TAP CHI SINH HOC 2014, 36(1): 58-64
DOI: 10.15625/0866-7160/v36n1.4538

DINH LO Al MOl Coptotermes THU T Al CHUA LINH QUANG, HA  PONG,
HA NQI DUA TREN TRINH T U' CAC POAN DNA TREN GEN MA HOA

RNA RIBOSOME 16STITHE
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TOM T AT: Phrong phap PCRh trén hai #p mbi dac hieu khiéch dai hai doan gen kich thiéc
151 bp va 428 bpam trong gen ma hoa rRNA 16S tiétkho phép nin dang mbi Coptotermes
formosanusgir cac loai ndi thusc gidng CoptotermesTheo plrong phap nay, éu sin prim PCR
c6 haidoan DNA kich thrgc nhr tréndugc phét hén trén gel agarose thb la loaiC. formosanus
Trong cong trinh nay, ching t8& sr dung chinh hai #p mbi nay dé dinh tén ndi Coptotermes
HN1 thu &i chia Linh Quanging phrong phap PCR. Trén gel agarosi phim PCR thudugc
la 2 doan DNA c6 kich thwéc trong dwong Wi kich thréc 2 doan genduoc khiéch dai tir
C. formosanusTuy nhién, Kt qua giai trinh tr cho thy doan gen ngn c6 kich thrgc 160 bp va
doan dai co kich théc 428 bpdéu trong dong cao (100% va 98%) s@ivgen trong tng aia loai
mbi C. gestroi.Cay phat sinh loaiugc xay dmg dra vao haiioan gen trén clngdr 40 gen tong
ung co mirc do trong dong cao 4y tir Ngan hang Gen. & qua, loai mbi nay rim hoan toan trong

nhanh éa C. gestroiva rim rit xa Wi nhanh phat sinh 10&. formosanusVi vay, mbi thu thap
tai chua Linh Quang, HBdng, Ha Ni dugc dit tén IaC. gestroiHN1.

Tir kh6a: Coptotermesgen ma héa 16S rRNA, i PCR.

MO PAU

Méi 1a nhém c¢dn trung phan i
lignocellulose hgu qua [1], nho d6 changdéng
vai trd quan tng trong véc phan lay vat chit,
cai thién thanh phn cia dit va ngwn thac an
cho cacdong vat khac [5]. Tuy nhién, do kich
thudc quan the 16n cung i tap tinh dinh @dng
Cung nhr xay 6, mdi da gay hi dang K cho
cac codng trinh Kn tric va vt dung giadinh.
Theo Su (2000) [8dc tinh, hang #m thé gigi
phai tiéu n hon 20 § USD dé kiém soat ni.

Nhom nbi rat da cing W cacdic diém sinh
hoc va sinh thai (kich thoc quin thé, kich
thudc cing nhr hinh ding ©, loai thirc an, hinh
thuc phandan va &p tinh sinh &n). Ngoai rag
mdi, dac diém hinh thai gra cac loai khong ré
rang, vec thu thp cacdang ap khac nhau (m
linh, mbi thg, mMoi chua, noi vua, mdi canh) At
kho khin, diéu kien Hng da cang va théu céac
nghién @u cé ke thong din dén viéc phan lai
ching ling cac plrong phép trugn thong nhr
dia vaodic diém hinh thai haydic diém sinh
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thai rat phic tap, d nham 1an va tinh chinh xac
khong cao. Niing han ché nayduoc khic phic
khi mbi duoc phan lai bing cach & dung ky
thuat phan & [10].

Trinh tr nucleotide éa gen RNA ribosome
16Sda dugc ching minh 14 cong e phan tr dé
dinh laai chinh xac va u gu cac loai sinh
vat, dac biét la cén trung va vi sinhat. Vi vay,
trong nhing rim gin day, ki thuat nayda duoc
sir dung ong réidé dinh laai cac loai nlr mudi
[6], moi [4, 10], rwi [3] va vi sinh it [4]. Céac
gen ty tit [a nhing gen kha &n viing va cé
kich thr6c nhd thuan tién cho véc phan ip,
giai trinh tr va phan tich, vi ay, chang la
nhitng ch thi dwgc sr dung ©BNg rai nkit trong
dinh loai phan fr [7]. Ky thuit PCR & dang
tach caaton vi phan lai (taxon) c6 quandgn
gili nho cac chi thi 1a DNA ti thé dac hieu vada
dugc ar dung pho bién trong phan tichdthéng
phan lai va phat sinh loai [7]. Cac gen ma hoa
rRNA (nhe 12S va 16S), tRNA va cac gen ma
héa (nlr cytochrome oxidase - COIl | va ll) 1a
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nhitng ch thi DNA ty thé dau tiénduoc ar dung
dé xacdinh cac loai théic gidbng Reticulitermes
[10]. Trongdd, gen rRNA 16Sta dugc ching
minh |& ch thi DNA ti thé chinh xac va khoéng
tén kém cho Vic phan lai méi [10].

Szalanski et al. (2004) [9f& x&y drng
phuong phap PCR wh trén hai &p mdi dic
hiéu khiéch dai hai doan DNA trong gen mé
héa rRNA 16Sdé dinh tén mdi thuoc gidng
CoptotermesTheo nhoém tac @i néu sr dung
hai cip mdi nay, king ky thuit PCR loai
C. formosanuxé thé dugc xac dinh dra trén
kich thréc sin phim tao thanh. Vi 4y, trong
nghién ¢u nay, chung t6da sr dung cac ép
moi cua nhom Szalanski et al. (2004) (8¢
dinh laai méi thugc gidng Coptotermes

VAT LI EU VA PHUONG PHAP NGHIEN CUU

Méi thg duoc thu thip tai chiia Linh Quang,
lang Vin Quan, Habo6ng, Ha Ni va duogc xac
dinh thuipc gidng Coptotermestheo hinh thai,
tap tinh i Vién Sinh thai va Bo v cbéng trinh
va dugc goi la CoptotermesHN1. Vector tach
dong PpJET1.2/bluntdugc mua & héng
Fermentas (Hoa Y. Ching E. coli DH10B
(kitu gen: F mcrA A(mrr-hscRMS-mcrBC)
®80dacZAM15 AlacX74 endAl recAl dedR
A(ara, leu)7697araD139galU galk nupG rpsL
L) cha Invitrogen (Hoa K) duoc dung lam
chiang tach dong gen. 2ig mbi ding dé dinh
loai mdi c6 trinh tr nhr sau: LR-J-13007: 5'-
TTACGCTGTTATCCCTAA-3', LR-N-13398: 5'-
CGCCTGTTTATCAAAAACAT-3; FST-F: 5'-
TAAACAAACAAACAACAAACAAAC-3,
FST-R: 5-ATG GCTTGACGAGGCACAA-3'.
Cap moi thtr nhat duoc thiét ké danh riéngdé
khuéch dai dic hieu doan DNA kich thrgc 428
bp rim trén gen ma héa rRNA 16Sacac loai
thuoc gibng mbi Coptotermeq7]; cap thi hai
dugc Szalanski et al. (2004) [9hiét ké dé
khuéch dai dic hiéu doan DNA kich thréc 151
bp rim trén gen ma hoéa RNA ribomse 168c
loai mi C. formosanus

Téach chiét DNA tong & ciia méi

vong/phat. Hn hop duoc bd sung 3,5 pl
protease K 20 mg/miy 60 phits 50°C, lic 250
vong/phdt. Sau khi ngém diu mbi bang chay
nghién mau, Mn hop dwoc bd sung 133,5ul
SDS 20% vau 20 phaté 60°C, lic 250
vong/phat. Dch duge hat ra va b sung vao 1
lan thé tich dém ly giai - ATL, u 10 phato
70°C. Bb sung 14n thé tich 100% ethanoljao
déu vadua 1én ¢t QIAquick Spin (Qiagen). Ly
tam 11.000 vong trong 1 phdé thu cin. Rira
cot 2 lan bing dém AW,. Rira @t 2 lan bing
dém AW,. B4 sung 20Qul dH,O vé triing 6i u
& nhiét d6 phong 10 phut va thuich.

Khuéch dai doan DNA mong mudn bang k§y
thuat PCR

Mau PCRdugc tién hanh trongdng thé tich
25 pl bao §m céac thanh gn: 13,5ul dd H,0,
2,5 ul Thermo Pol Buffer 10X (Biolabs), il
MgSQ;, 25 mM, 1ul ANTP 2 mM, 2ul méi xudi
10 pmol, 2ul mdi ngugc 10 pmol, 17,2 ng/al
khuén va 0,25 y enzyme Vent DNA
polymerase 2 wl (Biolabs). Clwong trinh PCR
duoc thyc hién ¢ 6 huéc (buéc 1: 94C, 2 pht;
busc 2: 94C, 1 phat; Ieéc 3: 54-57C, 1 phdt;
busc 4: 72C, 1 phdt; lwéc 5: 72C, 6 phut;
buéc 6: 4C, 60 phat; béec 2, 3 va 44p lai 40
chu k). San phim PCRduoc tinh sich bing
QIAquick Gel Extraction kiva gii trinh tur.

Giai trinh tw, phan tich trinh ty va xay drng
cay phat sinh loai

boan DNA duogc tinh sich va gii trinh tr
trén may gii trinh W ty dong AB 3100
(AlBiotech, Hoa K).

Trinh tr nucleotideduoc xi ly bang chrong
trinh FastPCR; & xép, so sanh trinhut gen
nghién @&u vaGi cac trinh & gen trong ung aia
Ngan hang Gen théng qua wemg trinh
BLASTn (http://www.ncbi.nim.nih.gov). Sau
d6, cac gentai dién co ¥ & twong dong cao va
dai dién cho cac vundia ly khac nhau&dugc
lya chon dé xay drng cay phat sinh loai.

Cay phat sinh loaiduoc xay dmg king
phin mém MEGAS. Khaing cach #n héaduoc
tinh theo plrong phap 2 thamdscua Kimura

Dung 0,15 gtau mdi cho vao 1 miém tach (Kimura’s 2-parameter model).

chiét (10% sucrose, 1% CTAB, 1,5 M NaCl,

100 mM Tris-Cl pH 8, 100 mM EDTA pH 8) va 'KET QUA VA THAO LUAN

0,34 g ht thay tinh, a 30 phats 30°C, lic 250

Tach DNA tong $ ciia mi
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10 kb—»

Hinh 1.Pién didé DNA genome aa mbi trén
gel agarose 0,8%
M: Thang chdn 1 kb (Fermentas); 1: genome
chuaduogc tinh sich.

Véi quy trinh tach chét d& mé & ¢ phin
phuong phap, DNA genomeua nbi da dugc
tach chét thanh cdng, cé kich tiéc cao lon 10
kb cia thang chan (hinh 1). DNA genome nay
dugc sr dung tryc tiép cho phan tng PCR Bng
2 ap mdi LR-J-13007 va LR-N-13398;
Mr16SR va Mr16SF.

PCR khuéch dai dogn DNA cria gen RNA
ribosome 16S ti thé mai

Cip mdi dic hiéu LR-J-13007 va LR-N-
13398duoc ti vu nhiét o bit cap gitta mbi va
khuén tr 44C dén 54C véi khoang gradient
nhiét do 1a 2C. Tuong tr, cip moi thir hai FST-
F va FST-Rduoc i uu nhigt do bit cip tir
49°C dén 59C vsi khoang gradient nlgt do la

Phan tich trinh tw san pham PCR

2°C. Két qua la ¢ 54°C, cip mdi ther nhit da
khuéch dai hiéu qua doan DNA duy nhit ¢am
nét kich thrgc khaing 0,45 kb va @& mbi thi
hai ding khiéch dai t5t nhit mot bing DNA
duy nHit ¢&am nét c6 kich théc khaing 0,15 kb
& 57°C (hinh 2). Haidoan DNA dugc khiéch
dai nay c6 kich tixéc twrong tr 2 doan DNA
dugc Szalanski et al. (2004) [9] kéch tr
khuén la DNA genome @ C. formosanus
Theo nhlr danh gia éa Szalanski et al. (2004)
[9], loai mdi duoc ching t6i nghiénim la C.
formosanusbé khiang dinh diéu nay, ching toi
da tinh ach va gii trinh tr 2 doan DNA.

M

1

1.000 bp —»

400 by

150 bp

Hinh 2.Pién di @6 san prim PCR khiéch dai
doan DNA cia gen RNA ribosome 16S tiéh
mdi bang 2 ¢p mdi LR-J-13007+LR-N-13398
va Mr16SR+ Mr16SF. M: Thang chm 50 bp
(Fermentas); 1:4: prim PCR

1 TTACCCTGITATCCCTAAGGTAATTTAGTCTTACAATCAAAATAAATGGATCAAATAATT 60

61 ATAAATCAATATAACCAAAACTAAGAGGAGTTAAGTACATTCCTCCCATCACCCCAACAA 120
121 AACAAAAAGCCCACT CACCAAAAATAAACAAACAACAAACAAGTAAATAAACCAAATGTC 180
181 AAACTCTATAGGGTCTTCTCGICCCACAAAAACATCTAAGAATTTTAACTCAAAGACCAA 240
241 ATTCAATAAAACATTCAACACTAAGACAGCCCGTGCCTCGTCAAGCCATTCATTCCAGAT 300
301 CACAATTAAAAACTACCGATTATGCTACCTTTGCACGGTCAAAATACCGCGGECCCTTCAA 359
360 ACACCAAATGICAGCGGGCAGGCCATACTTCAAAACTAACAAGAAAAGATGITTTGATAA 419
420 ACAGGCGAA 428

Hinh 3.Trinh tr nucleotide dadoan DNA khiéch dai bang cip mbi LR-J-13007 va LR-N-13398
c0 chéu dai 428 bp. Céc trinky hucleotide ¢ gch chan la trinhytcaa 2doan nbi
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1

AAACAAACAAACAACAAACAAACAACAAACAAGT AAATAAACCAAATGTCAAACTCTATA 60

61 GGGTCTTCTCGTCCCACAAAAACATCTAAGAATTTTAACTCAAAGACCAAATTCAATAAA 120

121 ACATTCAACACTAAGACAGCCTGIGCCTCGICAAGCCATA

160

Hinh 4.Trinh tr nucleotide dadoan DNA

khiéch dai bang cip mbi FST-F va FST-R

c6 chéu dai 160 bp. CAc trinky hucleotide c6 gch chan la trinhitcia 2doan mbi

Bang 1.Murc d6 twong ddng trinh tr nucleotidedoan DNA cia gen ma hoa RNA ribosome 168 ti
thé cha CoptotermeddN1 duoc khiech dai tir cap moi LR-J-13007 va LR-N-13398 va 1Qumg noi

Coptotermes gestraiia Ngan hang Gen éhiéi

Kich

Ty le (%) Tyle (%)

STT Loai Gen Ma & thuéc  nucleotide  nucleotide Vi tr,' dia
gen  duoc so sanh trongdong
1 C.gestroi CgBl gb|DQ00488.1 428 100 98 Thai Lan
2 C.gestroi CgS6 @gb|DQ915942.1 431 100 98 Singapore
3 C.gestroi CgS7 gb|EF092285.1 431 100 98 Singapore
4 C.gestroi CgS3 gb|DQ004478.1 429 100 98 Singapore
5 C.gestroi CgS5 gb|DQ004480.1] 429 100 98 Singapore
6 C.gestroi CgA2 gb|DQ004478.1] 429 100 98 Australia
7 C.gestroi BAR2 @gb|HQ231234.1|] 524 100 98 Italy
8 C.gestroi CgM2 gb|DQ004481.1|] 429 100 98 Malyasia
9 C.gestroi CgM3 gb|DQ004482.1] 429 100 98 Malyasia
10 C.gestroi CgS2 ¢gb|DQ004476.1] 429 100 98 Singapore

San phim PCR @a 2 ¢p moi trén da dugc

bac caoMacrotermes heru$iy tr Ngan hang

giai trinh tr thanh cdng trén may AB 3100Gen. K&t qua cho thy, loai mdi thu tai Van
(AlBiotech, Hoa k). Trinh tr DNA dugc xir ly  Quéan, Ha Ni nam hoan toan trong nhantéri
va phan tich #ng ptin mém FastPCR va héa @a C. gestroi va nim rit xa nhanh
Chromas Litedd cho tlly doan DNA duoc C. formosanusbong thyi, loai mdi bac cao
khuéch dai bang 2 ¢ip mdi c6 kich throc trong  Macrotermes herusam riéng & mot nhanh so
g la 428 bp (hinh 3) va 160 bp (hinh 4ng véi tit cac cac loai i bac thip thuwe gidng

véi kich thegc 428 bp va 151 bpia duoc
Szalanski et al. (2004) [9] cong.b

Khi so sanh trinhyt doan 390 bp (ladoan

Coptotermesbiéu nay cling © cay phan lai
vira dugc xay drngdang tin @y.

Cip mdi FST-F va FST-Rda khiéch dai

trinh wr 428 bp nghiéntm da duoc loai bo 2 doan gen kich thgc 151 b’p & hé gen da
trinh & cia 2 doan moi) véi 100 gen wong C. formosanusibung ki khuéch dai doan gen
dong nhit trén Ngan hang Gen NCBI, chung téic6 kich thréc 160 bp hé gen ¢a Coptotermes

thiy ring doan DNA nghién @u trong dong
cao nft (98%) Wi gen ma héa rRNA 16
cia céc loaiC. gestroi(bang 1). Mic d6 tuong
déng wi 50 gen ma hoéa rRNA 16Sua
C. formosanushi dat trong khang 93- 94%De
thé hien ré mdi quan k& gira glong moi
Coptotermesva cac loai théic glong nay cay
phéat sinh loaidugc thiét 1ap bing phin mém
MEGAS (hinh 5) dra vao trinh# doan 390 bp
cung \6i 40 trinh tr gen trong dong (tr 92-
98%) ma hoa RNA ribsome 16Sieac cic lodi
méi thuoc gidng mdi bac thip Coptotermesa 1
trinh tr gen ma hoéa RNA ribsome 168acni

HN1. Haidoan gen nay co6 kich tlbc hon kém
nhau 9 nucleotide varschénh éch nay thp va
khé phat hén duoc tréndién di dd. Hon nira,

vung trinh tr khdng trong ddng lai 1a ving trinh
ty nam ¢ dau 5’ caia mdi xudi FST-F va mt

nucleotide¢ tan cungdau 3’ cia Mdi nguoc

FST-R.Piéu nay cling ©, mac du mdi khong

hoan toandac hiéu cho gen t Coptotermes
HN1, nhung Wi muc do tuong ddng nkit dinh,

v6i nhiét ¢6 gin moi thich hyp, doan gendich

ciingduoc khiéch dai 1én.

Phan tich vang 160 bpia gen rRNA 16s
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cho thiy, trinh ir 126 bpd bén trong ¢4 loai bo  két qua khi so sanh va xayuthg cay phat sinh
trinh tr moi) twong dong tir 99-100% i cac loai trinh tr 390 bp i cac trinh & trong tng
viing trong tng aia C. gestroi(ma $ cia cac khac trén ngan hang gendquié.

gen trén ngan hang gen FJ376672,\HQ231234, Nhu viy, qua phan tich cay phanalatuoc
JX128688, JX128689, KC887123) vai tlong  yay qung dya trén trinht 390 bp va phan tich
dong 95-96% cac vungutng ung @A triph 4 nucleotide trinhut 126 bp, chung t6i c6
C. formosanugma $ cac gen trén ngan hangyi it Juan ring, loai mdi CoptotermesHN1
gen la EU805741, EU8B05742, JN615270n3 ching t6i nghiéntw la loai C. gestroiva

KC887106) (hinh 6). Kt qua nay phu bp voi

Hinh 5.Cay phat sinh loai ga loai ndi nghién au va 40
loai khacduoc xay drng dra trén cac trinhyt trong dong
cao nfat véi doan DNA kich throc 390 bpduoc khiéch
dai bang cip mdi LR-J-13007 va LR-N-13398. CoptHNL1 la
loai mdi nghién gu. 0,05 la chsb thé hién sr khac nhau gia

2 nhom 1a 5 nucleotide/100 nucleotide; cac cdrirén cac
nhanh la chs) Bootstrap. Chsd Bootstrap>30 mbi thé hign
trong hinh. Tén c&c loai trén cay phaai igdm: viét tit cia
tén chi, 3 ky i dau cia tén loai; mad&gen va tén ¥ tit cia
dat nuoc phat hén loai d6; Cgest, Cvast, Cheim, Ccurv,
Cform, Cinte, Csjoe, Ctest, Ckals, Cmich, Cag@irMherula
tén viét tit cia cac loaittong ing sauC. gestroj C. vastator,
C. heimi, C. curvignathus, C. formosanus, C. inttius,
C. sjoestedti, C. testaceus, C. kalshoveni, C. amishni,
C.acinaciformisra Macrotermes herus

duoc dat tén 1aC. gestroiHN1.

CvastAY302713PH

CvastAY302711US
CgestEF092285SG
CgestDQ915942SG
CgestDQ004480SG
CgestDQ004478SG
‘{ CgestEU805727TW

‘{ CvastAY302712PH
99

32

o} CosetEUB05728TW
CguanAB036673JP
CgestDQ004481MY
CgestDQ00487AU
CgestDQ004482MY
CgestDQ004489TH
CgestEF156760US
CgestHQ231234IT
CgsetDQ004488TH

W CoptHN1
CgestAY558907US
B|| CgestAY558905AGI

6 CgestAY558906TC
CgestDQO00476SG

1l CgestDQ00477SG
CheimGQ859252PK

51 CheimGQ859253PK
Cheim|AY558908IN

g7 | CCUNVAY575853ID
CcurvAY683210MY
CcarvAY558909MY

65/ CformAY683209US
86| CformDQ007344US
CformEU805742US
CformAY558911CN
CinteAY558904TG
CsJoeAY558903GN
CcrassAY558901BL
CtestAY55899GD
99 | CtestAY558900TT

CkalsAY683211MY
-|_— CmichAY558914AU
CacinAY302702AU

£|__ CacinAY302701AU

MheruEU237198KE

64

31
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* 20 * 40 * 60
CvanQuanVN e 65
Cgest FI376672MY & Lo : 65
Cgest HQR312341 T & oo 65
Cgest IXL28688CN & . ... 65
CgeSt IXL 28680 T WV & oot e 65
CgesSt KCBBT7L230N & ottt e et e 65
Cfor mEUBO5741TW: . ................ AC. 65
CfornEU8B05742US : ................. AC ... T 65
CformIN615270UK @ ................. AC ... T 65
CfornmkKC887106CN @ ................. AC ... T 65
AAACAAACAACaAA aA AAATAAACCAAATGT AAACTCTATAGGGTCTTCTCGTCCCACAAA
* 80 * 100 * 120
CVanQUANVN L 126
Cgest FI376672MY & Lo 126
Cgest HQR312341 T & oo 126
Cgest IXL28688CN & . ..ottt 126
Cgest IXL28689TW & .. .o 126
Cgest KCBBT7L123CN & ..o i 126
CformEUBOS5741TW . ... .. ... A T 126
CfornmEUB05742US @ ........... .. .. ... . ... A T 125
CrormIN615270UK @ .. ... ... A T 125
CformKC887106CN : ........... i, A T 125

Hinh 6.Sr sip xép 126 ¢p nucleotide éa rRNA16S i Coptotermes Van Quan trong tng Wi 18
trinh tr dugc liy tr Ngan hang Genang ptin mém GeneDoc. Vingali chim thé hién trinh tr
trong dong. Tén @a mdi trinh ty bao @m: viét tit caa tén loai Cgest va Cformrdng tng C.
gestroiva C. formosanusna $ trén Ngan hang Gen vaévitit caia dat nudc d¢a phat hén ra loaido

KET LUAN

Dya trén trinhl_t» cacdoan DNA cia gen ma
hoa rARN 16S ti th dugc khiéch dai bang hai

cip moi LR-J-13007; LR-N-13398 va Mr16SR;

Mr16SF [9], mdu mdi thu duoc tai chua Linh
Quang, \in Quan, Ha Ni da dugc dinh danh la
lodi C. gestroiva dugc dat tén la C. gestroi
HN1. Trong cdng trinh nay, ching tdi chimg
phuong phap cé th sir dung dé dinh loai méi
C. formosanusan dugc nghién ¢u thém.

Loi cdm on: Chang téi @i loi cam on t6i PGS.
TS Lé Thanh Hoa (Mn Cbdng ngh sinh hc,
Vién Han lam KH & CN Vét Nam)da gilpda
trong nghién ¢u. Coéng trinhdugc M tro vé
kinh phi d@ia Vién Han lam Khoa ¢éc va Cong
nghé Viét Nam vadé tai Nghi dinh thr v6i Nhat
Ban: “Phéan &p hé¢ gen méa héa cho enzymaith
phan lignocelluloseut khu k¢ vi sinh rt méi
Viét Nam king ky thuat Metagenomics”.
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IDENTIFICATION OF TERMITE  Coptotermes SPECIES
COLLECTED FROM LINH QUANG PAGODA, HA DONG, HANOI BA SED
ON DNA SEQUENCES OF THE FRAGMENTS IN THE MITOCHONDR IAL

16S rRNA GENE

Nguyen Thi Thad", Dao Trong Khod, Le Quynh Giangf, Do Thi Huyer?,
Nguyen Thi Trung? Nguyen Thi Thu Hier®, Nguyen Quoc Huy, Truong Nam Hai

Vinh University, Nghe An
?|nstitute of Biotechnology, VAST
*Institute of Ecology and Works Protection

SUMMARY

In 2004, Szalanski et al. developed PCR methoddbase? pairs of specific primers to amplify 2 DNA
fragments of 428 bps and 151 bps located in theamitndrial 16S rRNA for identifyin@. formosanu$rom
otherCoptotermespecies. According to the studyCaptotermespecies i<. formosanusf PCR products
were composed of two DNA fragments of 428 bps ahtl Hips observed in agarose gel. In this studygusin
the primers, 2 DNA fragments of 248 bps and 160 Wwere amplified from genome @optotermeHN1
collected from Ling Quang pagoda. In agarose drlseé DNA fragments looked the same sizes with the
DNA amplified from genome o€. formosanudy Szalanski et al. (2004). However, multialigmshbwed
that the sequences were most homologous with thpeesees ofC. gestroi Phylogenetic trees were built,
based on 40 homologous genes (for each DNA fragmanGenBank.CoptotermesHN1 belonged to
C. gestroibranch, and was far to the branchQfformosanusn the phylogenetic tree. So tii®mptotermes
HN1 collected from Linh Quang pagoda, Ha Dong, Haves designated &3. gestroiHN1. From this study,
the identification ofC. formosanudy PCR developed by Szalanski et al. should hawe ronsideration.

Keywords:Coptotermesclassification, 16S rRNA gene, termite, PCR.
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