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TOM TAT

Viéc nhan dién nhom vi tao bién di dudng thraustochytrid bang phuong phap truyén thong con
gap nhiéu kho khin. Bang quan sat hinh thai dudi kinh hién vi quang hoc, chin dong vi tao dwoc cung
cip bude dau dugc xac dinh la thuse nhom thraustochytrid. Trong nghién ciru nay, chin dong vi tao nay
da duoc xéac dinh thudc chi Thraustochytrium va Schizochytrium sir dung hai cap mdi duoc thiét ké duwa
trén trinh ty vang gen 18S rDNA cia mot s6 loai vi tao muc tiéu. Trong dé, 2 dong vi tao la M19 va
D14 thugc chi Thraustochytrium va 7 dong con lai thugc Schizochytrium dua vao viéc so sanh két qua
phan tng chudi tring hop véi cap mdi nhan dién Schizochytrium. Ngoai ra, 3 dong vi tao duoc giai trinh
tu bang cap moi Thraus-Schil véi kich thugc khoang 1.000 bp la B3, M6 va D14. Dya vao phan tich
cdy pha hé va két qua tim kiém trinh tu tuong dong tir ngan hang gen NCBI (National Center for
Biotechnology Information), dong B3 va M6 thuoc chi Schizochytrium va Aurantiochytrium (trong do
dong B3 dong hinh cao véi Schizochytrium sp. SKA10 ¢ mic do 79% va dong M6 & mirc 98% véi
Schizochytrium sp. KRT1), va dong D14 thudc chi Thraustochytrium, déng hinh & muc 93% voi
Thraustochytrium sp. BP3.2.2. Cac cap mdi dugc thiét ké trong nghién ciru nay da gitip nhan dién nhanh
cac dong Vi tao thugc thraustochytrid.
Tw khéa: Acid béo khong no, Schizochytrium, Thraustochytrium, vi tao di dudng

Nhdn bai: 28/12/2017 Hodn thanh phan bién: 24/01/2018 Chdp nhdn bai: 26/01/2018

1. MO PAU

Thraustochytrid 1a nhém vi tao bién di dudng phd bién, duoc biét ¢én nhu 13 nguon
cung cap ddi dao cac hop chét hoat dong sinh hoc c6 gia tri. Chung thuong duoc tim thiy &
cac hd nudc man ciing nhu ¢ viing bién va viing nudce lg ven bién, mot sb con duogc tim thiy
& cac téng dai duong (Schneider, 1977; Moss, 1986; Raghukumar va cs., 1990). Nhom vi tao
nay thuong bam vao mét sb sinh vat khong xwong séng, rong réu hay nhing 14 cay rung &
rieng ngap man. Trong nhiing nghién ciru gan déy, nhiéu loai vi tao thudc thraustochytrid co
kha nang san xuat nhitng hop chét sinh hoc quy nhu Polyunsaturated Fatty Acid (PUFA) bao
gom Docosahexaenoic Acid (DHA) va Eicosapentaenoic Acid (EPA), nhém Vi tao nay ciing
1a ddi tuong 1y twong dé san xuat carotenoid va nhién liéu sinh hoc diesel (Ratledge, 1993;
Bowles va cs., 1999; Lewis va cs., 1999; Aasen va cs., 2016). Bé mé ta va xac dinh
thraustochytrid, cac nha khoa hoc ¢6 thé dya trén hinh thai ciia ching ciing nhu cac dac diém
phat trién bao gom su phat trién cac tai bao tir, mang ludi ngoai chét, sy hinh thanh cac bao tir
dong, do day caa vo té bao, su hinh thanh séc t, hay su di chuyén caa cac bao tir dong trong
khoang thoi gian sau khi dugc phong thich ra (Porter, 1990). Theo nghién ciru cia Gaertner
(1972), vi tao thraustochytrid chi c6 thé dugc quan sat va xac dinh dudi diéu kién tiéu chuan
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nhu quan sat trong diéu kién nudi cdy co chira phan thong va nude bién. Biéu kién méi trudng
khéc nhau s& anh huong dén hinh thai dic trung cia cac dong vi tao. Diéu d6 dan dén nhiing
kho khan trong viéc nhan dién vi tao duya trén hinh thai té bao. Cac nghién ciru vé thiét ké moi
chuyén biét dya trén ving gen 18S rDNA da duoc nhiéu thanh cong trong viéc nhan dién vi
tao thraustochytrid & cac nudc trén thé gioi (Mo va cs., 2002; Honda va cs., 1999; Yokoyama
va Honda, 2007). Tuy nhién, & Viét Nam va dac biét 1a vimg Dong bang Séng Ctru Long van
chua c6 nhiéu nghién ctu vé nhom Vi tao c6 gia tri nay. Chinh vi thé, dé tai “Thiét ké moi
chuyén biét dé nhan dién cac dong vi tao thraustochytrid” da dugc thuc hién nham giup viéc
nhan dién nhanh cac dong vi tao nay & Viét Nam tro nén dé dang hon so véi phuong phap
truyén thong trudc day.
2. NQI DUNG VA PHUONG PHAP NGHIEN CUU
2.1. Vit ligu

Chin dong vi tao dugc cung cap bai Vién Nghién ctru va Phat trién Cong nghé Sinh
hoc, truong Pai hoc Can Tho.

Bdng 1. Cac dong Vi tao va ngudn goc phan lap

Ky hiéu Nguon goc phan Iap Dia dicm thu mau
Bl La Ban Bén Tre
B3 La Ban Bén Tre
M3 La Mam Bén Tre
M6 La Mam Bén Tre
M7 La Mam Bén Tre
M8 La Mam Bén Tre
M10 La Mam Tra Vinh
M19 La Mim Tra Vinh
D14 La Buoc Tra Vinh
Bdng 2. Thanh phan méi trudng nudi cdy vi tao (mdi trudng NM-5)
Thanh phan Nong do
D — Glucose 50 g/L
Yeast extract 10 g/L
Peptone 10 g/L
NaCl 1lg/L
MgSO4 10 g/L
Nudc cat Thém cho du 1 lit
Streptomycin (Strep.) 300 mg/L
Ampicillin (Amp.) 200 mg/L

(Nguon: Tran Thi Xudn Mai va cs., 2014)
2.2. Phwong phap nghién ctu

2.2.1. Thiét ké cdc doan moi chuyén biét nhan dién cdce dong vi tao thraustochytrid

Cac trinh ty vung gen 18S rDNA cua cac loai vi tao thraustochytrid muc tiéu
(Thraustochytrium kinnei, Thraustochytrium pachydermum, Thraustochytrium striatum,
Thraustochytrium  multirudimentale,  Thraustochytrium  aureum,  Thraustochytrium
aggregatum, Schizochytrium minutum, Schizochytrium limacinum va Schizochytrium
aggregatum véi cac sé diang ky lan luot 1a L34668, AB022113, AB022112, AB022111,
AB022110, AB022109, AB022108, AB022107, AB022106) dugc lay tir ngan hang gen cua
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NCBI. Ngoai ra, cac trinh ty cta cac dong Labyrinthula sp. AN-1565 (AB022105),
Labyrinthuloides minuta sp. (L27634), Ulkenia profunda sp. (L34054), Ulkenia profunda
no.29 (AB022114), Ulkenia radiata sp. (AB022115), Ulkenia visurgensis sp. (AB022116)
cling dugc sir dung nhu 13 cac dong d6i chung. Céac cap moi chuyén biét duoc thiét ké dua trén
céc trinh ty 18S rDNA cua cic dong vi tio muc tiéu bang phan mém DNAMAN 4.0. Sau do,
céc cap mdi dugc dit hang va sir dung trong phan tng PCR. Cac dong vi tao muc tiéu duoc
sir dung trong nghién ciru nay 1a nhiing dai dién dac trung cho cac chi va dugc sir dung phé
bién trong nhiéu nghién ciru V& thiét ké mdi nhan dién thraustochytrid dua trén ving gen 18S
rDNA (Mo va cs., 2002; Honda va cs., 1999; Yokoyama va Honda, 2007).
2.2.2. Thyee hién phdn #ng PCR dé kiém tra tinh dac hiéu cua cde cap moi duwoc thiét ké

Quy trinh trich DNA vi tao dugc thuc hién dya theo quy trinh trich Cetyl Trimethyl
Amonium Bromide (CTAB) cua Roger va Bendich (1988) c6 chinh sira va b sung nhu sau:
b6 sung 50 pl sodium dodecyl sulphate (SDS) 10% sau buéc sir dung dung dich dém 2X
CTAB; cac budc ly tam duoc thuc hién véi 13.000 vong/phut trong 10 phut; dung dich CTAB
10% dugc thay bang dung dich 2X CTAB; dung dich ethanol 80% dwoc thay bing dung dich
ethanol 70%. Phan tng PCR dugc thuc hién véi DNA cac dong vi tao phan lap duoc véi cac
cap mdi chuyén biét ty thiét ké nham xac dinh tinh dic hiéu cua cac cap mdi thiét ké. Chu
trinh nhiét dugc diéu chinh sao cho phu hop véi cac cap moi st dung.
2.2.3. Thuc hién gidi trinh tw cdc dong Vi tao phan |ap dwoc dé kiém tra tinh dac hiéu cua
Cdc cap moi thiét ké

Hai hozc ba dong vi tao dugc chon dé xac dinh trinh ty nham danh gia tinh chuyén
biét cua cac cap moi. San pham PCR béang cap moi Thraus-Schi2 s& duogc giai trinh tu bing
may giai trinh ty ABI3130 tai phong thi nghiém Sinh hoc Phan tir, vién Nghién ctu va Phat
trién Cong nghé Sinh hoc, truong Pai hoc Can Tho. Cac két qua giai trinh tr gen 18S rDNA
duoc so sanh Vi cac trinh tu nucleotide da duoc cong bd tir di liéu trong ngan hang gen
(http://blast.ncbi.nlm.nih.gov/ Blast.cgi) biang cach tim kiém céc trinh tu nucleotide déng hinh
qua str dung chuong trinh nucleotide BLAST (Basic Local Alignment Search Tool). Str dung
céc trinh tu di cong bd dé so sanh ving twong ddng boi cong cu clustal W, tir d6 cay pha hé
dugc xay dung voi phan mém MEGA version 6.0 bang phuong phap hop 1y cuc dai véi sé lan
phan tich mau l3p lai 1a 1.000 lan.
3. KET QUA VA THAO LUAN
3.1. Két qua thiét ké cac cip mdi chuyén biét
3.1.1. Két qua thiét ké hai cgp mai nhén dién Thraustochytrium va Schizochytrium

Khi so sanh trinh ty cac dong vi tao thugc chi Thraustochytrium va Schizochytrium
VGi cac chi vi tao ho hang 1a Ulkenia va Labyrinthula, két qua tim dugc 3 trinh tu mdi c6 su
dong hinh cao giita 2 chi Thraustochytrium va Schizochytrium nhung lai c¢6 su khac biét so
vé6i 2 chi Ulkenia va Labyrinthula. Vi tri cia 3 vung trinh ty dugc mo ta trong Hinh 1. Dya
vao 3 viing trinh ty nay, hai cap moi dé nhan dién Thraustochytrium va Schizochytrium dugc
thiét ké nhu sau:

Vung 1 va ving 2 tao thanh cip mdi thir nhét véi kich thuéc bang khoang 500 bp: Mdi
xudi Thraus-Schil F (5> GCG AAT GGC TCA TTA TAT C 3°) va mdi nguoc Thraus-Schil
R (5 TGC TAT TGG AGC TGG AAT 3°)
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Ving 2 va ving 3 tao thanh cap moi thi hai voi kich thuéc bang khoang 1.000 bp:
Mi xudi Thraus-Schi2 F (5" ATT CCA GCT CCA ATA GCA 3°) va mdi nguoc Thraus-Schi2
R (5 AAATCT ATC CCC ATC ACG 3°)

ety 7257
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Ving 1 Viung 2 Ving 3
Hinh 1. Vi tri 3 ving trinh ty dong hinh giita Thraustochytrium va Schizochytrium.
3.1.2. Két qua thiét ké cap méi chuyén biét nhan dién Schizochytrium
Cap mdi nhan biét chi Schizochytrium duoc thiét ké dua trén ving déng hinh ciia cac
dong thuoc chi Schizochytri,um nhur}g ¢6 su khac biét véi cac vi tao thuoc chi
Thraustochytriym (Hinh 2). Két qua: moi xudi Schi F (5° TGG TGA GTC ATG GTA ATT
GAG 3’) va moi nguoc Schi R (5 GCG GGC AAA CCA ACA AAA 3°).

A 1 B A

GRATH
caTace]

ATACH]
caTacy]

cAGTH
CATACH]
caceog]
ccaT]

Hinh 2. Vi tri mdi xuéi (A) va mdi nguoc (B) ciia cap moi Schi.
3.2. Két qua kiém tra tinh dic hiéu caa cac cip maoi thiét ké bang ky thuat PCR:
3.2.1. Két qua PCR cua cip moi Thraus-Schil (khodng 500 bp)
Thuc hién phan tng PCR véi mai Thraus-Schil véi chu ky nhiét & Bang 3.
Bdng 3. Chu ky nhiét ciia cap moi Thraus-Schil

Chu ky Nhiét d6 (°C) Thoi gian S4 1an lap lai
1 94 3 phut 1
94 30 gidy
2 54 30 gidy 35
94 1 phit
3 72 5 phut 1
4 10 0 1

Dua vao két qua phan tich dién di trén gel Agarose & Hinh 3 cho thay, cap mdi Thraus-
Schil dugc thiét ké trong nghién ctiru nay di khuéch dai san pham PCR véi kich thuéc khoang
500 bp dung véi kich thuéc doan trinh tu theo 1y thuyét. Tt ca cac dong dugc cung cap trong
thi nghiém nay déu duoc kiém tra bang cap moi nay va déu cho ra san pham PCR khoang 500
bp. Dua vao d6 cho thiy rang, chin dong vi tao nay déu thudc vé hai chi Thraustochytrium va
Schizochytrium.
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500bp

Hinh 3. Két qua dién di san phim PCR bang cap moi Thraus-Schil dugc dién di trén gel 1,5%
Agarose.
(Tir giéng 1 @én giéng 9 lan luot la cdc dong: B1, B3, M6, M3, M7, M8, M19, M10 va D14. Giéng 10
la dai chirng dm. Giéng cudi (gieng 12) la thang chudn 100 bp cua céng ty Fermentas)

Gen mi3 hoa 18S rDNA 1a gen duoc sir dung phd bién trong nhiéu nghién ciu cho cac
loai vi sinh vat nhan thuc. Trudc day, Mo va cs. (2002) ciing da sir dung ki thuat PCR dé nhan
dién 26 dong vi tao thraustochytrid da duoc phan 1ap tir bé san ho va tir nudi cy so bo Botryllus
schlosseri. Theo Chatdumrong va cs. (2007), cap moi NS1 va NS8 duoc st dung dé khuyéch
dai viing gen 18S rDNA nham nhan dién chung BR2.1.2 1a Thraustochytrium aggregatum hay
Schizochytrium limacinum. Vi vay, k¥ thuat sinh hoc phan tr ¢ mang lai hiéu qua dang ké
trong viéc nhan dién vi tao thraustochytrid.

3.2.2. Két qua PCR cua cgp moi Thraus-Schi2 (khodng 1.000 bp)

Phan tmg PCR duoc thuc hién vai chu ky nhiét nhu ¢ Bang 4 va san pham dién di trén
gel 1,5% Agarose (Hinh 4).

Bdng 4. Chu ky nhiét cua cap moi Thraus-Schi2

Chu ky Nhiét do (°C) Thoi gian S 1an lap lai
1 94 4 phut 1
94 45 giay
2 54 45 giay 35
72 2 phit
3 72 5 phut 1
4 10 © 1

1000bp
500bp

Hinh 4. Két qua dién di trén gel Agarose bang cap méi Thraus-Schi2 & nhiét do bat mdi 1a 54°C.

(Giéng 1 la thang chudn SmartLadder cua céng ty Eurogentec, giéng 2 d@én giéng 5 lan luot la dong
B3, D14, M6 va M10, giéng 6 /d ddi ching dm)
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Két qua dién di (Hinh 4) cho thdy san pham PCR da duoc khuéch dai mot bang khoang
1.000 bp dung nhu tinh toan Iy thuyét tuy nhién cac band rit mo, do d6 can cai thién didu kién
thuc hién phan &g PCR.

Thay doi chu ky nhiét: dé cai thién san pham PCR, thyc hién phan tmg PCR voi cac
chu ky nhiét khac nhau, trong d6 thay d6i nhiét do giai doan bat mdi trong khoang tir 52°C
dén 56°C va so sanh két qua dién di trén gel Agarose 1,5%.

Két qua dién di cho thdy band xuét hién r5 va sang & nhiét do bat mdi 1a 52°C (Hinh 5).

1000bp
500bp

Hinh 5. Két qua dién di trén gel Agarose bang mdi Thraus-Schi2 ¢ nhiét 6 bit mdi 1a 52°C.
(Giéng 2 dén giéng 6 lan Lot la dong B3, D14, M6 va M10, giéng 1 la doi ching dm va giéng 6 la
thang chuan SmartLadder cua cong ty Eurogentec)

Tiép tuc thuc hién phan ang PCR véi 9 dong vi tao theo chu ky nhiét da duoc ti uu.
Dua vao két qua dién di (Hinh 5) cho thay rang 9 dong vi tao déu cé cing san pham PCR Vi
1.000 bp. Két qua nay cuing véi két qua phan tich bang cap moi Thraus-Schil da trinh bay &
trén mot lan nita cho thdy cac dong vi tao nay déu thudc hai chi Thraustochytrium va
Schizochytrium.

Hinh 6. Két qua dién di trén gel Agarose vai 9 dong vi tao bang moi Thraus-Schi2 & nhiét do
gan moi 1a 52°C.
(Tir giéng 1 dén giéng 9 lan luot la cdc dong: B1, B3, M6, M3, M7, M8, M19, M10 va D14. Giéng 10
la doi ching dm. Giéng cuai (giéng 11) la thang chudn 100 bp cua céng ty Fermentas)
3.2.3. Két qua PCR cua cap moi chuyén biét nhan dién chi Schizochytrium (khoang 630 bp)
Thuc hién phan tng PCR vaéi moi Schi véi chu ky nhiét & Bang 5.
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Bdng 5. Chu ky nhiét cua cap moi Schi

Chu ky Nhiét d6 (°C) Thoi gian So6 lan lap lai
1 94 3 phut 1
94 30 gidy
2 55 30 giay 35
72 1 phut
3 72 5 phut 1
4 10 0 1

630bp ——» & =
<+—— 500bp

| 1L

Hinh 7. Két qua dién di trén gel Agarose bang cap moi Schi.
(Tirgiéng 1 ,d‘e"n giéng 9 lan heot la cac dong: B1, B3, M6, M3, M7, M8, M19, M10 va D14. Giéng 10
la doi ching dm. Gieéng cuoi (gieng 11) /a thang chudn 100bp cua cong ty Fermentas)

Dua vao két qua dién di trén gel Agarose 1,5% (Hinh 7) cho thiy c6 7 dong da khuéch
dai dugc san pham PCR voi kich thuéc 600 bp ding nhu 1y thuyét, diéu nay c6 thé nhan dinh
duogc rang trong s 9 dong vi tao thi ¢6 7 dong thudc Schizochytrium (bao gom: dong B1, B3,
M3, M6, M7, M8 va M10). Két hop vai két qua nhan dién caa 2 cap moi Thraus-Schil va
Thraus-Schi2 cho thiy dong D14 va M19 thugc chi Thrasutochytrium.

3.3. Két qua giai trinh tw

Ba dong vi tao B3, M6 va D14 duoc tiép tuc sir dung dé giai trinh tw nham kiém tra
tinh ddc hiéu cua cip moi chuyén biét da thiét ké. Viéc lya chon 03 dong Vi tao nay dya trén
nhitng co sé sau: Thir nhét, ba dong vi tao nay dugc phan 1ap tir 3 loai 14 khac nhau 1a 14 Ban
(dong B3), 14 Budc (dong D14) va 1a Mam (dong M6). Thir hai, cac mau 14 duoc ldy tir 2 tinh
khac nhau 1a Bén Tre (B3 va M6) va Tra Vinh (D14). Thir ba, dua vao két qua phan tich bang
cap mdi chuyén biét da thiét ké trong nghién ctiu nay, dong B3 va M6 thudc Schizochytrium
va dong D14 thudc Thraustochytrium. Thém vao d6, ca 3 dong vi tao nay déu thudc nhiing
loai ¢6 kha ning san xuit dugc DHA va DPA kha cao (Tran Thi Xuan Mai va cs., 2014)

San pham PCR cua 3 dong vi tao B3, D14 va M6 bang cip mdi Thraus-Schi2 dugc
thuc hién giai trinh tu. K&t qua giai trinh tu thu duoc cua 3 dong vi tao déu cao hon 900 bp.
Céc trinh ty duoc S0 sanh Véi cac trinh ty twong ddng trén ngan hang gen NCBI bang cong cu
BLAST. Két qua cho thiy: dong B3 c¢6 su dong hinh véi Schizochytrium sp. SKA10 véi 79%,
dong D14 c6 su dong hinh véi Thraustochytrium sp. BP3.2.2 véi 93% va dong M6 ¢6 su dong
hinh véi Schizochytrium sp. KRT1 véi 98%.

Dua vao trinh ty cia ba dong vi tao B3, M6 va D14, cay pha hé dugc xay dung bang phan
mém MEGA 6.0 bang phuong phép hop 1y cuc dai véi s 1an phan tich mau lI3p lai 1a 1.000.

515



HUAF JOURNAL OF AGRICULTURAL SCIENCE & TECHNOLOGY ISSN 2588-1256 Vol. 2(1) - 2018

79JQ248003.1| Schizochytrium sp. KRT1
47|l AB900161.1| Aurantiochytrium sp. OH4
331 JQ248009 1| Schizachytrium sp. SKA10

B4

ABB10947 1| Aurantiochytrium sp. 4W-1b
A

Dong M6
7 JN986842.1| Aurantiochytrium limacinum isolate SL1101
— FJ004948.1| Aurantiochytrium sp. BR-MP4-A1
93| Dong B3
AB022107 1| Schizochytrium limacinum

L [ DO
100 DQ834732.1| Thraustochytrium sp. BP3.2.2

AB022106.1| Schizochytrium aggregatum

AB022116.1| Ulkenia visurgensis

AB022114.1| Ulkenia profunda

AB022115 1| Ulkenia radiata

AB022110.1| Thraustochytrium aureum

AB022112.1| Thraustochytrium striatum

AB022109.1| Thraustochytrium aggregatum
AB022113.1| Thraustochytrium pachydermum
AB022105.1| Labyrinthula sp. AN-1565
AB022108.1| Schizochytrium minutum
AB022111.1| Thraustochytrium multirudimentale

=

100 100

o'
Hinh 8. Cay pha hé cta 3 dong vi tao B3, M6 va D14.

Dua vio cay pha hé c6 thé thdy dugc riang 3 dong vi tao B3, M6 va D14 c6 méi quan
hé gan gili v&i nhau, ba dong vi tao nay déu dugc phan 1ap ¢ cac ving bién thuoc Dong bang
Song Ciru Long. Dic biét, 2 dong vi tao B3 va M6 c6 mdi quan hé rat gan giii. Cay pha hé
ciing cho thay dong B3 va M6 thugc 2 chi vi tao Auratiochytrium va Schizochytrium, trong
khi dong D14 thudc chi Thraustochytrium. Theo nhiéu nghién ctu trude day, dia vao cac dic
diém hinh thai thi 2 chi Aurantiochytrium va Schizochytrium dugc xép vao cung 1 chi la
Schizochytrium. Theo nghién ctru ctia Yokoyama va Honda (2007), dua vao k¥ thuat sinh hoc
phan tir két hop véi cac dic diém hinh thai hoc va kha ning san sinh cac PUFA khac nhau, chi
Aurantiochytrium da dugc tach ra khai chi Schizochytrium. Mac du vay, trong nghién cru nay,
dwa vao phan tich cdy pha hé bang cap mdi Thraus-Schi2, hai chi Aurantiochytrium va
Schizochytrium déu cung thuoc vé mot nhom. Nhu vay, dong B3 va M6 thudc vé ca 2 chi
Schizochytrium va Aurantiochytrium. Diéu nay ciing phu hop véi két qua nhan dién cua céac
cap mdi trong nghién ctru nay. Tir d6 cho thiy cac cap mdi chuyén biét duoc thiét ké trong
nghién ctru nay c6 thé duoc sir dung dé nhan dién nhanh vi tao cho hiéu qua cao.

4. KET LUAN

Nghién ctu di thiét ké dwoc hai cap mdi Thraus-Schil va Thraus-Schi2, nhan dién
chi vi tao Thraustochytrium va Schizochytrium va mot cdp chuyén biét nhan dién
Schizochytrium. Trong s 9 dong vi tao nghién ctu, bang két qua nhan dién cta cac cip moi
dugc thiét ké cho thay tit ca 9 dong déu thudc chi Thraustochytrium va Schizochytrum, trong
do6 co 2 dong thudc Thraustochytrium (dong D14 va M19) va 7 dong thuoc Schizochytrium
(B1, B3, M3, M6, M7, M8 va M10). Ba dong vi tao duoc giai trinh tu 1a B3, M6, D14, trong
d6 dong B3 va M6 c6 quan hé gan giii hon so vé6i dong D14 voi dong B3 dong hinh cao voi
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Schizochytrium sp. SKA10 ¢ mac do 79% va dong M6 & mac 98% véi Schizochytrium sp.
KRT1, va dong D14 dong hinh & mtrc 93% véi Thraustochytrium sp. BP3.2.2.
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ABSTRACT

Microalgae possess a humerous concentration in polyunsaturated fatty acid such as Omega 3
and Omega 6, especially docosahexaenoic acid (DHA) and eicosapentaenoic (EPA). Identification of
these heterotrophic microalgae by traditional method has faced several drawbacks. Throughout this
research, 9 given microalgae were identified by molecular technique. As a result, all of these belonged
to Thraustochytrium and Schizochytrium groups by testing with group-specific primers designed basing
on 18S rDNA regions of target microalgae. Basically, all strains were Thraustochytrium and
Schizochytrium included two Thraustochytrium (strains M19.1 and D14) and seven Schizochytrium by
testing with Schizochytrium specific primers. Furthermore, in this research, three microalgae B3, M6
and D14 were sequenced by group-specific primers with approximate 1,000 bp products. The
phylogenetic tree illustrated that strain B3 (highly homologous with Schizochytrium sp. SKA10 at 79%)
and strain M6 (highly homologous with Schizochytrium sp. KRT1 at 98%) were close to Schizochytrium
genus and strain D14 belonged to Thraustochytrium genus with 93% homologous with
Thraustochytrium sp. BP3.2.2. In this research, designed primers helped to quickly identify genera of
thraustochytrid.
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