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DAC BIEM PHAN LOAI VA XAC DINH GENOTYP
HISTOMONAS MELEAGRIDIS GAY BENH TREN GA 0 THAI NGUYEN VA

BAC GIANG BANG CHI THI GEN 18S RIBOSOME
Trwong Thi Tinh', Nguyén Thi Kim Lan’,
Nguyén Thi Bich Nga?, Lé Vin Nam?, Lé Thanh Hoa?
TOM TAT

Histomonas meleagridis 13 tic nhan gy bénh ’dau den” (histomoniasis) & ga, gy thiét hai dang
ké cho nganh chin nudi. Trong nghién ciru nay, chiing t6i da str dung phuong phap phan tich chi thi
phan tir chudi gen 18S ribosome dé phan tich dic diém phan loai va x4c dinh genotype ctia 4 ching
Histomonas sp (bao gdm: Hm-H1-TN-VN; Hm-H2-BG-VN; Hm-C1-TN-VN va Hm-C2-BG-VN),
phan lap dugc tir cAic mau gan va manh trang ctia ga bénh & Thai Nguyén va Bic Giang. Két qua so
sanh trinh tu nucleotide cua gen 18S ribosome cua 4 chung Histomonas sp phan lap dugc tir ga méc
bénh histomoniasis & 2 tinh trén cho thay ching déu thudc vé loai H. meleagridis do c6 sy twong dong
vé nucleotide ctia gen 18S ribosome ciia 4 chung so v6i 13 chung H. meleagridis tham chiéu cua Uc,
Trung Quéc, Phap dat téi 99,3-100%, va khac hoan toan voi cac chung ngoai loai (Parahistomonas
wenrichi, Tritrichomonas nonconforma, va Dientamoeba fragilis). Nhu vay, cac chung H. melea-
gridis cua Viét Nam c6 vi tri phan loai thudc chi Histomonas, ho Dientamoebidae, 16p Tritricho-
monadida. Phan tich pha h¢ dya trén gen 18S ribosome di khang dinh cac ching ctia Viét Nam ciing
nhém véi cac ching H. meleagridis thudc genotype I cia Phap; Pong thoi phén tich trong nghién
clru nay ciing xac dinh 1a tit ca cac ching H. meleagridis cua Trung Qudc ciing thudc genotype 1.
Nghién ciru ndy cung cp thém mot s6 dic diém vé sinh hoc phan tr va phan loai/genotype cia H.

meleagridis giy bénh histomoniasis trén ga c6 ngudn gdc tai Viét Nam.

Tur khoa: Ga, Histomonas meleagridis, Gen 18S ribosome, PCR, Pha h¢, Genotype.
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SUMMARY

Histomonas meleagridis is a flagellated protozoan pathogen causing “black head” disease
(histomoniasis) in chicken with considerable loss for the animal husbandry sector. In this study,
we analyzed 18S ribosomal sequences as genetic markers for taxonomic classification and
genotyping of 4 Histomonas sp strains (such as: Hm-H1-TN-VN; Hm-H2-BG-VN; Hm-C1-TN-
VN and Hm-C2-BG-VN) isolated from liver and cecum samples of the infected chickens col-
lecting in Thai Nguyen and Bac Giang. The result from comparative analysis of 18S ribosomal
nucleotide sequences showed that 4 Histomonas sp strains isolating from the histomoniasis
chickens in Viet Nam, belonged to H. meleagridis. This identification based on the similarity
level of 18S ribosomal sequence of 4 above strains and 13 reference strains of H. meleagridis
from Australia, China, France reached 99.3 — 100%, and quite distinct in comparison with the

! Truong Pai hoc Nong Lam, Pai hoc Thai Nguyén
2Vién Cong nghé sinh hoc, Vién Han 1am KH&CNVN
*Hoi Thu y Viét Nam

80



KHOA HOC KY THUAT THU Y TAP XXIII SO 3 - 2016

strains of interspecies (Parahistomonas wenrichi, Tritrichomonas nonconforma and Dientamoeba
fragilis). Thus, the H. meleagridis strains isolating in Viet Nam were classified, they belonged to
the Histomonas genus, Dientamoebidae family, Tritrichomonadida class. Phylogenetic analysis
basing on 18S ribosomal sequences affirmed that the Vietnamese H. meleagridis strains placed
in the same group with H. meleagridis of genotype | from France. In this study, genotype of the
Chinese H. meleagridis strains was also determined as genotype I. This study provided some
additional features on genetics and taxonomic classification/genotyping of H. meleagridis in

chicken originating in Viet Nam.

Keywords: Chicken, Histomonas meleagridis 18S ribosome, PCR, Phylogenetic, Genotype.

I. PAT VAN PE

Bénh “dau den” (blackhead, histomoniasis)
do mot loai ky sinh trung don bao c6 tén goi
Histomonas meleagridis Tyzzer, 1924, thudc ho
Dientamoebidae/Protrichomonadinae (b6 Tri-
trichomonadida, 16p Tritrichomonadea) gay ra
& gia cam, chi yéu 14 ga tdy va ga nha, thiét hai
rat 16n trén toan thé gidi, voi bénh chu yéu thé
hién ¢ bé miat gan co bién ddi giéng hinh “hoa
cic” va & manh trang (rudt thira) c6 bién doi dac
trung do dich thAm xudt bi ¢ dic tao “kén” nén
ngudi ta con goi 1a bénh kén rudt (McDougald,
2005; Lé Van Nam, 2011). Trong manh trang
cua ga bénh, giun kim Heterakis gallinarum
ciing cung thyc hién vong doi phat trién, nén H.
meleagridis dinh nhiém vao trimg giun dé dugc
thai ra bén ngoai, ton tai trong moi truong va
duogc giun dat an phai; va tiép tuc ga lai an giun
dat va tai nhidm, tao nén chu trinh truyén lay
khép kin gay bénh trén gia cam (McDougald,
2005). Pay la nguyén nhan siu xa dé bénh “dau
den” luu ciru trong thoi gian dai tai co sé chan
nudi, va 1a i do co ban dé ga bi tai nhiém va
bénh ctr 13p lai sau khi da diéu trj khoi (Lé Van
Nam, 2011).

Nghién ctru giam dinh va phan loai H. me-
leagridis, ngoai can ci triéu chung lam sang va
bénh tich dic trung, hau hét giam dinh sinh hoc
phan tu déu dua trén dic diém gen 188 ribosom
(Mantini va cs., 2009). Gan day, mot sb cong
trinh dinh typ (genotyping) dua trén phan tich
chudi nucleotid ving giao gen ITS1 (internal
transcribed spacer 1) da dugc 4p dung va c6 ba
kiéu gen dwoc mé ta: genotyp I va II phan lap

dugc lién két v6i bénh 1am sang xuat phat tir
H. meleagridis, trong khi d6, genotyp III c6 1€
lién quan voi Parahistomonas wenrichi (Van
der Heijden va cs., 2006; Mantini va cs., 2009).

O Viét Nam, mic di bénh xay ra trén dién
rong trong ca nudc (LE Van Nam, 2011; 2012;
Nguyen va cs., 2015), nhung dic diém gen hoc
va genotyp cua H. meleagridis con dugc biét
mot cach rat han ché va gan day, histomoniasis
duge mo ta mot cach chi tiét hon & mot sb tinh
phia Nam bao gdm ca gidm dinh bang sinh hoc
phén tu (Nguyen va cs., 2015). Céc nghién ctru
trén thé gi6i cho thiy ¢ nhiéu typ va genotyp
khac nhau (Van der Heijden va cs., 2006; Man-
tini va cs., 2009), va nhu vay, cau hoi duoc dat
ra 1a H meleagridis giy bénh dau den & Viét
Nam c¢6 dic diém gen hoc nhu thé nao va thudc
typ (genotyp) nao, c6 khac voi H. meleagridis
trén thé gii hay khong.

Trong bai bao nay, ching toi trinh bay két
qua nghién ctru xac dinh gen hoc va xac dinh
genotyp loai H. meleagridis tr cAc mau phan
1ap trén ga nhiém bénh ¢ Thai Nguyén va Bic
Giang tai Viét Nam, bang sinh hoc phén tir phan
tich so sanh gen 18S ribosom.

II. NGUYEN LIEU VA PHUONG
PHAP
2.1 Nguyén li¢u

Céc mau bénh pham gan va manh trang cta
ga nghi mac bénh ky sinh tring don bao Histo-
monas sp dugc xac dinh vé bénh tich 1am sang,
hinh thai va cung cap ngudn mau dé tham dinh
bang sinh hoc phan tir. Cac miu bénh pham
duogc ldy tuoi va bao quan trong da lanh mang
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vé dé tach DNA tong s6 ngay hodc di bao quan
mau trong con 70°khi van chuyén. Tong sb gdm
6 mau (3 miu gan va 3 miu manh trang) phan lap
trén ga tai tinh Thai Nguyén va tinh Bic Giang
nim 2014 va nam 2015. Mau gan, ky hiéu: 1.
Hm-H1-TN-VN (Thai Nguyén); 2. Hm-H2-
BG-VN (Bic Giang); 3. Hm-H3-TN-VN (Thai
Nguyén) va Miu manh trang, ky hiéu: 4. Hm-
CI-TN-VN (Thai Nguyén); 5. Hm-C2-BG-VN
(Bic Giang); 6. Hm-C3-TN-VN (Thai Nguyén).

2.2 Xir Iy miu va tach chiét DNA tong so

Mau gan: Mau dugc bio quan trong con
duoc loai bo bot néng d6 con khi xtt 1i. Cit mot
mau gan (~ 25 mg) ¢ vi tri bénh tich dién hinh
(c6 dang hinh hoa ciic) (Hinh 1), cit nho trén
lam kinh, chuyén méu vao 6ng Eppendorf, rira
nudce 3 lan, ngdm nudc qua dém trong ngin mat
dé ngay hom sau tach DNA. Mdu manh trang:
M6 manh trang, b phén, rira bing nudc cat khtr
trung cho sach phan, cao 16p niém mac an sau
trong manh trang dé tich DNA.

Tdch chiét DNA tong sé: Tét ca cac mau bénh
pham duoc tach chiét DNA tong sb st dung bd
sinh pham QIAamp DNA Mini kit (hing QIA-
GEN Inc, M¥), theo hudng dan cua nha san
xuit. Tom lugc: Cac miu dugc nghién thanh
huyén dich dong nhét bang b c¢bi chay nhua.
B6 sung 180 pl ATL + 20 pl Proteinase-K + 4
ul RNase-A. U 55°C/2 gio; thinh thoang vortex
mau (30 phat/1 1an). Sau d6 bd sung 200 pl AL;
@ 70°C/30 phut. Chuyén dich cic mau sang céac
cot loc (Ién mang loc) cua bg kit da cung cép.
Ly tam 13.000 vong/phit trong 1 phut. Bé sung
500 pul AW1; ly tdm 13.000 v/phtt trong 1 phut.
Bo dich bén dudi cua cot loc. B6 sung 500 pl
AW2; ly tdm 13.000 v/phut trong 1 phut (2 lan)
dé 1am kho mang loc. B sung 100 ul AE; dé ¢
nhiét d phong (25°C/2 phut). Ly tdm thu DNA
téng s6, bao quan & -20°C cho dén khi sir dung.
2.3 Thu nhin gen 18S ribosom bing phan
ung PCR
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Phan ung PCR dugc thyc hién voi khuon la
DNA tong s6 ctia cac mau, str dung cip moi theo
Grabensteiner va Hess (2006): HMF (5’ GAAA-
GCATCTATCAAGTGGAA 3°) va HMR (5’
GATCTTTTCAAATTAGCTTTAAA 3°).

Thanh phan phan tmg PCR gdm: 3 ml khuén,
25 ml PCR Master Mix (Promega), 2 ml mdi
loai mdi (10 pmol/ml), 2 ml DMSO (dimethyl
sulfoxide), 16 ml nudc tinh khiét, trong tong sb
50 ml. Thyc hién phan tmg PCR trén may PTC
MIJ-100 (MJ Research, Watertown, MA, USA),
theo chu trinh nhiét: 1 chu ky ¢ 94°C/5 phaut,
35 chu ky [94°C/1 phut, 50°C/30 giay, 72°C/1
phit], chu ky cudi ¢ 72°C/10 phat. San pham
duogc tach ra khoi agarose (“thoi gel”) bang bo
sinh pham Accuprep Gel Purification Kit (Bi-
oneer, Han Qudc) va duge giai trinh ty tryc tiép
dé thu nhan cac chudi cubi cing ciia mot phan
gen 18S gém 577 bp dé phan tich da chudi. Cac
chudi nay duogc str dung dé truy cap Ngan hang
gen st dung chuong trinh Blast (http.//blast.
nebi.nlm.nih.gov/Blast.cgi) va thu thap cac chudi
tuong tu da cong bd dé phan tich so sanh trinh
tu nucleotid x4c dinh phan loai va dinh typ. Céc
chudi 18S thu dugc trong nghién ciru nay va tir
Ngan hang gen duoc liét ké ¢ bang 1.

2.4 Phan tich chudi gen va xir 1y s6 liéu

San phdm PCR sau khi tinh sach duoc giai
trinh tu truc tiép. Chudi nucleotid dugc xur 1y
béng ChromasLITE v2.01; truy cap Blast tai dia
chi (http://www.ncbi.nlm.nih.gov/BLAST) dé thu
nhan cac chudi gen 18S ribosom tuong dong cd
trong Ngan hang gen. So sanh d6i chiéu trinh ty
nucleotid ctia gen 18S bang chuong trinh Gen-
DOC2.7 (http://www.nrbsc.org/gfx/genedoc/);
khao sat vé twong dong nucleotid va mdi quan
hé pha hé s dung chuong trinh MEGA6.06,
phuong phap ‘két noi lien ke’ NJ (Neighbor-
Joining NJ) v6i hé s6 tin tudng (bootstrap) 1000
lap lai (Tamura va cs., 2013).
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Bang 1. Danh sach mau Histomonas meleagridis va cac ky sinh tring don bao,
nguén géc mau va loai/genotyp dwoc xac dinh tham gia nghién ciru nay

Nguén gbéc

STT Ky hiéu mau/Sé dsng ky (huyén/tinh/ t’;ﬂ‘;g:ggl thu’éi"éf:gtyp
quoc gia)

1 Hm-H1-TN-VN Théai Nguyén H. meleagridis Nghién ctru nay

2 Hm-H2-BG-VN B&c Giang H. meleagridis Nghién ctru nay

3 Hm-C1-TN-VN Thai Nguyén H. meleagridis Nghién ctru nay

4 Hm-C2-BG-VN B&c Giang H. meleagridis Nghién ctru nay

5 Hmel-TC6-AT-AJ920323 Australia H. meleagridis N/A

6 Hmel-YZ1-CN-JX963642 Trung Quéc H. meleagridis N/A

7 Hmel-YZ3-CN-JX963645 Trung Quéc H. meleagridis N/A

8 Hmel-YZ12-CN-JX963654 Trung Quéc H. meleagridis N/A

9 Hmel-YZ16-CN-JX963658 Trung Quéc H. meleagridis N/A

10 Hmel-YZ22-CN-JX963664 Trung Quéc H. meleagridis N/A

11 Hmel-YZ27-CN-JX963669 Trung Quéc H. meleagridis N/A

12 Hmel-Jia-CN-JQ277354 Trung Quéc H. meleagridis N/A

13 Hmel-AH1-CN-JX963644 Trung Quéc H. meleagridis N/A

14 Hmel-FR-AF293056 Phap H. meleagridis N/A

15 Hmel-34-1-FR-EU647886 Phap H. meleagridis Genotyp |

16 Hmel-34-2-FR-EU647887 Phap H. meleagridis Genotyp |

17 Hmel-17-1-FR-EU647884 Phap H. meleagridis Genotyp |

18 Pwen-23-6-FR-EU647888 Phap P. wenrichi Genotyp I
19 Pwen-23-7-FR-EU647889 Phap P. wenrichi Genotyp lll
20 Tnon-R114-CU-AY055803 CuBa T. nonconforma N/A

21 Dfra-1085-UK-JQ677148 Anh D. fragilis N/A

22 Dfra-Syd-AU-AY730405 Australia D. fragilis N/A

23 Dfra-Df379-UK-JQ677147 Anh D. fragilis N/A

24 Hmel-2-1-32-FR-Gtypel-HG008083 Phap H. meleagridis Genotyp |
25 Hmel-4-7-002-FR-Gtypel-HG008094 Phap H. meleagridis Genotyp |
26 Hmel-6-2-33-FR-Gtypel-HG008093 Phap H. meleagridis Genotyp |
27 Hmel-13-4-FR-Gtypel-HG008091 Phap H. meleagridis Genotyp |
28 Hmel-10gg§§85(;§9R-thpel- Phap H. meleagridis Genotyp |
29 | Hmel-10-4-35-FR-Gtypell-HG008096 Phap H. meleagridis Genotyp Il
30 Hmel-4-4-33-FR-Gtypell-HG008097 Phap H. meleagridis Genotyp Il

Ghi chu: Hmel: Histomonas meleagridis;, Pwen: Parahistomonas wenrichi; Tnon: Tritrichomonas
nonconforma Dfra: Dientamoeba fragllzs S6 dang ky Ngdn hang gen & cudi moi chudi; So hiéu
ciia mau (néu c6) dwoc ghi & giita viét tdt tén loai va viét tdt tén quoc gia (vi du Hmel-17-1-FR-
EU647884/Hmel: H. meleagridis; 17-1: s6 hiéu mau; FR: Phdp; EU647884: s6 dang ky Ngdn

hang gen). Viét tdt tén quoc gia theo qui dinh tai: https://countrycode.org/. N/A: chira xdc dinh (not

available).
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III. KET QUA VA THAO LUAN
3.1. Miu bénh phim tir ga bénh va két qua
thwe hién phan rng PCR

Mau bénh phim thu tir ga bénh gdm 2 loai,
dién hinh: i) mau gan c6 bién doi, bé mat loang 16

trong gidng nhu “hoa cuc” kich thude khac nhau,
do bi xuét huyét va viém loét hoai tir & cac murc do
khac nhau (hinh 1A); va ii) miu manh trang (ruot
thira) trang thai cung, bén trong dac va day, ni€ém
mac va khoang rudt bi c6 dac tao thanh hinh dang
trong nhu mot loai “kén” (hinh 1B).

Hinh 1. Ga bi bénh “dau den” (Histomoniasis) & Thai Nguyén va Bic Giang

A. Gan bi biéen doi giong “hoa cuc

7y B. Manh trang (ruét thuea) ciia ga bénh tao "kén"

Hinh 2. San pham PCR ving DNA chira gen mét phan gen 18S ribosom cua cac mau
nghién ciru. M: chi thi DNA (Lamda cét bang Hindlll);

1-6: san pham mau nghién cieu, gom: 1. Hm-HI-TN-VN (Thai Nguyén); 2. Hm-H2-BG-VN (Bic
Giang); 3. Hm-H3-TN-VN (Thai Nguyen); 4. Hn-CI1-TN-VN (Thai Nguyén); 5. Hm-C2-BG-VN

(Bdc Giang); 6. Hm-C3-TN-VN (Thai Nguyén). Mau s6 3 (Hm-H3-TN-VN (Thdai Nguyen) khong co
san pham; mau s6 6 (Hm-C3-TN-VN (Thai Nguyén) chat leong thap; khéng giri di giai trinh tu

Tir DNA téng s6 tach chiét tir cic mau nghién
cuu, voi thanh phﬁn va chu trinh nhiét PCR nhu
d3 giGi thiéu & trén, chung t6i da thu duoc két qua
PCR ving gen 18S ribosom ctia 6 mau nhu sau:
1. Hm-HI-TN-VN (Thai Nguyén); 2. Hm-H2-
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G-VN (Bic Giang); 3. Hm-H3-TN-VN (Thai
Nguyén) (khéng c6 san phdm PCR); 4. Hm-
C1-TN-VN (Thai Nguyén); 5. Hm-C2-BG-VN
(Béc Giang); 6. Hm-C3-TN-VN (Thai Nguyén).
Mau s6 3 Hm-H3-TN-VN (Thai Nguyén) khong
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¢6 san pham PCR va miu s6 6 (Hm-C3-TN-VN Sau khi xtr 1i, trinh ty chudi nucleotid c6 do
(Thai Nguyén) chit luong thép; khong gui di ~ dai 577 bp cua 4 mau Histomonas sp trén ga Thai
Nguyén va Bac Giang (gom 2 chuoi tir gan va 2
! ; A S chudi tir manh trang) da duoc thu nhan (Bang 1)
ribosom cua 4 mau co trinh tu chinh xac 1a 577 va dua vao phan tich twong ddng va xac lap pha
bp (hinh 2). h¢ trong dinh loai va genotyp (hinh 3).

giai trinh ty. Sau khi giai trinh tu, chudi gen 18S

b
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Hinh 3. Sdp xép so sanh trinh tw chudi nucleotid gen 18S ribosom cua 23 ching,
bao gém ca 4 chuéi trong nghién ciru nay va 19 chuébi thuéc cdc loai H. meleagridis,
Parahistomonas wenrichi, Tritrichomonas nonconforma va Dientamoeba fragilis
(liét ké & bang 1).

3.2. So sanh twong dong thanh phan nucleotid Trinh tw gen 18S ribosom cua 4 chung Histo-
gen 18S ribosom cac mau Histomonas sp. trén  monas sp trén ga cua Viét Nam thu thap ¢ Thai
ga voi cac chiing ndi va ngoai loai khac Nguyén va Bac Giang, dugc dua vao sap xép doi
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chiéu v6i 13 chung tham chiéu H. meleagridis
clia Australia, Trung Qudc va Phap (Mantini
va cs., 2009; Bilic va cs., 2014), va cac chung
ngoai loai gdbm 2 ching thudc loai Parahisto-
monas wenrichi, 1 ching thudc loai Tritricho-
monas nonconforma, va 3 chung thudc loai
Dientamoeba fragilis (liét k& & bang 1), bang
chuong trinh GenDOC2.7 (hinh 3).

Hinh 3 cho thay giita 4 ching Histomonas
sp cua Viét Nam va 13 chiung H. meleagridis
bén ngoai cua Trung Qudc, Australia va Phap,

¢6 trinh tyr gen 18S ribosom gan nhur dong nhit (dat
99,3-100%). Chi c6 mdt vai sai khac & mét s6 vi
tri gitra cac chung thudc loai H. meleagridis, trong
khi d6, co rat nhiéu sai khac nucleotid so v&i cac
chung ngoai loai P. wenrichi, T. nonconforma
va D. fragilis, tham chi c6 sy bdt di hay thém
vao 3 nucleotid gilta cac chung cua H. melea-
gridis voi cac chiing cua cac loai ndi trén (hinh
3). Nhu vay, cac chung Histomonas sp cua Viét
Nam phan lap tir ga bénh ¢ Thai Nguyén va Béc
Giang dugc xac dinh chinh xac thudc vé loai H.
meleagridis, thong ké & bang 1.

Hmel 4 7 002 FR_Gtype | HGO0G0594 +]
12 | Hmel 13 4 FR-Giype | HG D080 «+
Hme 34 2 FREUGITHIT
Hmel-M-1FR-FUGTI8G
Hmel X722 C H-PO63664
Hmel-17-1FR-EUGTE84
— Hmel-21-32F R-Giype LHG 000083 «
Hmel Y796 CH-IX963658
M Hmel TCE AT APDRN32S
L Hmel FR-AF 29305
{Hnumwum Hisfomonas
Hmel 62 33 FR Glype LHG00R003 « | mefeagridis
L_47 Hmel Y742 C H-DO63654 Genotypel
Hmel X7 27 CH-EX96 3669
Hmel ¥71-CH-DX963642
Hmel Y73 CH-DX96 3645
o $HMCLTH YN
$HMC2BGVH
S HMHLTH- YN
s| |l¢HmMH2BE N
Hmel Ka CH- JOFTT54
Hmel- 371195 FR-Giype |- HG 08079+
§ — Hme 4 4 3R GlypeLHGO0I0W « | M- meleagrids
Hmel 10435 FR-Giype FHG008006 +— |  Genotypell
33— Puen 23 6FR-EUGATESS
L Pwen 237 FR EUGI7R00
Tnon R CU_AYISSO3
» gy |- 0I5 JOGTT 148
Dia-Spd-AL-AY7HMOS
b |nnmmmﬂ?

Hinh 4. Cay pha hé xdc dinh méi quan hé vé loai va genotyp giira céc ching H.
meleagridis va cdc loai khac dwa trén trinh tw nucleotid cta gen 18S ribosom, xay dwng
bang chwong trinh MEGAG.06, str dung phwong phap két néi lién ké NJ (Neighbor-
joining), véi hé sé tin cay bootstrap la 1000 Ian Iap lai (Tamura va cs., 2013).

Ghi chu: Ky hiéu mau/chung tham khao tai bang 1. Cac chung cia Viét Nam danh ddu hinh chéo
o dau moi chudi va cac chung tham chiéu biéu thi genotype I va Il dwoc chi dan bang mii tén ¢
cudi chudi. Viét tat tén quéc gia theo qui dinh tai: https://countrycode.org/. Vach ngang o cuéi hinh
(0.005) biéu thi sai khdc nucleotide (5/1000 nucleotide) theo khodng cdch di truyén ¢ méi nhéanh.
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3.3. Xic l1ap pha h¢ vé mdi quan hé vé loai va
xac dinh genotyp giira cac ching H. melea-
gridis ctiia Viét Nam va the gioi

Mdi quan hé vé loai va xac dinh genotyp
clia cac chiung H. meleagridis Viét Nam va thé
gi61 dugc xem xét thong qua viéc xay dung cay
pha hé dua trén chudi gen 18S ribosom ctia 30
chung & bang 1, trong d6 H. meleagridis gdbm
¢6 4 ching cua Viét Nam (Thai Nguyén, Béc
Giang), 8 ching ctia Trung Qudc, 11 ching cua
Phap (gdm Genotyp I va II), mét ching cia
Australia; va 6 chung thudc céc loai P. wenrichi,
T. nonconforma va D. fragilis (hinh 4).

Cay pha hé & Hinh 4 cho thdy nhom cua 24
chung H. meleagridis dugc phan vao 2 phan
nhom riéng biét, thé hién gébm phan nhém cia
cac ching thudc Genotyp I, gdm 22 chung, trong
d6 c6 4 chung cua Viét Nam: 1. Hm-H1-TN-
VN (Thai Nguyén); 2. Hm-H2-BG-VN (Bic
Giang); 3. Hm-C1-TN-VN (Thai Nguyén) va 4.
Hm-C2-BG-VN (Bic Giang)), cing véi 5 chiing
tham chiéu cua Phap (HG008094; HG008091;
HGO008083; HG008093; HG008079) va phan
nhém ctia Genotyp II (gdm 2 chung ciia Phap,
HGO008097 va HG008096). Cac chung thudc
loai H. meleagridis con lai ctia Phap (4 ching),
mot chung cua Australia va cta Trung Qudc
(8 chung) cling dugc xac dinh thugc Genotyp
I do sip xép chung phan nhom véi cac chung
tham chiéu di chi dan (Mantini va cs., 2009).
Ba nhém khac tach biét khéi nhém cia H. me-
leagridis, gdbm nhom cua loai P wenrichi gdom
2 chung; nhém cua loai T nonconforma gdm
mot ching va nhém cua loai D. fiagilis gom 3
chung (hinh 4).

Nhu védy, phan tich dong nhit chudi
gen va phan tich pha hé déu xac dinh 4 chung
Histomonas sp dugc xac dinh chinh xac thudc
loai  Histomonas meleagridis (Eukaryota;
Parabasalia; Tritrichomonadida; Dientamoebi-
dae; Histomonas) va dinh typ chinh xac thudc
Genotyp L.

IV. KET LUAN

Bén chung Histomonas sp thu nhan tir cac
méu bénh phim gan va manh trang trén ga bi
bénh “dau den” & Thai Nguyén va Bic Giang
¢6 trinh ty nucleotid gen 18S ribosom dong
nhét cao (99,3-100%) va phén tich pha hé nim

cung phan nhom thudc Genotyp I véi cac ching
thudc loai H. meleagridis tham chiéu ciia qudc
té. Nhu vy, cac ching Histomonas sp ctia Viét
Nam dugc xac dinh thudc loai Histomonas me-
leagridis, genotyp 1, c6 vi tri phan loai thudc
chi Histomonas, ho Dientamoebidae, 16p Tri-
trichomonadida. Nghién ctru ndy cung cp thém
mot sd dic diém vé gen hoc va phan loai cua H.
meleagridis giy bénh trén ga c6 ngudn gbc tai
Viét Nam.
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