llllll} HIEN T BAN HIEN V1 B0 NHAEM SAC THE Gl Gy GHAD /ﬂllm GHINENSs)
N NANE GAD GAT LICNG DAY HOG GAG BAITHUE HANR DI TRUYEN HOG
CHUONG TRINH SINH HOC PHO THONG

ThS. LE MINH BUC - ThS. DANG THI NGOC THANH*

1. Sinh hoc (SH) la mon khoa hoc thuc nghlem
vi vy vai trd cla thyc hanh thi nghiém la rat quan
trong. Cac bai thyc hanh sé gitip hoc sinh (HS) rén
luyén ki nang tu duy, rén luyén cac thao tac thuc
hanh, tap céch bd tri thi nghiém, lam cho cac em
yéu thich mdn hoc. Tuy nhién, khi glang day “Thue
hanh quan sat hinh thai nhiém sdc thé (NST)” (bai
14 - SH9) hay “Thuc hdnh quan sat cac dang dot
bién s6'lurong NST trén tiéu ban co ‘dinh va trén tiéu
ban tam thd/‘ (bai7 - SH12) gido vién (GV) thuong
gap mdt so kho khan gay trd ngal cho tién trinh day
hoc nhu: hnen nay trén thi truorng hau nhu khong co
noicung cap cac tiéu ban kiéu nhan clia cac loaidong
" thyc vat (giun dlia, chau chau, &ch, hanh, lia...) nhu
trong SH9 gidithidu; b tiéu ban kiéu nhén clia ngudi
(Vién Nghién ctu hatnhan s&n xuat) cd thé diing cho
day hoc dang bai thue hanh nay nhung gla thanh con
cao. Céc tidu ban vé nguyén phan gidm phén néu
duac dung thay cho muc dich nay thicing khd quan
sét dugc hinh théi va dém s6 luong NST do chuing
thuong bi chong chéo Ién nhau. Trong khi d6, chau
chau la déi tugng dé tim thay ngoal tu nhién hoéc
mua trén thi trudng véi gia thanh ré. Ching co bd
NST I6n dé quan sat;NST giditinh dac trung cho kiéu
XX dcon cai (ﬂ) va XO ¢ con duyc (&). Thao tac thuc
hién tiéu ban glam phén g chau chau 2khé dé dang
va dugc md ta trong nhiéu gido trinh thyc hanh Di
truyén hoc O ki gitta Iva ll, ki sau Ivall trong giam
phan, néu cé cach lam cho cac NST dan déu ra thi
viéc quan sat hinh théiva dém s lugng bd NST clia
bt lodi sé thuan lgihon rét nhiéu.

Dua trén quy trinh thyc hlen tiéu ban hlen vi giam
phan & chau chau, chdng toi cai tién mot s ) thao tac
dé tao ra bd tiéu ban phuc VU Viéc quan sat hinh thai
vadém s6luongNST clia chau chau 3 (2n=23,n=11
hoac 12). Quy trinh d8 xuat co thé dugc dung lam tau
ligu tham khao cho GV, HS, gép phén bdsung nguon
tigu ban ¢ dinh nham nang cao chat luong giang
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day céc bai thyc hanh Di truyén hoc & cac trudng
phd thong.

2. Phuong phép nghién cuu

1) Chuan bimau vét. Chon chau chdu g cokich
thudc tr 2-2,2cm. Dung tay kéo nhe dé tach phan
bung va nguc cta chau chau dung kim m{iméc gat
nhephan bung (trd6t cudicing 1én trén phan doi sét
nguc) sé thay 15 ra tinh hoan; tach bd phan thé m&
mau vang cam, glu lai tinh hoan ¢6 hinh dang nai
chudi mau trang gém nhiéu tdi tinh.

2) Thuc hién tiéu ban tam thoi: - Séc nhuogc
truong mau vat: Tinh hoan chau chau dugc nhuge
trrong trong dung dich natricitrate G céc nong d60,2%,
0,3%, 0,4%, 0,5% trong 30 phit; - C6'dinh méu vét:
Céc tlitinh duac ¢d dinh trong dung dich Camoy tur 2-
4 gid; - Nhuom méu vat:Nhudm mau trong dung dich
aceto-orcein & cac ndng dd 1%, 1,5%, 2% trong tho
glan 5 phit, 10 pht, 15 pht, 20 phtt, 25 phut 30 phut
& diéu kién nhiét do phdng va dat trong ti &m 60°C;

- Lén kinh:Nho 1én mau 1 giot nude hodc 1 giot acid
acetic 45%.Day lamelle, dung ngon tay cian nhevai
lan 1&n tiéu ban gip t& bao (TB) va NST dan déu.

3) Thuc hién t/eu ban cé'dinh. Chuyen tiéu ban
tam thoi dat yéu cau thanh tiéu ban ¢ dinh. Céc tiéu
ban tam thoi dat yéu cau la tiéu ban cénhiéu TB dang
g ki gita I/ 11 hodc ki sau I/ I, gém céc bd NST (2n
hodc n) dan deu mau séc tét.

Thao tac gom céc budc sau: Dt tiéu ban trong
ngén da t lanh & 0°C tur 1-2 gid dé chat Iong dudi
lamelle dong bang — dung luGilam tach Iamelle khoi
lame — datlame lan lugt vao céc lo c6n ¢é ndng do
tang dan dé loai nudc — dan mau bang canada
balsam pha trong xylen Vvaitilg 1:1.

4) Khao sat dé bén mau. Quan sét cac tiéu ban
sau khi ¢d dinh @ cac thoi diém khéac nhau: sau 1
thang, 2 thang, 3 thang, 6 théng, 12 thang, 24 thang.

* Khoa su pham Khoa hoc ty nhién, Trung Dai hoc Sai Gon
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3. Két qua va thao luén

1) Thue hién tiéu ban tam thoi

a) Nhuoe trvong TB. Khinhugce truong TB véinatri
citrate 1% trong 5 phut, cac TB truong [én nhung
chua du dé cac NST dan trdi nén khé quan sét hinh
thai va dém s6 lugng NST. Nhugc truang bang natri
citrat0,4% trong 30 phutcho két qua tétnhat, hau hét
TBtruong lénva cac NST phan tan trong TB, c6thé
thay ré dugc hinh thai va dém didoc s6 lugng NST
(xem bang 1, hinh 1).

Bang 1. Két qua khdo sat néng dé natri citrate
ding dé'séc nhuoe truong TB

Acid acetic gitip mau sang hon nhung dang thdi
cing lam bay mau NST, vi thé chiing t6i chon Ién
kinh bang mét giot nudc van cho két qua tét.

Bang 2. Néng dé aceto-orcein va thoi gian nhudm méu
trong diéu kién nhiét dé phong

Dd nhuém| aceto- |.aceto-orcein aceto-
Thoi gian orcein 1% 1,5% orcein 2%

05 phut + + +
10 phut + ++ ++
15 phat ++ ++ +++
20 phat ++ +++ ++++
25 phut +++ +++ ++++
30 phut 4+ o+ Fkt

Néng @6 natri citrate| 0,2% | 0,3% | 0,4% | 0.5%
Do phan tdn NST | ++++ | ++++ | ++++ ++
Hinh dang TB B B A C

Béng 3. Néng dé aceto-orcein va thdi gian nhugm
méu trong diéu kién 60"0
Quy vde: S6 dau (+) thé' hién d6 bat mau cua nhiém séc thé

Quy udc: Muc d (++++)
ung voi 100% TBco b NSTphan tan

(A: Hau hét cdc TB trvong Ién dat yéu cau; B: TB bj vé,

NST bilac; C: TB chua truong lén ding muc)

Hinh 1. TB sinh duc chdu chau nhuoc truong bang natri
citrate 1% (a) vd natri citrate 0,4% (b)

b) C6'dinh mé&u vét C6 dinh mau gidp lam ngtng
qué trinh phan bao ma khdng anh hudng dén bd
NST.Cé nhiéu dung dich dugc ding dé cd dinh nhu
dungdich Navasin ,Camoy. Dung dich Carnoy dugc
chon dé cd dinh vi nodon glan an toan va dé kiém.
Nham chli déng mau vat va tiét klem thai glan c6thé
cho tdi tinh sau khi ¢ dinh vao con 70°va bao quan
trong tli lanh & 0°C, céc mAu tdi tinh ndy c6 thé sir
dung trong khoang 1-2 nam.

¢) Nhuém méu. Hién nay, ¢ nhiéu phdm nhuém
ding d& nhuém NST nhu hematoxylin, carmine,
glemsa orcein. H3i véi TB dong vat, nhuém béng
orcein thuang dugc su’dung hon. Kétqua thinghiém
cho thay, viéc nhuém mau bang aceto-orcein 2% trong
30 phit cho két qua tot nhat, cac NST bat mau dam,
co do tuong phan cao vei TB chat. D& tiét kiém thoi
gian, ¢ thé nhuém mau trong diéu kién nhiét dé la
60°C vdindng dé aceto-orcein la 2% trong thdi gian
15 phut van cho két qua tét.
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Thai gian

Dd nhudm

aceto-
orcein 1%

aceto-
orcein 1,5%

orcein 2%

aceto-

05 phut

+

+

++

10 phuat

++

+++

++++

15 phut

++

+++

+++++

20 phut

+++

o+t

ettt

25 phut

+++

++++

30 phut

Hinh 2. Bo NST & chdu chéu (Oxya chinensis) (X400)

2) Thyc hién tiéu ban cé'dinh
a) Tdch lamelle. Theo Vibuc Luy, Nguyén Minh
«Cong (2007), ngam tiéu ban tam thditrong acid acetic
khoang 30 phit dé lamelle ty ddng tach khoi lame.
Tuy nhién, khi thuc hién theo phuong phap nay, ¢6
thé mau vatbj xé dich, khong cdn gi ding vi tri trén
lame. C6 thé dat tidu ban trén bang da CO, trong td
lanh ttr 12-24 gig, tuy nhién phuong phap nay can doi
hdi phuang tién nhiéu hon nén ching téi chon gidi
phép dét tiéu ban trong ngan da tli lanh ¢ 0°C tUr 1-2
gid, két qua cho thay khitach lamelle, lugng mau con

bam trén lame kha nhiéu.

Do véi tiéu ban TB dong vat, néu dé qué lau &
nhiétdo dudioeC thicac TB cothébibién tinh, nguoc lai
néu dé tidu ban & nhiét do dudi 0°C trong thdi gian qua
ngan thi kha nang bam dinh clia mau trén lame gidm.
Sau khimau trén tiéu ban da dong bang, ding ludilam
hodc ludi dao mé tach can than lamelle khdilame.
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b) Loainude bang con. Céthé loai nudc bang cach
d& khé tu nhién tr 1-2 ngay nhung qua thuc nghiém,
céc tidu ban khong dong nhat khi ¢ dinh, mau khd
nhanh hodc cham tuy vao lugng nudc khi len kinh.
Ngoai ra, thuéc nhudm bj oxy héa nén mau sac clia
NST bj bién déi. D i vdi cach loai nu‘dc bang con, dat
lame da dugc tach lamelle vao con ¢6 nong dotang
dan dé Ioal nudc khdi TB. Tho’lglan ngam mau trong
céc lo con tly theo cac doi tugng khéc nhau. Qua
trinh loai nudc néu khong tot sé dan dén trudng hop
nudc con trong TB sé lam tiéu ban bj hu sau vaingay,
néu loai nudc qua nhanh thi TB sé nhanh chéng bi
teo lai khong quan sat duge NST.

Qua khao sét, thdi gian loai nudc d cac nong do
con cho két qua tét nhat la: con 40°- 15 giay — 50°-
15 gidy — 60°- 15 giay —» 70°- 15 gidy — 80°-15
giay — 90°- 10 gidy — con tuyét déi- 5 glay

Theo V& Thi Thanh Phuang (2012), can dung
xylen hoac n-butanol dé loai nudc hoac lam sang mau.
Nhung néu st dung xy!en khong can than thi cd thé
gay doc cho ngudi st dung Quia thuc nghlem cho
thay ¢c6 thé bd qua budc ndy ma két qua van khong
lam gidm mau séc, d§ tuong phan va do bén mau cla
tidu ban.

¢) Dén m4u. M&u sau khi loai nudc cd thé dan
bang euparon hodc baume canada pha trong xylen
P& tai chon canada balsam pha trong xylen vaiti 18
1:1 d& dan tiéu ban da cho két qua tét. Nho 1 giot
canada balsam 1én mau da loai nudc sau dé day
lamelle lai va dé khé ty nhién sau vai ngay.

3) Khdo sat dé bén mau. Quan st tiéu ban co
dinh dugc thuc hién vao thang 03/2012 dén 02/2014
van c6 do bén mau tét. .

Hlnh 3 H/nh anh NST dchau chau (Oxya chinensis)

(X1.000)
" a.Kiddul b.Kigidal c-d.Kigidall e Kisaull

pétaidadeé xuatduoc quy trinh thyc hién tiéu ban
hién vitam théi va codinh, trong d6cothé quan sétrd
hinh thai va & luong NST. Néng dé nhugc truong
thich hop nhét la natri citrate 0,4% trong 30 phut giup
NST phantan déu trong TB. Nhudém NST bang aceto-

orcein 2% trong 15 phit & 60°C ho&c 30 phit & nhiét
d6 phong cho két qua tét. D& tidu ban trong ngén da
tilanh tu 1-2 gid'sé gidp tach réilamelle khilame dé
dang ma khong lam xé dich mau. Tiéu ban c6 dinh
van datyéu cau khilugc bo cong doan loai nudc bang
xylen hoac n-butanol. Dan mau bang canada balsam
pha vdixylen theo tilg 1:1. 0
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SUMMARY

Based on the procedures performed microscope slide
in grasshopper meiosis, the author improved a number
of actions to create the template serves morphological
observation and counting the number of chromosomes
of the male grasshopper. It can be used as a reference
for teachers and students to contribute additional
sources of fixed specimens to enhance the teaching
quality of genetics exercises in schools.
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SUMMARY

This paper presents the results of the analysis of

a Sixth Grade Biology objective test with the support

of VITESTA software. This software evaluating the

quality of questions and objective tests in the

winteraction with the student's competency based on
Item Response Theory.
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