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Table 1 — Detail of primers used in the study, references, target gene, and PCR conditions

Target gene Reference Primer Primer sequence PCR product Annealing
name Length (bp) temperature and
time (no. of
cycles)
HSP70 Blaschitz et al., HSP70for GCTATTGGTATTGACTTGGG 350 54°C for 120 sec
2008 (40)
HSP70rev CCTTCATCTTGATAAGGACC
Mitochondrial Wong et al., 2012 P_cytbE TGTTGCTCCCCAATAACTCATTT 360 51°C for 30 sec
cytochrome b (40)
(cytB) P_cytbR AGGAATTTAAATTCTAATTGGA
ATT
18S rRNA Olmeda et al., 1997 PIRO-A AATACCCAATCCTGACACAGGG 400 64°C for 45 sec
35)
PIRO-B TTAAATACGAATGCCCCCAAC
18S rRNA Garrett et. al. 2022 RIb-R GAGGTAGTGACAAGAAATAAC 500 50°C for 60 sec
AATA (35)
RIb-F TCTTCGATCCCCTAACTTTC
18S rRNA Matjila et al.,, 2008 ~ Nbab IF AAGCCATGCATGTCTAAGTATA 1600 60°C for 40 sec
AGCTTTT (followed by 72°C
TB Rev AATAATTCACCGATCACTCG for 60 sec) (35)
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Table 2 —Babesia spp. described morphologically from domestic cats and wildlife felines with

comparison of life stage sizes

Babesia species  Piroplasm
clade
[Jaloveca et
al., 2019]

Babesia capensis X
sp. nov.

Babesia galileei X

Babesia X

Size in micrometers Reference

Merozoites in erythrocytes with two Current
parasites 2.11 + 0.38 (range 1.48-2.96)
x 1.41 £0.29 (range 0.74-1.85)

Merozoites in erythrocytes with four
parasites 2.09 + 0.35 (range 1.25-2.59)
x 1.12 +0.32 (range 0.74-2.22)

Trophozoites 2.09 037 (range 1.45-
2.96) x 1.57 = 0.24 (range 1.08-2.04)

Merozoites 1.70 + 0.37 (range 0.81-  [Baneth et al.,
3.05)x 0.91 = 0.25 (range 0.54-139)  2024]

Trophozoites 1.53 £0.35 (range 0.81-
2.50) x 1.07 £ 0.25 (range 0.54-1.62)

Only ring forms were measured [Wong et al.,

. 2012]
Ring form (trophozoites) 1.4-1.6
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Babesia

panickeri,

Babesia canis.
subsp. presentii,

Babesia felis,

Babesia leo.

Babesia lengau,

m

Only merozoites are mentioned

Merozoites 2.7 % 0.3 (1.9-3.6) x
1.320.21 (1.02-1.7)

Merozoites 2.520.36 (range 1.3-2.9) x
1.4 % 0.3 (range 0.7-2.3);

Trophozoites 2.70.42 (range 1.8-3.2)
x 1.7+0.38 (range 1.2-2.5).

1.25 (range 1-2.25)

Only trophozoites were measured

1.05:0.22 (range 0.63-1.73) x 1.0+0.14
(range 0.62-1.03)

Small ovoid forms 1.3+0.2 x 1.30.2
(range 0.8-1.8);

Dividing trophozoites (to merozoites)
1.9120.2 x 1.1 (range 1.6-2.3 and 0.6-
1.3)

[Panicker et al.,
2020]

[Baneth et al.,
2004]

[Davis 1929]

[Penzhorn et al.,
2001]

[Bosman et al.,
2010]
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Table 3 — PCR results of all samples included in the study

Sample  Animal Sampl PCR target gene, primers names and reference.
name species e type The GenBank accession number submitted from in this study for amplified sequence are marked in bold letters*
18S rRNA 18S rRNA 18S rRNA HSP70 cxiB.
(PIRO A, PIRO B) (RLBF,RLBR) (Nbab IF. TB Rev) (HSP70for, HSP70rev)  (PeyfbE. PeythR)
Olmeda ct al., 1997 Garret ct. al. 2022 Matjila et al.. 2008 Blaschitz et al., 2008 Wong ct al.. 2012
RLBI24  Cat DNA  Babesiasp. Western Cape  Babesia sp. Western Cape Babesia sp. Western Cape B. divergens (92%, 100%,  B. gibsoni (90%, 99%,
(99.71%, 100%, (99.55%, 100%, KC790442.1)  (99.86%, 100%, KR611159.1)  EU185805.1) AB685187.1)
KC790442.1) 424bp 1432bp; B. galileei (91%, 100%,  312bp;
348bp; PX661654 PP624315.1) 247bp; PX686955
PX660493 PX686951
RLB12S  cat DNA  Babesiasp. Western Cape  Babesia sp. Western Cape Babesia sp. Western Cape B. divergens (92%, 100%,  B. gibsoni (90%, 100%,
(99.43%, 100%, (99.77%, 100%, KC790442.1)  (99.72%, 100%, KR611153.1)  EU185805.1) AB215096.1)
KC790442.1) 444bp 1432bp; B. galileei (91%, 100%, ~ 284bp;
348bp; PX661655 PP624315.1) 247bp; PX686956
PX660494 PX686952
Choko Cat Blood  Babesiasp. Western Cape  Babesia sp. Western Cape negative B. divergens (92%, 100%,  B. gibsoni (90%, 100%,
on filter (99.43%, 100%, (100%, 100%, KC790442.1) EU185805.1) AB215096.1)
paper  KC790442.1) 348bp) 444bp B. galileei (91%, 100%, ~ 284bp;
PX660495 PP624315.1) 247bp; PX686957
PX686953
Jessie Cat Blood  Babesia sp. Western Cape _ negative Babesia sp. Western Cape B. divergens (92%, 100%,  B. gibsoni (90%, 100%,
on filter ~ (100%, 100%, (99.79%,100%, KR611153.1,  EU185805.1) AB215096.1)
paper  KC790442.1, 1432bp); B. galileei (91%, 100%, ~ 284bp;
364bp; PX660496 PX661656 PP624315.1) 247bp; PX686958
PX686954
CMER1  Caracal  Blood  negative negative negative negative B. gibsoni (90%. 99%.
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CMERI  Caracal Blood  negative negative negative negative B. gibsoni (90%, 99%,
on filter AB685187.1)
paper 312bp;

PX686961

CMER2  Caracal Blood  negative negative negative negative negative
on filter
paper

NCMH4 Caracal  Blood  negative Hepatozoon [yiperdiie, negative negative B. gibsoni (90%, 99%,
on filter (99.58%, 100%, AB685187.1)
paper MK621317.1) 312bp;

500bp; PZ007777 PX686960

NCM6 Caracal Blood  negative negative negative negative negative
on filter
paper

RLB Cat Blood  Uncultured Babesiaclone  NT ‘Babesia sp. Western Cape negative B. ailuropodae (87.5%,

241033 onfilter Z-72(99.73%, (97.15%, 100%, KR611149.1) 100%, PP215410.1)
paper  100%, KI598882.1) 1430bp; 312bp

365bp; PX661657 B. hongkongensis

PX660497 (85.8%, 99%,
OR230435.1)
PX686959

RLB Caracal  Blood  Babesia leo (100%, 100%, NT ‘negative negative negative

241035 onfilter PQ867483.1, 392bp)
paper __ PX660498

RLB Cat Slide  Babesia fglis (99.75%, NT B._felis (99.55%, 100%, negative negative

241032 serape  100%, MF142768.1); AF244912.1) 1572bp;

395bp PX661658.1

Luka Cat DNA  NT NT ‘Babesia sp. Western Cape NT NT
(100%,100%, KR611153.1),
1432bp;
PX795690

Mattewis  Cat DNA  NT NT ‘Babesia sp. Western Cape NT NT
(100%,100%, KR611153.1)
1433bp;
PX795691

* Results represented as species name. (% identity, % cover, accession no, and PCR product length)
NT=not tested




