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Fig. 1  Morphological features of two genotypes of porcine-borne Balantidium coli under light microscope. A, B: polymorphic, moving faster and

higher density trophozoites of MJ-1 isolate in feces and in vitro; C, D: round, moving slowly and lower density trophozoites of MJ-2 isolate .

(bar =50 pm).
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Fig.2 Visualization of of Balantidium coli trophozoites from porcine (MJ-1 isolate) stained with Acridine Orange. Two distinct nuclei in a transverse

fission form of trophozoite ( A), single ovoid nucleous in the mature trophozoites ( B and C), and both big and small nuclei in a trophozoite (D).

(bar=50 pm).
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Fig. 3 Optimized anneal temperature of PCR amplication for ITSI-
5. 8S rRNA-ITS2 fragment of Balantidium coli( MJ-1 isolate). Lanel
- 5: 60.2°C ,58.8°C .56.8%C ,53C, 49.8C, “ ="
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control, and the optimal anneal temperature is 53°C. The size of

target amplicon is 412 bp; M:DL2000 250 bp Ladder-II.
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Fig.4 The ITS1-based phylogenetic tree of Balantidium coli from pigs using neighbour-joining ( NJ) method of MEGA4. MJ-2 and SX-1

isolates belong to genotype A, and the remaining 13 isolates do genotype A.

_|: B.coli genotype B from pigs AM982725
A Y5s_4isolate from pigs

_EA MZ-1 isolate from pigs
A MJ-3 isolate from pigs
_|: B.coli genotype B from ostrich AM982727

A YC-1isolate from pigs

A YS-3 isolate from pigs
A MJ-4 isolate from pigs Genotype B
A RY-1 isolate from pigs
A MI-1 isolate from pigs
A YS-1 isolate from pigs
A MZ-2 isolate from pigs
A YS-2 isolate from pigs
35 ,—A XA-1 isolate from pigs
L A LN-I isolate from pigs

51 @ SX-1 isolate from pigs
—1_ G.coli from Gorilla AF045030

B.coli from Gorilla EU680315

23 9 @ MI-2 isolate from pigs Genotype A
11 B.coli from Gorilla EU680316
8 B.coli genotype A from pigs AM982724

B.coli genotype A from ostrich AM982726
Strombidium sulcatum DQ811089
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Fig.5 The ITS2-based phylogenetic tree of Balantidium coli from pigs using neighbour-joining ( NJ) method of MEGA4. MJ-2 and SX-1 isolates

belong to genotype A, and the remaining 13 isolates do genotype A.
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Population characterization of Balantidium coli from pigs
using ITS1-5.8S rRNA-ITS2 sequence
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Abstract: [ Objective] To determine the species and genotypes of Balantidium isolated from pigs in Henan province,
China. [ Methods] Scatoscopy and the modified DMEM media were used to isolate trophozoites of Balantidium from pig
feces. The ITS1-5. 83 rRNA-ITS2-based molecular marker method, Acridine orange staining ( AO) and microscopic
observation were used to determine the population characteristics among different isolates of B. coli from various pigs
farms. [ Results] We isolated 15 isolates from the pigs at diagnosis in the Animal Hospital of Henan University of Science
and Technology from the pig farms of the 8 counties or cities of the west of Henan province in total, and all of them belong
to the same species B. coli. MJ-2 and SX-1 isolates were genotype A of B. coli, and the remaining 13 isolates were
genotype B. Trophozoites of MJ-2 and SX-1 were bigger, moved more slowly and lower density in feces and in vitro culture
than other 13 isolates, while structures of their nuclei were not different. [ Conclusion] Both genotype A and B of B. coli
are present in the pig farms of the west of Henan province, China, and genotype B is the determinant population in pigs
farms. These findings could provide an important implication for the effective control of balantidiosis of human and other
hosts.
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