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TOM TAT

Tiéu chuén ISO/IEC 17025 (International Organization for Standardization/ International Electrotechnical
Commission) 1a mét trong nhitng thudc do quan trong ching nhan cho phong thi nghiém dat tiéu chuan qudc té.
Trong nghién ctru ndy, cac phuong phap lay mau lta phuc vu thir nghiém xac dinh locus gen muc tiéu da duoc thiét
1ap. Cu thé, hai phuong phap 1iy mau thir nghiém ngoai dong rudéng va trong phong thi nghiém da duoc xay dung
thanh cong. Trong d6, cac bude thu, bao quan mau 14 [ia trén dong rudng va tiép nhan, bao quan, chuin bj mau thu
nghiém tir 16 mau hat gidng nhan tai phong thir nghiém ciing da duoc chii y. Két qua cua nghién ciru nay c6 y nghia
trong dua ra quy trinh 1y mau theo tiéu chudn ISO/IEC 17025: 2017, tir d6 thanh Iap va van hanh phong sinh hoc
phan tr giam dinh gen thyuc vat dat chuén ISO/IEC 17025:2017.

T khoa: ISO, lua, thir nghiém, quy trinh, léy mau

I. PAT VANDE

ISO/IEC 17025 (International Organization for
Standardization/ International Electrotechnical
Commission) 1a tiéu chuan vé hé théng quan 1y
chat luong, duoc ap dung dic thu cho cac linh vuc
thir nghiém va hiéu chuan do T6 chic Qudc té vé
Tiéu chuén hoa thiét 1ap va ban hanh (Honsa and
Mclntyre, 2003). Pugc thiét k& nhim hop nhat
v6i tiéu chuin vé hé thong quan 1y chét lwong ISO
9001, tiéu chuan ISO/IEC 17025 dwa ra mét cach

nghiém ngit cac quy dinh dé dam bao nang luc ki
thuat, mang lai Kkét qua do luong/thtr nghiém dat do
tin cdy cao va duoc qubc té thira nhan (Yamamoto
etal.,2010). Vivay, dat chuan ISO/IEC 17025 dugc
xem la mot tiéu chuan “cting” dé danh gia kha nang
hoat dong cta phong thir nghiém va hiéu chuan
kiéu mau.

Hién nay, nhu cu xac dinh su c6 mat cua mot
s6 locus gen muc tiéu trong cac giéng lua (Oryza
sativa) dugc xem 1a quan tdm hang dau trong céc
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chuong trinh chon tao gidng nhim nang cao tinh
chéng chiu diéu kién bat loi. Nhiéu locus gen khang
v6i bat lgi sinh hoc, nhu bénh dao 6n, bac 14 va ray
néu, va bét loi phi sinh hoc, nhu ngdp ung, man cé
thé phat hién mot cach chinh xac bang k¥ thuat sinh
hoc phan tir dua trén cac chi thi lién Kkét chat véi gen
khang. Do vay, thiét 1ap quy trinh xac dinh chinh xé4c
s ¢6 mit cua gen khang muc tiéu trong cac gidng
laa duge xem 1a rat can thiét. Tuy nhién, cho dén nay
chua c6 ghi nhan vé phong thir nghiém dat chuan
ISO/IEC 17025: 2017 dam nhan churc nang xac dinh
sw c6 mat cua cac locus gen muc tiéu trén cac gidng
lua & Viét Nam.

Trong nghién ctru ndy, phuong phap 1dy mau thu
nghiém di dugc thiét 1ap lam co s& quan trong cho
ban hanh Quy trinh ldy mau va quan 1y méu thir
theo tiéu chuan ISO/IEC 17025: 2017. Muc dich cua
nghién ciru ndy nham trién khai mot phuong phap
léy mau tiéu chuin dam bao tinh dai dién ciia mau,
ddng thoi giam thiéu t6i da 15i trong qué trinh xac
dinh gen muc tiéu.

II. VATLIEU VAPHUONG PHAPNGHIEN CU'U
2.1. Vitliéu nghién ciru

Mau gidng lta can thir nghiém sy c6 mat/ ving
mit cia locus gen muc tiéu, gom 14 lta thu thap
trén dong rudng hodc hat giéng lta do khach hang
cung cap.

2.2. Phuwong phap nghién ciru
2.2.1. Chudn bj trang thiét bi va dung cu
Tai ziplock, kéo ¢t mau, ging tay y té, panh kep,

thung lanh bdo quan miu va mot sé do dung cin
thiét khac.
2.2.2. Phwong phdp tiép nhin méu

Mau gidng c6 thé dugc thu thap trén dong ruéng
hoic dugc khach hang mang dén phong thi nghiém.
D6i voi mau gidng trén ddng rudng, tién hanh danh
s6 cdy theo thir ty hang 1 - 10 - 20 - 30 - 40 - 50 - 60
-70-80-90-100. Néu trong hang c6 khom bi thiéu
thi deo thé tag danh dau va dém s tiép tuc tir khom
tiép theo. Pdi véi 16 hat gidng giao nhan tai phong
thir nghiém, tién hanh kiém tra tem nhan va phiéu
giao nhan mau gidng trude khi ldy mau.
2.2.3. Phwong phdp thu méu va chudn bimdu

Déi voi mau 14 thu tryc tiép trén dong rudng: Thu
100 mau 14 dai dién cho 100 cay cta gidng lua can
thir nghiém. Cay duoc dénh s6 va ghi nhén theo thu
tw. Mau 14 non, sach bénh duoc cit bé“mg kéo va cit

trong tui ziplock, ghi nhan va bao quan trong thung
lanh. Mau dugc van chuyén vé phong thi nghiém va
bao quan ¢ 4°C.

D6ivail6 hat gibngtai phong thinghiém: Phuong
phap thu mau dugc bén giao thuc hién theo huéng
dén cta Tiéu chuan Viét Nam vé Hat gidng laa nudc
- Phuong phap tht TCVN 1700:1976 (B¢ Khoa hoc
va Cong nghé, 1986). Mau gidng duoc kiém tra tem
nhan, phiéu giao nhan trudc khi bao quéan trong ti
mat 4°C. Hat giéng dam bao chat lugng duoc ngam
U nay mam trén dia petri trong diéu kién am, nhiét
do 37°C (Bo Khoa hoc va Cong nghé, 1986).

III. KET QUA VA THAO LUAN

3.1. Xay dung phuong phap thu va bio quanmiu
14 lia trén dongrudng

Phong Sinh hoc phan tir Giam dinh gen thyc vat
duoc xay dung nham thir nghiém céc chi tiéu dang
ky cong nhan theo tiéu chuan ISO/IEC 17025:2017.
Céc chi tiéu thir nghiém la cac locus gen muc tiéu
(khang sau bénh, chdng chiu voi cac dicu kién bat
loi ctia ngoai canh, cac gen ning sut, chit luong...
trong cac giéng laa). bé dat duge muc tiéu trén, viée
x4y dung va ban hanh phuong phap tiéu chuan dbi
v6i viéc thu mau va bao quan méu 13 can thiét nham
xdy dung dugc Quy trinh Lay méu va quan 1y miu
thir ctia phong thirnghiém.

Dé cung cip mau dai dién cho cac phan tich thir
nghiém va giam t6i da 16i xay ra trong qua trinh xac
dinh, quy trinh 14y mau phai phu thudc vao ké hoach
lay mau ctia phong thir nghiém. Mic du cac budc lay
mau 14 trén ddng rudng kha don gian, tuy nhién quy
trinh thu mau can phai tré thanh mot tai lidu tiéu
chuan, tir 46 c6 thé sir dung cho phong thir nghiém
mot cach chinh quy (Bui Hitu Dién, 2018).

Cu thé, phuong phéap thu va bao quan mau 14 lta
trén ddng rudng phuc vu cho Phong Sinh hoc phan
tir giam dinh gen thuc vat theo tiéu chuén ISO/IEC
17025 duoc xay dung gdm nam budc chinh (Hinh 1).

- Bude 1. Chuan bi dung cu léy mau, vat chia
mau: Céac dung cu ldy mau, chia mau, chira mau
dugc chuan bi theo nguyén tic chung: phai sach
trung tinh va khong 1am nhiém béan, nhidm chéo cho
mau liy, dong thoi hinh dang, vat liéu ché tao va kich
thudc cia dung cu lay miu va chira mau phai dya
vao céc tiéu chuan pht hgp cho miu 14 lta (Bui Hitu
Dién, 2018). Trong nghién ctru nay, dung cu duogc
chuan bi bao gom: kéo y té, thi ziplock, but viét kinh,
ging tay y té, thung lanh bao quan mau.
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Hinh 1. Cic budc tién hanh khi thu mau laa trén dong rudng
phuc vu cho phong thi nghiém giam dinh gen thyc vat chuan ISO/IEC 17025

- Buégc 2. Xac dinh va kiém tra khu rudng thu
mau 14: Trude khi ldy mau gidng la thirnghiém, can
xac dinh va kiém tra khu rudong thu mau 14 lua do
khach hang yéu cau. Rudng thu mau 14 1a rudng ciy
theo hang, lta dugc céy 1 danh, dam bao sach bénh,
tién loi cho viéc ghi so d6 va danh ddu khu thu mau.

- Budc 3. Panh sb va treo nhin cho cdy 1y mau
14 theo hang: P6i v6i mbi miu gidng can thir nghiém
s& tién hanh thu mau 14 trén 100 cay, do d6 hang thu
mau phai duoc ghi so d6 va danh sé sb cay theo thu
twhang 1-10-20-30-40-50-60-70-80-90,
trong d6 danh dau lai nhing khém lua trong hang
khong dat tiéu chuin, nhu biéu hién nhidm bénh,
hinh thai khong dong déu dé tranh sai sot trong qua
trinh thu mau.

- Buéc 4. Thu mau va ghi nhan mau 14 vira thu:
MObi mau giéng lta can thir nghiém s& dugc thu 100
ca thé, tuong ing véi 100 cay lta. Mbi cdy lua dugc
thu 2 mau 14 non, khong nhiém bénh, dam bao du
khdi lwong mau cho phan tich thir nghiém va luu
mau. Sau mdi 1an cit can phai vé sinh kéo catmau
bang con 70° dé tranh nhiém ban, nhiém chéo mau
trong qua trinh 1dy mau, chia mau. Cac mau 14 duoc
luu gitr trong tui ziplock da ghi nhan va bao quan
trong thiing bao quan lanh dam bao mau 14 twoi cho
budre tach chiét ADN.

- Bude 5. Luu, bao quan mau trong vat chtra mau
va van chuyén mau vé phong thir nghiém: Dé tranh
viéc xdy ra mau thuan vé tinh dai dién cua mau dugc
thu (Bui Hiru Pién, 2018). Trong nghién clru nay,
100 cay ciia mdi mau gidng lia can thir nghiémduoc
thu mau 14, mdi cay thu hai 14 (mot 14 cho phan tich
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thir nghiém, mot 1a dé luu mau). Trong d6, nguoi
lay mau can dam bao cac diéu kién bao quan ngoai
déng ruong dé tranh céac tac nhan nhu nhiét do, 4nh
sang, do am c6 thé anh huong dén do tuoi cua 14
(Semagn, 2014). Cubi cung, mau la duoc bao quan
trong thung bao quan lanh va dugc van chuyén vé
phong thtr nghiém dé chuan bi cho cac budc tiép
theo cua quy trinh thunghiém.

Déi v6i phuong phap thu miu 14 tir rudng thi
nghiém, thoi gian phit hgp nhét dé tién hanh 1a sang
sém dé dam bao mau 14 tuoi dugce van chuyén vé
phong thtr nghiém va tach chiét ADN ngay trong
ngdy. Mau luu dugc bio quin trong ti lanh sau
-20°C trong thoi han 1 thang ké tir ngay thu mau.
Nhu vdy, véi ndm bude chinh va cac diém can chu
¥ néu trén, phuong phap thu mau la Ilta trén dong
ruéng di dam bao nhimg tiéu chudn can thiét cho
Phong Sinh hoc phén tir giam dinh gen thyc vat thiét
1ap Quy trinh Ldy mau va Quan Iy mau thir pht hop
v6i tiéu chuén ISO/IEC 17025:2017.

3.2. Xay dwng phwong phap thu nhan, bao quan va
chuén bi miu tir 16 hat gidéng

Quy trinh nhan 16 mau hat giéng va xur 1y mau
do khach hang cung cip phuc vu cho Phong Sinh
hoc phan tir giam dinh gen thyc vat dugc trién khai
tiy thudc vao tinh trang 16 mau giéng. Can bo tiép
nhan s& kiém tra so bo tinh déng nhét cua 16 mau
ddi chiéu voi gidy to kém theo, mé ta va xac dinh
hinh dang, sy nguyén ven, d6 sach va mic do nhiém
tap ctia bao goi. Cac 16 mau giéng khong dat yéu cau
vé su déng nhét, bi 13n hat mdc, mdi mot s& khong
duoc tiép nhan. L6 mau hat gidng dat yéu cau s&
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duoc can bo ciia phong thir nghiém tiép nhan va hai
bén cung ky nhan vao phiéu giao nhan mau gidng.
Phiéu giao nhan s& dugc photo giri khach hang
1 ban, ban gbc dugc luu trong hd so ctia phong thir
nghiém. Mau hat giéng dat yéu cau s& duoc ldy mau
va chuin bi mau thir nghiém nhu sau: D6i véi mdi 16
mau can thu nghiém, 20 hat dugc léy ngau nhién tai
mdi 10 vi tri khac nhau trong 16. Téng s 200 hat lta
s& dugc ngdm U va cho ndy mam.

Hat mau dugc xir 1y ngadm U theo huéng dan
trong TCVN 1700:1976 (B KhoahocvaCongnghé,
1986). Trong d6, hat dugc nay mam trén dia petri co
gidy 4m, dit & didu kién nhiét d6 4m 37+ 40°C trong
2 = 3 ngay. Can chu ¥ phai luon duy tri d6 am cho
dia petri bang cach b6 sung nudc vao gidy. Mau la
mam ciia timg hat giéng dugc cét o giai doan7+10
ngay sau khi ngam 11, chiéu dai mau ¢4t 2,0+ 2,5 cm,
chuyén vao cac 6ng eppendorf 2 ml da khir tring va

giit lanh dé tién hanh budc tach chiét ADN tiép theo.
Nhu vdy, véi cac budc va cac diém can cha y néu
trén, phuong phap thu nhan, bio quan va chuan bi
mau thir nghiém tir 16 mau hat gidng nhén tai phong
thir nghiém da dam bao nhiing tiéu chuin can thiét
cho Phong Sinh hoc phan tir giam dinh gen thuc vat
thiét 1ap Quy trinh Ldy mau va Quan Iy mau thir phu
hop véi tiéu chuan ISO/IEC 17025:2017.

3.3. Hoan thién quy trinh quén ly 16 hang va bao
quan miu

Viéc kiém soat qua trinh bao quan sau lay mau va
thong tin vé mau gidng thir nghiém rat quan trong,
mau sau khi lay phai bao g6i bang céc bao bithich
hop va pha1 duoc ghl nhan VO’I day du cac thong tin
dé truy xudt ngudn gbc néu can. Dé thong nhat theo
quy chuan chung, nhan méc théng tin vé mau thur
nghiém di duogc thiét ké véi muc dich cung cp day
du thong tin vé 16 miu giéng (Hinh 2).
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Hinh 2. Mau nhin mac luu trit va bio quan mau thir nghiém
cua Phong Sinh hoc phan tir giam dinh gen thyc vat theo ti€u chuan ISO/IEC 17025: 2017

Cu thé, nhan mac luu trir va bao quan mau thir
nghiém cia Phong Sinh hoc phan tur giam dinh gen
thyc vat co day du cac thong tin vé tén phong thir
nghiem s6 thu tu dot lay mﬁu trong nam, déi tuong
thumau (laahodc loai cay trong khac), ma s6 mau thr
nghiém. Nhan mac cingcung cAp thong tin vé nguo‘1
co trach nhlem ldy mau, thoi gian va dia diém ly
mau va loai mau (14, hat...). Cac thong tin trén nhin
mac can dugc thong nhit véi bién ban tiép nhan 16
mau gidng va khach hang dé tranh sai sot ciing nhu
xac thyce tinh dai dién ctia phép thir nghiém.

IV.KET LUAN VA DE NGHI

4.1. Két luan

Di thiét 1ap dugc phuong phap lay mau thir
nghiém phuc vu xac dinh locus gen muyc tiéu.
Phuong phép lay mau thir nghiém dugc chia thanh

phuong phép 4p dung cho viéc thu, bao quan mau
14 10a trén dong rudng va phuong phap ap dung cho
viéc thu nhan, bao quan, chuan bi mau thirnghiém
tir 16 mau hat gidng nhan tai phong thir nghiém.

Viéc xay dung phuong phéap tiéu chuan cho viéc
ldy mau thtr nghiém duoc xem 1a nhitng budc di dau
tién cho viéc ban hanh Quy trinh ldy miu va quan ly
mau thir theo tiéu chuén ISO/IEC 17025: 2017, lam
co s6 cho viéc xay dung va van hanh Phong Sinh hoc
phan tir giam dinh gen thuc vat dat chuén ISO/IEC
17025:2017.

4.2. B¢ nghij

Nghién ciru s& dugc tiép tuc nham thiét 1ap quy
trinh danh gia 10 gen chi tiéu ¢ laa, tor d6 dua vao
ap dung cho Phong Sinh hoc phan tir gidm dinh gen
thuc vat dat chuan ISO/IEC 17025:2017.
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LOI CAM ON

Cong trinh nghién cru nam trong hoat dong xay
dung Phong Sinh hoc phan tr gidm dinh gen thyc
vatdatchuanISO/IEC 17025:2017, thudc Tiéuduan
FIRST-AGI“Nang cao nang luc nghién ctru, lam chu
cong nghé genom hoc (Genomics-assisted breeding
- GAB) va cong ngh¢ chon gidng tmg dung chi thi
phan tir (Marker-assisted backcrossing - MABC) dé
chon tao cac giéng lua khang da yéu t6 Gmg pho véi
bién ddi khi hau”.
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Establishment of rice sampling protocols with the ISO/IEC 17025: 2017
standard for the identification of locus for target genes

Chu Duc Ha, Nguyen Thi Minh Nguyet, Nguyen Thi Nhai,
Nguyen Ba Ngoc, Khuat Thi Mai Luong, Pham Thi Ly Thu, Le Hung Linh

Abstract

ISO/IEC 17025 Standard (International Organization for Standardization/ International Electrotechnical Commission)
is considered as one of the most critical criteria for the international laboratory certification. In this study, the rice
sampling protocols have been successfully established for the testing of the identification of target genes. Particularly,
two methods in the field and laboratory have been classified. Among them, the steps of sample collecting and storage
in the field were highly recommended as much care as the process of sample receiving, storage and preparation from
the seed package in the laboratory. Our results could provide the rice sampling protocols according to the ISO/IEC
17025: 2017 standard, therefore, contribute to the establishment and operation of ISO/IEC 17025: 2017 certified

laboratory of the molecular biology for the plant gene(s) detection.

Keywords: ISO, rice, test, protocol, sampling
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