, Caserta, Naples and Salerno provinces)
	January 2023December 2024
	229 (indoor and outdoor owned)
	4.411.1 (IFAT)
	NA
	NA
	0.0 (no cats with obvious clinical signs)
	(no association with FeLV/FIV-positivity, place of residence, age, gender or lifestyle)
	[39]

	Morocco (Rabat city)
	December 2022December 2023
	33 (27 stray and 6 owned)
	0.0 (IFAT, 25 sera)
	12.5 (PCR: blood)
	12.5
	25.0 (generalized alopecia and at least 1 other clinical manifestation compatible with FeL)
	NA
	[40]

	Portugal (Algarve region)
	November 2011May 2014
	271 (185 stray and 86 domestic)
	3.7 (DAT)
	NA
	NA
	NA
	NA
	[41]

	Portugal (Centre, Lisbon and Algarve regions)
	AprilDecember 2017
	61 + 266 + 23 (domestic outdoor, shelter and stray)
	0.9 (IFAT)
	6.9 (PCR: buffy coat)
	6.813.0
	26.9 (heterogeneous)
	Antibodies to Phlebotomus perniciosus
	[42]

	Portugal (Madeira island)
	September 2018January 2019
	141 (domestic)
	0.0 (DAT)
	NA
	NA
	NA
	NA
	[43]

	Portugal
	20192022
	295 (292 shelter/free-roaming and 3 owned)
	23.3 (IFAT), 12.8 (ELISA)
	6.2 (PCR: blood from seropositive cats)
	24.7
	NA
	Shelter/free-roaming condition, FIV-infection (assessed together with 1772 cats from France, Greece, Israel, Italy and Spain)
	[5]

	Qatar
	March 2016May 2018
	79 (66 owned and 13 stray-rescued)
	NA
	1.3 (real-time PCR: blood)
	NA
	100 (bilateral blindness)
	NA
	[44]

	Spain (Madrid, Toledo, Guadalajara and Cuenca provinces)
	20142017
	164 + 43 + 38 + 4 (free-roaming)
	0.014.0 (IFAT)
	0.0 (PCR: blood, ear skin)
	0.014.0
	16.7 (clinical signs compatible with FeL)
	Male sex
	[45]

	Spain (Catalonia, 3 municipalities)
	March 2016April 2017
	22 + 45 + 46 (indoor, outdoor and stray)
	4.534.8 (ELISA, IFAT), 9.130.4 (LSA-IFN)
	2.28.7 (real-time PCR: blood)
	35.4
	NA
	NA
	[28]

	Spain (Córdoba province)
	MayJune 2017
	109 (stray)
	22.0 (IFAT), 2.8 (ELISA)
	8.8 (real-time PCR: blood)
	29.9
	NA
	NA
	[46]

	Spain (Zaragoza city)
	September 2019November 2020
	88 (stray)
	10.2 (IFAT)
	NA
	NA
	0.0 (all cats apparently healthy)
	(no association with sex)
	[47]

	Spain
	20192022
	631 (492 shelter/free-roaming and 139 owned)
	11.5 (IFAT), 10.7 (ELISA)
	9.3 (PCR: blood from seropositive cats)
	15.5
	NA
	Shelter/free-roaming condition, FIV-infection (assessed together with 1436 cats from France, Greece, Israel, Italy and Portugal)
	[5]

	Spain (Zaragoza city)
	JanuaryOctober 2020
	114 (stray)
	16.7 (ELISA)
	NA
	NA
	0.0 (all cats apparently healthy)
	NA
	[48]

	Spain (Zaragoza city)
	February 2020October 2022
	332 (stray)
	NA
	2.1 (real-time PCR: blood)
	NA
	0.0 (all cats apparently healthy)
	Sampling in winter
	[49]

	Spain (Zaragoza city)
	October 2020January 2022
	254 (stray)
	16.5 (ELISA)
	NA
	NA
	0.0 (all cats apparently healthy)
	Seropositivity to SARS-CoV-2, Toxoplasma gondii, Dirofilaria immitis and FHV-1
	[50]

	Spain (Zaragoza city)
	2021
	180 (stray; 19 colonies)
	2.2 (IFAT), 2.8 (ELISA), 14.5 (WB)
	5.6 (real-time PCR: blood)
	15.6
	0.0 (all cats apparently healthy)
	Male sex (PCR-positivity)
	[51]

	Spain (Murcia city metropolitan area)
	NA
	212 (stray)
	NA
	20.8 (real-time PCR: blood, skin, spleen, lymph node)
	NA
	NA (heterogeneous)
	Apparently healthy status, sampling in winter
	[52]

	Spain (Valencian community)
	20232025
	34 (feral)
	0.0 (ELISA; 13 cats)
	2.9 (real-time PCR: serum)
	2.9
	NA
	NA
	[53]

	Switzerland (canton of Ticino)
	20222023
	139 (126 retrospective and 13 prospective)
	2.2 (ELISA)
	NA
	NA
	NA
	NA
	[54]

	Thailand (Satun and Songkhla provinces)
	June 2013
	125 + 125
	1.6 and 9.6 (ELISA)
	0.0 (PCR: blood)
	1.6 and 9.6
	NA
	Adult age, living outdoors
	[55]

	Turkey (Adana and Mersin provinces)
	MaySeptember 2013
	22
	NA
	4.5 (nested PCR: blood)
	NA
	0.0
	NA
	[56]

	Turkey (Aegean region, 3 provinces)
	NA
	147
	NA
	8.8 (PCR: blood) – L. tropica sequenced from 4 cats and L. major from 3
	NA
	15.4 (feline urological syndrome, sneeze/nasal-ocular discharge)
	(no association with age)
	[57]

	Turkey (Karaburun peninsula)
	20142016
	19 (stray)
	NA
	5.3 (nested/real-time PCR: conjunctival swab)
	NA
	100 (ulcerative dermatitis)
	NA
	[58]

	Turkey (Mersin province)
	May-September 2015
	50 (domesticand shelter)
	NA
	0.0 (PCR: plasma)
	NA
	NA
	NA
	[59]

	Turkey (İzmir province, 13 districts) 
	NA
	1101 (stray)
	10.8 (ELISA), 15.2 (IFAT), 0.033.3 (coherent)
	0.5 (nested PCR: blood) –L. tropica sequenced from 6 cats and L. infantum from 1
	NA
	NA
	NA
	[60]

	Turkey (Aydın, İzmir, Manisa and Muğla cities)
	NA
	80 + 100 + 64 + 142 (shelter)
	12.325.0 (IFAT; 301 sera)
	0.07.0 (PCR: blood)
	17.9
	NA
	Origin from Manisa compared with Muğla (no association with age, sex or breed)
	[61]

	Turkey (Istanbul province, 11 districts)
	20182020
	316 (stray)
	NA
	0.0 (PCR: blood)
	NA
	NA
	NA
	[62]

	Turkey (Black Sea region)
	March 2020March 2022
	150 (owned domestic)
	NA
	12.7 (real-time PCR: conjunctival swab)
	NA
	100 (concomitant disease)
	Neutered status
	[63]

	Yemen (Utmah district)
	January 2017May 2019
	4 (domestic)
	NA
	0.0 (nested PCR: blood) – L. tropica
	NA
	NA
	NA
	[64]


[bookmark: _Hlk215852016]
* The terminology used in these papers for the cat category is variable and not standardized.

[bookmark: _Hlk188822049]BUN, blood urea nitrogen; DAT, direct agglutination test; ELISA, enzyme-linked immunosorbent assay; FCoV, feline coronavirus; FeL, feline leishmaniosis; FeLV, feline leukemia virus; FHV-1, feline herpesvirus type 1; FIV, feline immunodeficiency virus; Hb, haemoglobin; HCT, haematocrit; IFAT, indirect fluorescent antibody test; LSA-IFN, Leishmania soluble antigen-interferon gamma (IFN produced after ex vivo whole blood stimulation with L. infantum antigen); NA, not assessed/available; PCR, polymerase chain reaction; RBC, red blood cells; SARS-CoV-2, severe acute respiratory syndrome coronavirus 2; WB, western blot
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