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Giai dap thac mic sinh hoc phan ti

STT| TEN BAI NOI DUNG CAU HOI NOI DUNG HUONG DAN GIAI DAP
Trong qPCR c¢6 2 phuong phap dinh lwong tuyét dbi va dinh lwong tuong doi:
-Gidng nhau: déu Ia realtime PCR (bao gém nhiéu thu)
-Khéc nhau:
Tiéu chi khac Realtime PCR dinh lugng | Realtime PCR dinh lugng
nhau co ban tuyét doi tuong doi
Péi tugng muc | Thuong 1a VSV hoic cac | Thuong 1a cac doan gene
tifu muén do | DNA ma trong co thé ddi | ma trong co thé cé biéu
K3 thuat Realtime Thay co gitip en phan biét lai dinh }ggng dac tuong quan _tgim !(h()n_g hié,n hién & m@t r_mj:c _dcf) nf‘io do
1 PCR tuyét doi va dinh lugng tuong doi cua ’ dlgf:n trong diéu kién sinh ly | trong diéu kién sinh ly
Real Time PCR Két qua do Nong d6 tdc nhan cu thé | Mot ty I€ (so vai gene tham
(thuong la  copies/mL; | chiéu)
mIU/mL)
Thiét ké ky | Can duong chuan Can gen tham chiéu
thuat (reference gene, house-
keeping gene) hoic tac
nhan chuan (calibrator)
7 Engr?]?nzhﬁhzrr?g h[gl) Ira; ?éjszéﬁhér:gm Cau hoi thé hién SV hiéu sai: néu PCR c6 dién chi dung 1 cap primer, san pham
) Ky thuat PCR ¢o | . hidu dai bana nhau ma phai tao ra PCR la cac doan polynucleotid c6 chieu dai bang nhau. Néu PCR da moi thi
dién coc et dal bang nhau ma P 19 19 méi o cac san pham khac nhau, twong ung véi cac doan moi khac nhau.
cac san pham co chiéu dai ngan khac
nhau vay a? Em cam on
1. PCR ¢b dién khéng c6 wu thé trong viéc phat hién dot bién dao doan hoic
Thay/ C6 cd thé giai thich rd gitip em co | lap doan.
3 | Ky thuat PCR ché dung ki thuat PCR trong tim dot bién | 2. SV hay doc k§ nguyén ly cia PCR dé hiéu mau chét gidp phat hién cac sai

Iap doan va dao doan vai a. Em cam on

kh&c trén viing gen quan tam la dya vao sw bit cip dic hiéu cia doan maoi
V6i vung gen nay.
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Do d6: néu vung gen nay c6 dot bién lap doan thi s& tao ra 1 san pham dai hon
san pham néu ving gen khong bi lap doan.

Con néu vung dao doan nam lot bén trong ving bat cap cua cap mdi thi khéng
thé phat hién dugc bang PCR c6 dién, lac do, can thém 1 sé k¥ thuat phu trg
khéac.

Ngoai ra, néu doan bi dao hoic lap qua dai s& vuot qud hiéu suat cua
polymerase, 1am cho hiéu suit PCR c6 dién kém.

Vi thé, néu nghi ngo c6 dot bién dao hoic lap doan, ngudi ta s& ding ky thuat
Khac.

K3 thuat PCR

Bat cip dic hiéu va khong dac hiéu la
sao vay a?

1. “Bat cap” ¢ day hiéu 1a bat cap nucleotid theo nguyén tic b6 sung doi base:
AVv6i T, Cvai G.

2. “Pic hiéu” hay “khong dac hiéu” dang am chi san pham tao thanh c6 phai
san pham ma thiét ké k¥ thuat ky vong hay khéng.

-Néu cap mai bat cap dung vao ving gen mudn khuéch dai = tao ra dung san

pham mong muén = Bit cip dic hiéu

-Néu cap mdi (1) bat cap vao 1 ving gen khac viing gen muén khuéch dai,

hodc (2) cap mdi tu bat cap voi nhau = s& tao ra cac san pham khong mong

mubn > bit cap khong dic hiéu.

Ky thuat lai huynh
quang tai chd

Da thay c6 thé phan tich rd hon vé ki
thuat Fish k a?

K§ thuat FISH la mot loai ky thuét lai phan tir, dugc xay dung dya trén nguyén
tac bat cap b sung dic hiéu, sir dung mot doan do (probe) dic hiéu duogc tong
hop, ¢6 gan tinh hiéu huynh quang, cho bat cap véi mot ving gen dich quan
tam.

Céi dgc trung cua ky thuat FISH la tién hanh trén mau md hoic té bao da qua
mot so xir ly.

Ky thuat giai tu
gen

DPoan DNA nho nhat s& chay xa nhat trén
gel, nén khi doc trinh tu chudi trén gel s&
doc tir dudi I8n theo chiéu 5'-3". cau nay
la sao a em doc khdng hiéu 1im, sach
shpt dau trang 49 a.

Trong quy trinh giai trinh ty Sanger, sau khi két thic cac phan (ng giai trinh tu
v6i ddNTP, sé tao thanh cac doan DNA c6 chiéu dai khac nhau. Tiép theo, cac
doan DNA nay s& duoc dem di dién di, nguyén tic ky thuat dién di s& la di
Chuyén tir cuc &m sang cuc duong, DNA cang dai sé di Chuyén cang chdm. Nhu
Vvay néu san pham DNA chi ¢6 1 Nucleotide s& di chuyén nhanh nhit va nam ¢
phia cudi cua mleng gel dién di, va tuong ung la Nucleotide dau tién o dau 5.

Do d6, khi doc két qua chiing ta s& doc tir phia cubi miéng gel 1én dau cac giéng.

Nguyén ly chung
ky thuat SHPT

cho em hoi tai sao sir dung chat chéng
dong khong chinh xac thi gdy am tinh

Trong thyc hanh 1am sang, mau mau toan phan/huyét tuong thuong duoc sir
dung cho k¥ thuat sinh hoc phéan tir. Tuy nhién, chi c6 mét vai chat chong dong
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gia a. con chat chong dong chinh xac thi
sao a.

phu hop cho ky thuat SHPT, vi du: EDTA, citrate, do khong uc ché hay lam
anh huong dang ké dén cac ki thuat. Nguoc lai, mot sé chat nhu heparin s& 1am
rc ché phan tng PCR, dan dén hiéu qua PCR kém hoic bi ¢c ché hoan toan
dan dén kha nang 4m tinh gia cao.

K3 thuat PCR

Da thay oi, cho em hoi 1a néu d6 dic hiéu
trong PCR la kha ning gin két hoan toan
ctia moi véi phan trinh tu bd sung trén
DNA, vay thi @6 nhay cua PCR s& dugc
quy ude nhu thé ndo vay a

Do nhay cua phan ung PCR duoc dua vao nong do tac nhan dich quan tim co
trong mau, vi du: ki thuat nudi ciy vi sinh can c6 tdi thiéu 100X céc tac nhan
dich co6 trong mau méi thuc hién dugc k¥ thuat, trong khi d6 k¥ thuat SHPT
chi can 1X néng d6 tac nhan dich di c6 thé phat hién thong qua PCR, ldc nay
chiing ta két luan k¥ thuat PCR c6 d6 nhay cao hon.

Ky thuat Realtime
PCR

Em chao thay cd a. Thay cd cho em hoi
trong ki thuat PCR dinh lugng thot gian
thuc thi minh ¢6 can phai luu ¥ giai doan
ctia bénh khi dang 1ay mau thir khong a.
Va em khéng rd trong cac bénh vé dot
bién s6 lwong NST thi minh c6 thé ung
dung ki thuat PCR khéng a do em nghi
khuéch dai s6 lugng ban sao DNA. Em
cam on a.

-Trong ky thuat PCR dinh lugng thoi gian thuc giai doan cua bénh cd vai tro
anh huong dén két qua cudi cung cua ky thuat. Vi du xét nghiém Covid, giai
doan u bénh c6 thé dién tién dén 14 ngay, theo do, sb luong ban sao cua siéu vi
s& tang dan 1én, do d6 bénh nhan can phai duoc thuc hién xét nghiém it nhat 2-
3 lan trong 14 ngay nay dé tranh bo s6t bénh.

-Chan doéan dot bién s6 luwong NST khdng phai 1a vu thé caa PCR, vi

(1) PCR cé dién chi chan doan c6 hay khong ¢ ving gen quan tim hay khong
thdi, khéng cho biét duoc sb lugng.

(2) gPCR thi chi cho biét s6 copy cua viing gen chir khong cho biét boi sb theo
s6 luong.

B‘é chan doan sb luong NST, thuong dung k§ thuat lai huynh quang hoac NST
do.

12

Ky thuat Realtime
PCR

Da trong PP realtime PCR, em c¢0 tim
hiéu thém c6 HEX va FAM a, ¢6 phai 2
chat nay 1a dau do hay la chat nhuom a,
tai e ciing tim hiéu nhung chua tim thay
tai lidu nao noi rd 2 chat nay lim a

Trong k¥ thuat Realtime PCR, HEX va FAM 1a 2 kénh mau dugc quy dinh bai
tinh chat cua dau do. HEX va FAM chi 1a 2 cai tén dai dién do 2 mau sic khéc
nhau duoc biéu hién ¢ 2 budc song nhat dinh (vat 1y: mau anh sang duoc quy
dinh boi budc song).

13

Ky thuat PCR c6
dién

Da e cd thac méc vé dién di a, cu thé 1a
téc d6 dién di ngoai khdi lwong DNA,
chiéu dai DNA ra thi ¢ tht gi anh
hudng dén né nira k a, nhu gel ding dién
di nhu arogel hay dd dém hay cuong do
dong dién céc kiéu ay a

C6 nhiéu yéu t6 anh hudng dén téc do dién di: chiéu dai doan DNA, nong do
gel, cudng do dong dién, tinh chat gel... Do dé, khi thuc hién ki thuat tiy theo
yéu cau va két qua mong mudn dat duoc ma ching ta sé téi wu hoa didu kién
phan ung.




