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TOM TAT

Nghién ciru da dang nguon gen dira Cayenne duoc thuc hién bang ky thudt marker phan
tie nham gép phan tim hiéu nguon vat liéu ban dau cho céng tic chon tao giong dira.
Phirong phdp RAPD cho thdy sw phdn nhém khéc nhau cia 2 nhom diva chinh Queen va
Cayenne. Trong cung nhom dira Cayenne tuy ¢o sw phan nhom khac nhau, nhung mirc
do twong dong vé di truyén cao giita cdc giong nhdp néi (Trung Quéc, Thai Lan) va noi
dia (Lam Pong).

1. MO PAU

Dura 1a céy an qua nhiét doi dugc tr(‘)ng hau hét cac nudc trén thé gioi. Trong cac gidng
dira chinh, dira Cayenne mang nhiéu dic diém cua cong nghé ché bién dd hop nén duogc
quan tim phat trién. Tai Viét Nam, nham déap tmg nhu cau gidng cho viéc mo rong ving
nguyén liéu dua, chdi glong dira Cayenne Thai Lan va Trung Quéc dugc nhap ndi. Nhim
bao vé ngudn gen cac gidng cdy trong san cé trong nude ciing nhu tim hiéu ngudn gen du
nhép tir nudc ngoai, phwong phap RAPD (Randomly Amplified Polymorphic DNA) xac
dinh sy da hinh v€ kich thuéc cac doan DNA gitra cac ca thé duoc su dung dé nhan dién
va danh gia su da dang di truyén cua cac gidng dira. Pay ciing 1a tién dé gop phan thuc
hién c6 hi€u qua viéc nhan va tao giéng dira & nudc ta.

2. VAT LIEU VA PHUONG PHAP
Thoi gian va dia diém thye hién: tir thang 1dén thang 8 ndm 2007 tai Vién Cong nghé
Sinh Hoc va Méi Truong, Truong Pai hoc Nong Lam Tp. HCM
Vit liéu
Miu dira: Cay dira Cayenne in vitro sau trong 4 thang tudi (9 14, cao 15cm) tir 3 gidng
Thai Lan, Trung Qudc, Viét Nam (Lam Pong) thu thap tai nong truong Pham Vian Hai
(TP. H6 Chi Minh) va Tho Vuc (Pdng Nai)
Hoa chit: Cac hoa chét ly trich DNA, PCR, dién di va 10 Primer 10-mer (Promega)
Phwong phap

*Tach chiét DNA tong sb
Mau 14 dira Cayenne cit thanh timg manh kich thudc nho hon 0,5 mm, dem nghién thanh
b6t min trong nito 16ng rdi tién hanh tach chiét DNA tong sd. Dung dich DNA sau tach
chiét duoc bao quan & 4°C. St dung miu DNA cua cdy dira Queen va cdy lan
Dendrobium lam ddi ching

* Pién di san pham tich chiét
Kiém tra chat lugng DNA d ly trich bang ky thuat dién di trén gel agarose 1 % trong
dung dich TAE 1X. Nhuém gel voi Ethidium bromide va chup hinh qua hé thdng gel
document
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*T6i wu hoa phan ing RAPD
Thi nghiém 1: Khao sat anh huong ndng d6 Tag polymerase voi 3 nghiém thic 0,5 U;
0,75 U; 1U
Thi nghiém 2: Khao sat anh huong ndéng d6 primer v6i 3 nghiém thic 0,8 pM; 1pM;
1,2pM.
Chuong trinh nhiét: 94°C: 5 phut; 45 chu ky (94°C: 30 giay, 37°C: 30 gidy, 72°C: 1 phut);
72°C: 5 phut

*Panh gia do da dang di truyén cia cac giong dira Cayenne
San phdm RAPD duoc kiém tra kich thudc bang dién di trén gel agarose 2%, trong dung
dich dém TAE 0,5X, duéi hiéu dién thé 50 V trong 60 phit. Sau dé, gel dugc ngadm trong
dung dich ethidium bromide 10 mg/ml va cac vach DNA s& dugc quan sat dudi tia UV.
Phaén tich dir liéu bang phan mém NTSYS.

3. KET QUA VA THAO LUAN

3.1 Két qua ly trich DNA tong sb tir 14 ciy dira Cayenne:
Quy trinh cua Doyle cai tién (1990) phu hop cho viée ly trich DNA cua dira. Sau khi
kiém tra san pham bang phuong phap dién di, DNA tong sb ly trich cho cac band
sang 1o

3.2 Két qua t6i wu hoa cdc thanh phan trong phan img RAPD
Két qua xdc dinh nong a@é T aq polymerase va nong do prlmer

Két qua dién di cho thiy nong do Taq 0,75 U va néng do primer 1,2pM cho band
sang rd nhat, san phim PCR dugc tao ra nhidu nhat so v&i nhitng nghlem thuc con lai

—-—-H—-_-—-

Hinhl: Két qud khdo sat nong d¢ Taq Hinh 2: Két qud khao sat nong do

polymerase primer
Giéng 1, 2, 3: Nong d6 Taq 0,5 U Giéng 1, 2, 3: Nong d¢ primer 0,8pM
Giéng 4, 5, 6 : Nong dé Taq 0,75 U Giéng 4, 5, 6 : Nong dj primer IpM
Giéng 7, 8, 9 : Nong dé Tag 1 U Giéng 7, 8, 9 : Nong dg primer 1,2pM

Két qua danh gia do da dang di truyén ciia cac giong dira Cayenne:

Trong s6 10 primer st dung thi c¢6 7 primer cho da hinh, cac primer con lai hoac
khéng cho san phim RAPD hoidc dong hinh & tit ca cac band hodc cho sé band khac nhau
qua cac lan PCR.
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=Primer OPAC10 cho s6 band trén dtra nhiéu nhat. S6 band da hinh trén dira 13 4 va
da hinh giira dtra va lan dendro 14 2. Trong d6 band da hinh 1000bp chi xuét hién &
dira Queen, c6 thé ddy 1a chi thi phan tir dé phan biét dira Queen va dira Cayenne.
=Primer OPBO08 khuéch dai 7 band trén dra trong d6 c6 4 band da hinh. Band da
hinh 500bp c6 & tat ca cac gidng dira Cayenne ma khong c6 & gidng dira Queen nén
day c6 thé 1a chi thi gitip phan biét dira Queen va Cayenne.

*Primer V20 chi khuéch dai 4 band trén dira va c6 1 band da hinh 610bp chi xuét
hién ¢ dira Cayenne. Pay c6 thé 1a chi thi phan tir gitip phéan biét dira Cayenne va
dira Queen.

Hinh 3: San pham khuéch Hinh 4: Sin pham khuéch Hinh 5: San pham khuéch
dai  RAPD voi primer dai RAPD voi  primer dai RAPD voi primer V20
OPACI0 OPB0S8 TQ: dira Cayenne Trung Quéc ;
TQ: dira Cayenne Trung Quéc; TQ: dira Cayenne Trung Qudc; TL: dira Cayenne Thai Lan; LD:
TL: dira Cayenne Thai Lan; LD: TL: dira Cayenne Thai Lan; LD: dia Cayenne Lam Dong; Q: dwra
dira Cayenne L4m Dong; Q: dira dira Cayenne Lam Ddng; Q: dira Queen; D : lan Dendrobium ; L :
Queen; D : lan Dendrobium ; L: Queen; D : lan Dendrobium ; L : thang chuan

thang chuin thang chuan

3.3 Phin tich s liéu RAPD bing phin mém NTSYS-pc va Winboot

Két qua RAPD thu dugc trén gel dién di dugc ma hoa thanh dang nhi phan va dua
vao phan tich bang phin mém NTSYS-pc. St dung Coefficient 1a DICE dé tinh ma tran
trong dong. Cay phan nhom di truyén dugc tao ra bang phuong phap UPGMA duya trén
ma tran tuong dong
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Bang 1: Hé s dong dang di truyén cua 3 giéng dira Cayenne va cac d6i ching

Pows='Col=s|T0 TL LD Q LAN

T L. ooooooo

TL o.9727z2324 1. 0000000

LD 0.9120428 0921702 1. 0000000

] 09333332 091204325 0. 2444444 1_ 0000000

LAN 0.45833332 0.4433735 0. 4583232322 045280251 1. 0000000

Ket
qud cho thdy mirc twong dong gene cao nhat giiva hai gidng Cayenne Trung Quoc va
Cayenne Thdi Lan (0,978) chirng t6 hai glong nay co cung nguon goc va dirng rdt gin
nhau trong cdy phan nhom. Micc twong dong gene thip nhdt giiva hai giong Cayenne
Trung Quéc va Lam Pong chitng t6 hai giong nay dirng xa nhau trong ciy phan nhém

TQ

TL

LD

LAN

I T T T T T T T T T T T T T T T T T T T 1
045 059 nra nas nog
Coeffimient

Hinh 6: Cdy phéan nhém di truyén dya vao két qud RAPD
So d6 cdy phan nhom di truyén cho thdy nhom dira va déi chimg lan cach nhau
kha xa v&i muc twong dong 0,46 va trong nhom dira thi giita nhom Cayenne va nhom d6i
ching Queen c6 hé sé tuong dong 14 0,9. Nhom dira Cayenne phan thanh 2 nhém nho,
nhom 1 gom 2 gidng Cayenne Trung Québc va Thai Lan, nhom 2 1a giéng Lam Dong.
Murc tuong ddng giita 2 nhém khoang 0,92.

Thong qua 2 d6i ching, cdy phan nhom di truyén da thé hién chinh xac mdi quan
hé di truyén giita nhom dira Cayenne v6i d6i chimg 1a dira Queen va Lan. Vi vdy su phan
nhom di truyén va khoang cach di truyén cia cac giéng dira Cayenne c6 do tin cdy cao.
Dé khing dinh chinh x4c vé két qua ciy phan nhom di truyén, thuc hién kiém tra do tin
cdy cua cac phan nhom bang cach dung bootstrap bang phan mém winboot vé6i s6 1an lap
lai 12 10000 14n, coefficient 1a DICE.
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+-——-T0
+-50.0
+-458, 3 +—-——-TL

| |
+100, 0 t———————— LD

Hinh 7: D¢ tin cdy cua cac phdan nhom

Két qua cho thay do tin cdy ciia phan nhom Cayenne Trung Qudc va Thai Lan 1a
80%, do tin cay cua phan nhom dira Cayenne va dua Queen chi c6 48,3%, do tin cdy cua
phan nhom dura véi lan 1a 100%.

Nhu véy qua két qua cdy phan nhom di truyén v6i hai ddi ching la dira Queen va
lan cung véi ket qua dung bootstrap v6i phan mém winboot, ¢6 thé két luan kiéu phan
nhom di truyén ctia cac gidng Cayenne nhu hinh 6 1a ¢6 d6 tin cdy cao nhat v&i do tuong
dong’cua 3 nhom dira Cayenne 1a 92%.

4. KET LUAN

Qua khao sat, cac primer cho d¢ da hinh lan luot 1a OPAC10, OPAH13, OPBOI,
OPBO08, S1384 va V20. C6 thé sit dung cic primer cho da hinh cao nhu OPACI10 va
OPBO08 dé sang loc marker lién két.

Céc giéng dira Cayenne nhap noi va noi dia thu thap tai cac néng truong Pham
Van Hai va Tho Vuyc trong khu vuc TP. Ho6 Chi Minh va Dong Nai c6 d6 da dang thap.
Nhu véy, viéc chon loc giong duira co chat lugng cao hoic lai tao giéng dira Cayenne moi
tir céc gidng dira hién co tai khu vuc nay 1a khong co loi cho viée ting ning suét dira.
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ANALYSIS THE GENETIC DIVERSITY OF CAYENNE PINNEAPPLE BY
RAPD MARKERS

SUMMARY

Randomly Amplified Polymorphic DNA (RAPD) analysis has been evaluated for
detecting DNA polymorphisms in Cayenne pineapple varieties. The genotypic
identification based on 7 selected random 10 - mer primers demonstrated that there was a
genetic variation between Queen and Cayenne varieties. However, genetic similarity was
detected in the same Cayenne even from different location. Results obtained from
UPGMA analysis divided 3 groups Cayenne studied into 2 clusters of local and exotic
with 92% similarity indices.
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