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TOM TAT

Loai Bach vang (Xanthocyparis vietnamensis Farjon & N.T.Hiep) thudc chi
Béch vang (Xanthocyparis), ho Hoang dan (Cupressaceae). Day 1a loai cay
gd quy, c6 gia tri kinh té cao nhung kha nang tai sinh kém véi mat do tai
sinh chi khoang 0,65 cdy tai sinh/gc cdy me nén chung dang dimg trudc
nguy co tuyét chung do tinh trang khai thdc qua mirc. V4éi muc ti€u xac
dinh dwoc phuong phap tdi wu cho qua trinh tich chiét ADN ciia Bach vang
dé han ché lugng miu va giam tac dong dén quan thé loai trudc khi tién

Tir khéa: Tach chiét hanh nghién ctru di truyén, ching t6i da xay dung dugc phuong phap phu

ADN, Bach vang, dién di hop nhét dé tach chiét ADN cho loai nay. Trong nghién ctru nay, st dung 6
mau Béch vang bao gdm canh va 14 thu dugc tai 3 quan thé khac nhau ciia
ba tinh Ha Giang, Tuyén Quang va Cao Bing (2 miu/quin thé) dé tién
hanh 2 quy trinh tach chiét ADN véi 4 cong thuc thi nghiém khac nhau
nhdm tim ra phuong phéap t6i uu nhét. Két qua cho thdy sir dung quy trinh
tach chiét ADN bang CTAB 4% (20mM EDTA pHS, 1,5M NaCl, 100mM
Tris HCI pHS, 4% CTAB, 2% PVP va 0,2% B-mercaptoethanol) dé tach
ADN tdng sb tir mau canh (ca twoi va kho) ciia cdy Bach vang 13 hiéu qua
nhét. Trong d6, ndng do va chét lugng ctia ADN thu dugc tir mau canh kho
t6t hon hin so véi cac vat liéu con lai.

The effects of sampling method and extraction method on DNA quality
of Xanthocyparis vietnamensis for genetic source conservation of
precious and rare forest vegetation

Keywords: DNA Xanthocyparis vietnamensis Farjon & N.T.Hiep, an endemic plant in
extraction, Xanthocyparis Vietnam, has important ecological and commercial values. However their
vietnamensis Farjon & regeneration density were about 0.65 seedling/mother tree, this species has
N.T Hiep, electrophoresis, been threatened by rapid habitat destruction and overexploitation of the
population forest for timber. It has been classified as a category "Critically Endangered

(CR) species". Prior to conducting genetic studies on this critically
endangered species, it is desirable to optimise DNA extraction to limit
destructive sampling and reduce impacts on populations. In this study, a
total of 6 individuals of Callitropsis vietnamensis were sampled from 3
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populations: Ha Giang province, Tuyen Quang province and Cao Bang
province (2 samples/population, including branch and leaf). Two DNA
extraction processes with four different formulas were conducted to find
out the most suitable methods. Results showed that Total genomic DNA
that was extracted using CTAB 4% (20 ml EDTA pHS8, 1.5M NaCl,
100mM Tris HCI pHS, 4% CTAB, 2% PVP and 0,2% B-mercaptoethanol)
is most effective method for branch samples of Xanthocyparis vietnamensis

Farjon & N.T.Hiep.

I. DAT VAN BE

Béch vang hay Hoang dan vang (Xanthocyparis
vietnamensis Farjon & N.T.Hiep) thudc chi
Bach vang (Xanthocyparis), ho Hoang dan
(Cupressaceae). Bach vang duoc tim thay lan
déu tién tai huyén Quan Ba, tinh Ha Giang nén
con duoc goi 1a Tric bach Quan Ba. La loai
cay ban dia déac hitu, co gia tri kinh té rat cao
va 1a mot trong nhitng loai gd 16n quy hiém.
Gd Béch vang rat bén, khé bi mdi mot, it cong
vénh, c6 van dep, mau sic bit mit, cung chic
va do bén 16n, nén thuong dugc st dung trong
cac cong trinh xdy dung nhu dén, chua, nha
clra, miéu mao, lam quan tai quy, dd m¥ nghé
cao cap... Ngoai ra gd Bach vang ¢ mui thom
rt ddc trung c6 thé tan dung lam huong lidu
rat tt (Farjon A. et al., 2002).

Trong nhitng nam gan day, tinh trang khai
thac trai phép loai cdy nay dién ra rat nghiém
trong & khip cac ving phan bd ciia Bach vang
nén rat khé tim thdy nhitng quin thé Bach
vang rong 1on trong ty nhién. Trén thuc
té, Bach vang c6 ra nén va két hat nhung sinh
truong cham va kha nang tai sinh kém. Tuy
¢6 thé nhan gidng bing phuong phdp sinh
dudng tir hom nhung ty 1é ra ré khong cao,
chi dat tir 20 - 30%. (Tran Huy Thai ef al.,
2007). Két qua diéu tra tai tinh Cao Bang phat
hién 29 ciy Bach vang truong thanh c6 chiéu
cao tlr 5 - 12m tap trung chu yéu trén dinh nui
va 33 cdy Bach vang tai sinh chu yéu tir hat
6 chét lugng tai sinh kém va trung binh véi
chiéu cao dudi 0,5m. Ngoai ra, lodi nay con
c6 kha néng tai sinh tir canh roi rung (mot cay
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tai sinh tr canh roi rung). Mat d¢ cay tai sinh
rat thap, trung binh 0,65 cay tai sinh/gbc cay
me (mat do tai sinh theo géc cdy me) (Trﬁn
Quang Diéu et al., 2013). Trén thuc té, Bach
vang da dugc khoanh ving va quy hoach dé
bao vé tét hon nhung van cé nguy co bi tuyét
chung. Theo Sach Do do té chirc IUCN cong
bd, Bach vang dugc xép vao cip CR (cuc ky
nguy cip) va dang dung trudc nguy co bi de
doa, can dugc bao ton va phat trién ngudn gen
(Iucnredlist, 2013).

Hién nay, viéc nghién cuu vé da dang di
truyén nguon gen cdy Bach vang 1 can thiét
va rat quan trong cho viéc bao ton, phat trién
va khai thac ngudn gen loai cay nay. Bé ¢6
thong tin vé tinh da dang di truyén cua loai
Bach vang, thi budc dau rit quan trong 13 tach
chiét va tinh sach dugc ADN tong sb tir té
bao thuc vat mot cach hiéu qua nhit. Ngay
nay, c6 nhiéu phuong phap va nhiéu bo kit
dung dé tach chiét ADN tong so tir thuc vat
dugc st dung nhung chua tdi wu héa duoc
quy trinh tach chiét ADN tong sb loai cay
Bach vang nay. Mat khac, sb lugng cay con
lai khong nhiéu, cha yéu phan bé & nhimng noi
c6 dia hinh hiém tro khong thudn tién cho
viéc thu mau va viéc bao quan mau con gip
nhiéu kho khan.

Vi vay, viéc tdi wu héa quy trinh tach chét
ADN cho Béach vang la viéc 1am cén thiét
trong cbéng tac nghién ctru khai thac, phat
trién va bao ton nguon gen lodi cay nay. Muc
ti€u nghién cuu la danh gia hiéu qua qua
trinh tach chiét ADN téng s6 khi sir dung céc
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quy trinh khac nhau. Pong thoi, budc dau
xdy dung co sd dé tién hanh nghién ciru sau
hon vé da dang sinh hoc ciing nhu cdu tric
quan thé loai Bach vang. Tu d6, dé xuit
nhiing giai phap hop ly phuc vu cho cong tac
béo ton ngudn gen quy hiém dang c6 nguy
co tuyét ching & Viét Nam.

IL. VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. i twong nghién ciru

Déi twong nghién ciru 13 6 mau ciy Bach vang
(Xanthocyparis ~ vietnamensis ~ Farjon &
N.T.Hiep) dugc thu ngau nhién tai 3 quan thé
khac nhau cua ba tinh Ha Giang, Tuyén Quang
va Cao Bing (2 miu/quan thé). Cac mau dugc
thu 1a mau banh té bao gdm 14 va canh nhanh
nho, bao quan miu tuoi bang d4 lanh va bao
quan mau kho bang silicagel, sau do vén
chuyén méu vé phong thi nghiém dé tién hanh
tach chiét ADN.

Cac mau nghién ciru bao gdm:

Bang 1. Danh sich cac mau nghién ctru

. . La Canh
Quan the
Kho Twoi Kho Twoi
Cao Bang
Ha Giang
Tuyén Quang

2.2. Phuwong phap nghién ctru

Céc mau nghién ciru dugc nghién lanh bang
nito 1ong (-196°C) vé6i chay va cbi su, thu
duoc mau dang bot min. St dung quy trinh
tach chiét ADN tong sb dua theo phuong phap
CTAB cua Doyle JJ. va Doyle JL. (1987) c6
cai tién mot sd bude vé dicu kién ngdm 1 mau
va két tia mau. Bbn cong thie thi nghiém co
mot s6 thanh phan dém chiét khac nhau dugc
dua ra dé chon loc cong thic tdi wu nhét dbi
v6i mau thi nghiém (bang 2).

Bang 2. Cac cong thirc thi nghiém thanh phan dém chiét

CT CTAB EDTA pH8 NaCl Tris HCI pH8 | B-mecaptoethanol PVP
CT1 2% 20mM 1,5M 100mM 0,2% 1%
CT2 2% 20mM 1,5M 100mM 0,2% 2%
CT3 4% 20mM 1,5M 100mM 0,2% 1%
CT4 4% 20mM 1,5M 100mM 0,2% 2%

Céc budc tach chiét ADN duoc tién hanh 1an
lugt nhu sau: Nghién 100mg mau canh/la
bang chay cdi s véi nito 1ong thanh dang
bot min va chuyén nhanh sang &ng
eppendorf 2ml. B sung 800pl dém chiét
theo timg cong thirc, ddo déu bang may tron
Vortex cho t6i khi mau thanh hdn hop dong
nhét. U hdn hop méiu & 65°C trong 90 phut,
d4o déu miu sau mdi 10 phut. Ly tdm véi toc
do 20.000 vong/phut trong 15 phut, hat dich
ndi cho sang dng eppendorf 2ml mdi va loai
b6 cin b di. Tiép tuc bd sung 40ul Rnase
(10mg/ml) rdi u ¢ 37°C trong 30 phut va dé
ngudi 5 phut ¢ nhiét do phong. B sung tiép
800ul dung dich Chloroform: Isoamylalcohol

(ty 1& thé tich 24:1) lic déu va ly tim 20.000
vong/phtt trong 15 phut, dung pipet hut phan
dich ndi va chuyén sang 6ng eppendorf 2ml
méi. Tiép tuc bd sung thém 800ul dung dich
Chloroform : Isoamylalcohol (ty 18 thé tich
24:1), dao déu mau va cho vao ly tim tdc do
20.000 vong/phit trong 10 phut, hut dich ndi
roi dua vao 6ng eppendorf 1,5ml méi. Sau dé
bd sung Isopropanol lanh vao mau dé vdi ty 18
thé tich 1:1 (Visopropanol © Vimiu), ddo déu va
lanh -20°C trong it nhit 60 phit (c6 thé dé u
qua dém). Ly tdm 20.000 vong/phut trong 15
phut, loai bo dich va thu tua. Rua tua béng
cach bd sung 600ul Ethanol 70° lanh vao dao
déu va ly tim 20.000 vong/phit trong 10 phit,
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thu tda. Lap lai budc trén 2 lan dé 1am sach
tda, 1am kho tia ADN va hoa tan bang 100ul
dém TE 1X, bao quan ADN & ti -20°C.

ADN tdng s6 sau khi tach chiét dugc tién hanh
kiém tra chit lvong bang phwong phép dién di
trén gel agarose 0,8% va do ndng do cua miu
ADN trén may quang pho hap phu Nano drop
& bude séng 260/280nm. Néu két qua dién di
cho thdy mau ADN tip trung trén mot bang
chinh, hinh anh 6 nét, khong bi dut giy va
nong d ADN > 20ng/ul, ODago0 = 1,8 - 2,0
thi ADN téng sb thu dugc dat yéu cau dé s
dung cho cac thi nghi¢ém sinh hoc phan t
tiép theo.

Dé so sanh néng d6 va chét lugng AND tach
chiét duoc tir cac loai vat liéu khac nhau
phuong phép phan tich théng ké theo tiéu
chuin Chi binh phuong (chi-square) di dugc
sir dung véi (o = 0,05). O dé, néu Py > 0,05
thi sy sai khac giita cac bién khong cé y nghia
vé miat théng ké (chdp nhan gia thuyét Ho:
khong c6 su khac nhau gitta cac loai vat li€u
va phuong phép tach chiét).

III. KET QUA VA THAO LUAN

3.1. Két qua tach chiét ADN ciia cic miu
Bach vang twoi

Sau khi tach chiét ADN theo bdn cong thirc
trén, tién hanh dién di kiém tra trén gel agarose
0,8%, két qua thu dugc mo ta va nhan xét chi
tiét di véi timng cong thirc thi nghiém véi mau
tuoi & ca 3 quan thé nghién ctru.

O cong thic CT1, bang ADN tong s6 ciia cac
mau canh tuoi thu dugc sang hon so véi cic
mau 14 twoi. Mau canh tuoi & Cao Bing cé
bang ADN tong s6 1én tuong ddi sic nét, 1d
rang va cd thé thu duoc ADN c¢6 chét luong
khé t6t; mdu & Ha Giang va Tuyén Quang lén
bang khong 15, trén giéng load mau con dong
vét sang, c6 thé ADN bj 1an nhiéu tap chét (miii
tén) va co hi¢n tuong dat gay xdy ra. Quan sat
cac mau 14 tuoi, miu & Ha Giang va Tuyén
Quang c6 bang ADN thé hién trén ban dién di
khéng 16 rang, khong sic nét, ADN c6 thé bi
dut gdy nhiéu va 1an tap chit (mii tén). Déi véi
mau 14 twoi cia Cao Bang thi hoan toan khong
thay xuét hién bang ADN (hinh 1).

9 10 11 12

- ! -

Hinh 1. Két qua dién di trén gel agarose cia ADN mau tuoi tach bang CT1

La tuoi: Cao Bé’mg (1 -2), Ha Giang (3 - 4), Tuyén Quang (5 - 6);
Canh tuoi: Cao Béng (7 - 8), Ha Giang (9 - 10), Tuyén Quang (11 - 12)

Véi cong thirc CT2, két qua dién di cho thay
mau 14 twoi c6 lwong ADN tdng sb thu duoc
khoéng rd nét so véi mau canh twoi. Baing ADN
tong s6 cua 6 mau canh tuoi thé hién trén ban
dién di twong ddi rd rang, tuy nhién van cd
hién tugng dit giy ADN. Ddi véi mau 1a tuoi
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thudc quan thé Ha Giang khong thay xuat hién
bang ADN, con cac mau thudc quan thé Cao
Bing va Tuyén Quang thi bang ADN hién trén
ban dién di khong rd rang, c6 thé do ADN bi
duat gy (hinh 2).
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Hinh 2. Két qua dién di trén gel agarose cia ADN mau tuoi tach bang CT2
La twoi: Cao Bang (1 - 2), Ha Giang (3 - 4), Tuyén Quang (5 - 6);
Canh tuoi: Cao Béng (7 - 8), Ha Giang (9 - 10), Tuyén Quang (11 - 12)

Két qua dién di trén gel agarose clia cac mau
ADN tach chiét theo cong thirc CT3 dién di cho
thdy 6 mau canh tuoi déu xuét hién bang ADN
cho du d6 sang ctia 6 mau 14 khac nhau, trong d6
bang ADN cia mau thuéc quan thé Tuyén
Quang la sang nhit, bang ADN cua mau thudc
quan thé Ha Giang sang hon so véi bing ADN
cta mau & quan thé Cao Bang (hinh 3A). Do sic
nét ciia bang ADN cho thdy chét luong ADN thu
duoc kha t6t, khong bi dit gy ¢ mau canh twoi

thudc quan thé Tuyén Quang va Ha Giang, con
bang ADN ciia mau canh tuoi & Cao Bang thi
khéng 16 rang, khong sic nét. DS véi mau 14
tuoi tach chiét bang CT3, két qua dién di cho
thdy mau 14 tuoi c6 xudt hién bang ADN, tuy
nhién do sic nét cia biang khong rd rang, bi dut
gdy nhiéu & tat ca 6 mau thudc 3 quan thé (hinh
3B). Nhu vay, vdi cong thue CT3 thi s dung
mau canh tuoi dé tach chiét ADN cho két qua tét
hon so véi sir dung mau 14 tuoi.

A. MAu canh twoi

B. MAu la tuoi

Hinh 3. Két qua dién di trén gel agarose cia ADN mau tuoi tich bang CT3
Cao Bﬁng (1 -2), Ha Giang (3 - 4), Tuyén Quang (5 - 6)

Pién di trén gel agarose ADN tong s6 mau
tuoi tich bang CT4, cho thdy ca 6 mau canh
troi thu dugc ADN téng sb dep hon so véi 6
mau 14 twoi. Bang ADN tong s6 & cac méu
canh tuoi thé hién 1o rang, d6 sdc nét cao,
ching to chit lwong ADN thu duogc tét, khong

bi dut gdy va duoc st dung cho cac thi nghiém
tiép theo. Trong khi do, bang ADN tong s ciia
mau 14 tuoi ¢ ca ba dia diém déu khong rd nét,
mau ADN thu dugc bi nhét va c6 thé bi dut
gdy do chira nhiéu polysaccharide va 1an tap
chit (hinh 4).

6.7 o\ i 1. 12

Hinh 4. Két qua dién di trén gel agarose cia ADN mau tuoi tich bang CT4

Canh tuoi: Ha Giang (1 - 2), Cao Béng (3 - 4), Tuyén Quang (5 - 6);
La tuoi: Cao Bang (7 - 8), Ha Giang (9 - 10), Tuyén Quang (11 - 12).
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ADN tbng s6 sau khi tach chiét theo cic cong
thirc, dugc tién hanh do trén méy quang phd hap

phu Nano drop dé kiém tra ndng d6 va do tinh
sach, két qua duogc thé hién trong Bang 3.

Bang 3. Két qua do nong d6 ADN ciia mau la twoi va mau canh tuoi

MAu thi nghiém CT1 CT2 CT3 CT4
ng/ul | ODgzeo2s0 | ng/pl | ODgzeorzs0 | ng/pl | OD2zgorso ng/pl OD2601280

Cao 1] 38,13 1,452 40,15 1,112 42,36 1,685 57,23 1,652
Béng 2 | 38,74 1,435 39,45 1,325 40,18 1,665 59,52 1,663
La Ha 1] 38,75 1,348 43,74 1,006 33,18 1,495 48,56 1,525
twoi Giang | 2 | 35,89 1,352 34,75 1,053 35,45 1,512 59,65 1,565
Tuyén 11 21,13 1,315 29,49 1,425 68,95 1,713 113,7 1,854
Quang | 2 | 19,49 1,295 31,18 1,441 65,71 1,725 115,34 1,845
Cao 1| 31,56 1,587 30,17 1,619 79,65 1,785 139,35 1,887
Bang 2 | 30,42 1,658 29,84 1,625 81,56 1,791 125,78 1,879
Canh Ha 1 28,4 1,524 32,16 1,598 86,98 1,812 149,37 1,856
twoi Giang | 2 | 2549 1,565 30,25 1,638 82,56 1,835 132,33 1,895
Tuyén 1| 29,18 1,380 36,94 1,596 96,45 1,851 156,28 1,927
Quang | 2 | 25,16 1,406 38,52 1,625 85,17 1,865 161,49 1,902

Pinh <0,05 <0,05 <0,05 <0,05

Dura vao két qua do ndng d6 ADN va két qua
dién di trén gel agarose, nhan thdy vdi cong
thirc CT4 thi viéc tach chiét ADN tong sb cho
hi¢u qua hon cd so vdi cac cong thic khac
(P<0,05). Cong thirc CT4 phi hop nhét cho
viéc tach chiét ADN tong s6 & mau tuoi, trong
d6 mau canh tuoi cho lwong ADN cao hon
mau 1a tuoi v6i néng d6 va do tinh sach dat,
ddng thoi ciing twong d6i 6n dinh ¢ ca 3 quan
thé nghién ctru. Nhu vay, cong thirc CT4 1a tbi
wu cho quy trinh tach chiét ADN cdy Bach
vang véi miu dugce sir dung 1 canh tuoi. Dong
thoi, két qua thdng ké cho thiy ndng d6 thu
dugc & cac mau 14 tuoi va canh tuoi & mdi
cong thuc thi nghiém la hoan toan doc lap.

3.2. Két qua tach chiét ADN ciia cic miu
Bach vang kho.

Két qua kiém tra chat luong ADN sau khi dién
di trén gel agarose 0,8% dugc mo tad va nhan
xét cu thé ddi véi timg cong thirc thi nghiém
d6i vé6i timg vat liéu kho & cac quan thé dugc
st dung.

Trong thi nghiém v&i CT1, st dung CTAB 2%
¢6 bd sung 0,2% B-mecaptoethanol, 1% PVP
thi ca mau 14 kho va canh khé déu khong xuét
hién bang ADN khi chay dién di kiém tra
(hinh 5). Nhu vay, mau khé tach ADN theo
cong thirc nay khong thu dugc két qua.

Hinh 5. Két qua dién di trén gel agarose cia ADN mau kho tach bang CT1

La khé: Cao Bﬁng (1 - 2), Ha Giang (3 - 4), Tuyén Quang (5 - 6);
Canh kho: Cao Bang (7 - 8), Ha Giang (9 - 10), Tuyén Quang (11 - 12)
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0 CT2 véi CTAB 2% bo sung 0,2% B-
mecaptoethanol va 2% PVP, sau khi dién di
kiém tra trén gel agarose ciing cho két qua
tuong tu & CT1 1a khong xuét hién bang ADN,
khéng thu dugc ADN tdng s6 sau khi tich & ca
mau 14 kho va canh kho.

O thi nghiém véi CT3, ting ndng d6 CTAB
1én 4% va bd sung 0,2% PB-mecaptoethanol
cung v6i 1% PVP, miu canh khé thu dugc &
Cao Bing va Ha Giang khong quan sat dugc
vach sang nhung trén céc giéng lai sang ro hon
hdn (mii tén), c6 thé do miu ADN bj lan

A. MAu canh khé

nhiéu tap chét. Trong khi d6, miu tach chiét
thuoc quan thé Tuyén Quang c6 lén bing
nhung lai khong 13 nét, cho thiy kha ning thu
dugc ADN tong sé tuong dbi thip (hinh 6A).
Véi mau 1a khoé cua Cao Bing va Ha Giang
khong thdy xuét hién bang ADN, con mau ¢
Tuyén Quang thi bang ADN t6ng s6 1én md va
khong dugc rd nét (hinh 6B). Nhu vay, su
dung cong thirc tach chiét CT3 khong thu dugce
ADN tdng s6 c6 chat luong tot ddi v6i ca mau
14 kho6 va canh kho (Ptinh<0,05).

B. MAu la khé

Hinh 6. Két qua dién di trén gel agarose cia ADN mau kho tach bang CT3
Cao Bing (1 - 2), Ha Giang (3 - 4), Tuyén Quang (5 - 6)

Dbi véi CT4, két qua cho thiy cac miu canh
khé c¢6 vach ADN 13 va ADN thu dugc c6 chat
luong kha tét, trong d6 mau canh khoé & Cao
Biang 1én kém va mo hon so v6i miu & Ha
Giang va Tuyén Quang (hinh 7A). Vach ADN
mau canh kho Tuyén Quang 1én rd nét va gon
hon so véi mau & 2 quan thé con lai va cho
chat luong ADN t6t hon. O mau 1a kho thi

vach ADN tong sd & ci 3 quan thé 1én, nhung
mau 14 & Cao Bang va Tuyén Quang 1én vach
15 nét, cé thé thu dugc ADN tong sé ¢ chét
luong kha tét. Vach ADN mau 14 khé & Ha
Giang 1én nhung khong gon, c6 thé xay ra hién
tugng bi dit gdy ADN va cé chat luong khong
dat (hinh 7B).

A. MAu canh khé

B. Miu 14 khé

Hinh 7. Két qua dién di trén gel agarose cia ADN mau canh khoé tach bing CT4
Cao Bing (1 - 2), Ha Giang (3 - 4), Tuyén Quang (5 - 6)

Dua vao két qua dién di, nhan thdy khi st
dung cong thirc CT4 dé tach chiét ADN cay
Bach vang cho hi€u quéa hon vdi cac cong thire

con lai, ADN téng s6 thu duge co thé dugc
dung cho céc thi nghiém sinh hoc phan tir tiép
theo. Trong d6, v6i mau canh kho tach bang
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CT4 thi cho bang ADN hién Ién tap trung trén
mdt bang chinh, rat rd rang va sdc nét.

Sau khi chay dién di kiém tra ADN trén gel
agarose, tién hanh kiém tra chit luong ADN

thu duoc trén may do quang phd. Két qua do
néng d6 va do tinh sach ADN cua mau la
khé, canh khé ¢ 3 quan thé dugc thé hién
trong bang 4.

Bang 4. Két qua do ndng d6 ADN cua mau 1a kho va canh khé ¢ 3 quan thé

N CT1 CT2 CT3 CT4
Mau thi nghiém
ng/ul OD2601280 ng/ul OD 2601280 ng/pl | OD2goi2s0 | Ng/pl | ODa2gos280
Cao 1 36,47 1,152 38,56 1,038 34,56 1,455 34,28 1,596
Béng 2 34,52 1,212 36,36 1,103 36,7 1,468 37,56 1,598
La Ha 1 30,95 1,213 32,21 1,234 28,19 1,452 32,18 1,495
khdé Giang 2 31,25 1,238 31,18 1,315 27,75 1,463 36,59 1,521
Tuyén 1 30,95 1,285 38,52 1,452 36,94 1,553 43,74 1,598
Quang 2 32,61 1,278 36,94 1,448 34,35 1,589 34,75 1,585
Cao 1 23,15 1,352 26,87 1,115 65,18 1,665 102,11 1,852
Béng 2 19,56 1,295 24,15 1,214 39,58 1,663 105,25 1,849
Ha 1 20,32 1,225 26,52 1,325 57,35 1,584 112,08 1,815
Canh khd )

Giang 2 19,2 1,192 25,18 1,358 49,58 1,532 104,13 1,825
Tuyén 1 21,13 1,315 29,49 1,425 68,95 1,713 113,7 1,854
Quang 2 19,49 1,295 31,18 1,441 65,71 1,725 115,34 1,845

Ptinn <0,05 <0,05 <0,05 <0,05

Két qua thu dugc cho thdy, sir dung cong thirc
CT1 va CT2 thi ADN thu duoc & cd mdu la
kho va canh kho c6 d¢ tinh sach khong cao,
luong ADN thip va hinh anh dién di kém,
khéng sic nét va bi dit giy nhiéu. Nhu vy,
cong thirc CT1 va CT2 khoéng phu hop cho
tach chiét ADN cay Béch vang.

D6i v6i cong thite CT3 cho két qua 1a ADN
thu dwoc & mau canh khd ¢ chit luong cao
hon so véi ADN mau 14 khé. ADN & mau canh
khé c6 ndng do dat tir 39,58 dén 68,95 ng/ul
nhung ODye080 <1,8 cho nén chét lugng ADN
thu duogc chua tot. Nhu vay, cong thuc CT3
chua phai 1a cong thic t6i wu cho viée tach
chiét ADN cay Béch vang.

O cong thizc CT4 cho chat lugng ADN méu
Béch vang 1a tét hon so véi cac cong thuc thi
nghiém khéc va twong dbi dong déu ¢ ca 3
quéan thé nghién ctru. Sir dung miu canh kho
cho ADN co6 @0 tinh sach va néng d6 cao hon
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so v6i ADN tach tir mau 14 kho (P, <0,05).
ADN thu dugc déu c¢6 ndng d6 tuong ddi cao
dat tir 102,11 - 115,34 ng/pl, ty s6 ODaso/s0
>1,8 va hinh anh dién di cho biang ADN rd
rang, khong dat giy. Vi vdy, c6 thé nhan dinh
cong thirc CT4 13 cong thire thi nghiém t6i uu
cho viéc tach chiét ADN cdy Bach vang tir
mau canh kho.

IV.KET LUAN

Trong céac cong thirc thi nghiém st dung, CT1
va CT2 cho ADN ndng d6 thip va con nhiéu
tap chét, hoan toan khong phu hop cho tach
chiét ADN mau Béach vang. CT3 cho két qua
ADN c6 hinh anh dién di khong rd nét, dat
giy nhidu. Riéng CT4 c6 két qua thu dugc tir
mau canh khé cho ADN c¢6 d tinh sach cao va
nong do cao hon ca so vai két qua thu dugc tir
cac mau con lai. ADN thu duoc cho hinh anh
dién di ro rang va khong dut gay.
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Vi vdy, quy trinh tach chiét ADN theo céng c6 cai tién mot sé budc dé tach ADN tong sb
thae CT4 sir dung CTAB 4% (20mM EDTA  tir mau canh (ca tuwoi va khd) cia ciy Béach
pHS8, 1,5M NaCl, 100mM Tris HCI pHS8, 4% vang la hi¢u qua nhét.

CTAB, 2% PVP va 0,2% B-mercaptoethanol)
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