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Muc dich str dung

therascreen EGFR Plasma RGQ PCR Kit & mét xét nghiém chan doan trong éng nghiém
dé phat hién mat doan exon 19, thay thé exon 20 va 21 (twong (ng la T790M va L858R)
trong gen thu thé yéu té tang trwdng thuwong bi (Epidermal Growth Factor Receptor, EGFR)
va sé cung cap danh gia dinh tinh vé& trang thai dot bién. Két qua nham hé tro' bac si lam
sang xac dinh nhitng bénh nhan bi NSCLC c6 thé c6 loi tir viéc diéu tri bdng IRESSA®
(gefitinib) khi khéng thé danh gia dwoc mau mé.

therascreen EGFR Plasma RGQ PCR Kit sé dwgc str dung b&i nhan vién dwoc dao tao trong
mai treérng phong thi nghiém chuyén nghiép véi cac mau DNA tach chiét tir huyét twong lay

t» mau bénh nhan ung thw phdi khong té bao nhé (Non-Small Cell Lung Cancer, NSCLC).

therascreen EGFR Plasma RGQ PCR Kit dwoc dung cho muc dich st dung chan doan trong

éng nghiém.
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Tom tat va Giai thich

therascreen EGFR Plasma RGQ PCR Kit I bd dung cu sdn sang s dung dé phat hién cac dot
bién trong gen lién quan dén ung thw EGFR bang cach str dung phan &ng chudi polymerase
(Polymerase Chain Reaction, PCR) trén cac dung cu Rotor-Gene Q MDx 5plex HRM.

St dung cac cong nghé Scorpions® va ARMS, therascreen EGFR Plasma RGQ PCR Kit

cho phép phat hién cac dot bién gen EGFR sau trén nén DNA bd gen kiéu tw nhién.

e Mat doan exon 19
® T790M
e |858R

Cac phwong phap dwoc st dung cé tinh chon loc cao va tuy thudc vao t6ng lwong DNA
hién c6, cho phép phat hién ty 1& phan tram dét bién thap trong nén DNA bd gen kiéu tw
nhién. Cac gi¢i han v& tinh chon loc va phat hién vwot trdi so véi cac cOng nghé nhuw giai
trinh ty huynh quang mau.
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Nguyén ly cua Quy trinh

therascreen EGFR Plasma RGQ PCR Kit st¢r dung hai cdng nghé — ARMS va Scorpions —

dé phat hién cac dét bién trong real-time PCR.
ARMS

Khuéch dai d&c hiéu voi alen hodc dét bién dat dwoc béng cach st dung Hé théng Dot bién
Chiu nhiét Khuéch dai (Amplification Refractory Mutation System, ARMS). Taq DNA
polymerase (Taq) hiéu qua trong viéc phan biét gitra phan khép va khong khép & dau 3’ clia
mdi PCR. C4c trinh tw dot bién d&c hiéu dwoc khuéch dai cé chon loc, ngay ca trong cac
mau ma phan I&n trinh tw khéng mang dot bién. Khi mdi khép hoan toan, khuéch dai tiép
tuc véi hiéu qua day du. Khi base 3' khéng khép, chi khuéch dai nén mdre thap xay ra.

Scorpions

Viéc phat hién khuéch dai dwoc thue hién béng cach st dung Scorpions. Scorpions la cac
phan t& hai chirc ndng c6 chira mdi PCR duoc lién két cong hoa tri véi mot doan do.
Fluorophore trong doan dd nay twong tac v&i chat thu nhan tin hiéu, cling dwoc dwa vao
doan do, lam giam huynh quang. Trong qué trinh PCR, khi doan do lién két véi san phadm
khuéch dai, fluorophore va chat thu nhan tin hiéu sé tach ra. Diéu nay dan dén tang huynh

quang tr 6ng phan tng.
Dinh dang b6 dung cu
Bbn xét nghiém dwoc cung cép trong therascreen EGFR Plasma RGQ PCR Kit:

e Mot xét nghiém dbi chirng (Ctrl)
e Ba xét nghiém dot bién
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Tt ca cac hdn hop phan (rng déu chira thubc thir d& phat hién cac dich dwoc dan nhan
FAM™ va xét nghiém ddi chirng ndi bd dwoc dan nhan HEX™. Xét nghiém ddi chirng ndi
bd c6 thé phat hién sw hién dién cla cac chét & ché co thé dan dén két qua am tinh gia.
Khuéch dai FAM c6 thé trdi hon khuéch dai mau chirng ndi bd va muc dich ctia mau chirng
ndi bo chi don gian 1a dé& cho thay rang khi khong cé khuéch dai FAM day 1a két qua am tinh
that va khéng phai 1a phan (rng PCR thét bai.

Xét nghiém

Xét nghiém dbi chirng

Xét nghiém dbi chirng, dwoc dan nhan FAM, dwoc st dung dé& danh gia tdng s6 DNA trong
mot mau. Xét nghiém nay khuéch dai vung exon 2 cla gen EGFR. Mai va doan do da dwoc
thiét k& dé tranh moi hién twong da hinh EGFR da biét.

Xét nghiém dot bién

Mai xét nghiém dot bién chira mot doan do Scorpion dwoc dan nhan FAM va mot mdi ARMS
dé phan biét gitva DNA kiéu tw nhién va DNA dét bién dac hiéu.
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Mau chirng
T4t ca cac 1an chay thtr nghiém phai chiva cac mau chirng sau:
Mau chirng dwong

M&i 1&n chay phai chira mot mau chirng dwong trong cac éng 1-4. therascreen EGFR
Plasma RGQ PCR Kit chira M&u chirng dwong (PC) EGFR dwoc st dung lam méu trong
phan (’ng mau chi*ng dwong. Cac két qud mau ching dwong sé duwgc danh gia dé& dam

bao réng bd dung cu hoat ddng trong cac tiéu chi chap nhan da néu.
Mau chirng am

M@i 1an chay phai chira mét mau chirng am (d6i chirng khong mau; No Template Control,
NTC) trong céac éng 9-12. NTC bao gdm Nwéc Khong chiva Nuclease (H20) duwoc st dung
lam ‘mau’ cho ddi chirng khéng mau. Bi chirng khéng mau dwoc str dung dé& danh gia kha
nang lay nhiém trong qua trinh thiét lap 1&n chay va dé danh gia hiéu ning cta phan tng

mau ching ndi bo.
DPanh gia phan (rng méau chirng ndi bod

M®Gi hdn hop phan trng c6 chira mét mau chirng ndi bd ngoai phan trng dich. Lbi chi ra rang
c6 thé co chét (e ché dan dén két qua am tinh gia hodc da xay ra 16i thiét 1ap clia nguwdi van

hanh déi v&i éng do.

Néu 16i mau chirng ndi bd 1a do trc ché PCR, viéc pha lodng mau cé thé lam giam tac dung
clia chét (rc ché, nhung can lwu v rng diéu nay ciing s& lam lodng DNA dich. Khuéch dai
FAM c6 thé troi hon khuéch dai mau chiing noi dé gia tri CT IC (HEX) dwoc tao ra cé thé
nd&m ngoai pham vi xac dinh. Két qua FAM van c6 gia tri d6i v&i cac mau nay.
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Vat tw dwoc cung cap

Thanh phan bé dung cu

therascreen EGFR Plasma RGQ PCR Kit (24)

S6 danh muc 870311

S0 lwong phan trng 24

Mau do Control Reaction Mix Ctrl 2 x 600 pl
(H6n hop Phan trng Mau chirng)

Mau tim T790M Reaction Mix T790M 600 pl
(HAn hop Phan tng T790M)

Mau cam Deletions Reaction Mix Del 600 pl
(H6n hop Phan wng Mat doan)

Mau héng L858R Reaction Mix L858R 600 pl
(H6n hop Phén (rng L858R)

Mau be EGFR Positive Control PC 300 pl
(Mau chirng dwong EGFR)

Mau bac ha Taq DNA Polymerase Taq 2 x 80 pl

Mau tréng Nuclease-Free Water for No NTC 1x1,9ml
Template Control
(Nuwdc Khong co Nuclease cho
Boi chirtng Khdng mau)

Mau tré'ng Nuclease-Free Water for Dilution Dil 1x1,9ml
(Nwéc Khong ¢ Nuclease dé
Pha loang)

10
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Céc vat tw yéu cau nhwng khéng duoc
cung cap

Khi lam viéc v&i héa chét, ludn mang 4o choang phong thi nghiém, gang tay dung mét lan

va kinh bao ho pht hop. Dé biét thém thong tin, hay tham khao bang chi dan an toan (Safety

Data Sheet, SDS) thich hop, cé sén tlr nha cung cAp san phim.

B6 dung cu tach chiét DNA (xem “Quy trinh®, trang 17)

Pipet chuyén dung* (c6 thé diéu chinh) dé& chudn bj mau

Pipet chuyén dung* (cé thé diéu chinh) d& chuén bi hdn hop chinh PCR

Pipet chuyén dung* (c6 thé diéu chinh) dé phan phdi DNA mau

DAau pipet khong cé DNase, RNase va DNA c6 b6 loc (dé tranh lay nhiém chéo, chiing
t6i khuyén ban nén str dung dau pipet c6 tdm chén sol khi)

Bdn nwéc hodc thiét bi twong tw cé thé gitr 6ng ly tam 50 ml & 60°C.

Khéi gia nhiét hodc thiét bi twong tw c6 kha nang t & 56°Ct

ba bao

May ly tam trén ban may* cé réto cho 6ng phan (rng 2 ml

May xoay

Dung cu Rotor-Gene Q MDx 5plex HRM*t v&i cac kénh huynh quang cho Cycling
Green va Cycling Yellow (phat hién FAM va HEX twong &ng)

Phan mém Rotor-Gene Q phién ban 2.3.5 tré [én

Strip Tubes and Caps, 0.1 ml, dé st dung v&i 72-well rotor (sé hang muc 981103
hoac 981106)

Ong ly tam nhé khoéng c6 DNase, RNase va DNA dé chuan bj cac hdn hop chinh
Loading Block 72 x 0.1 ml Tubes, khéi nhém dé thiét 1ap phan trng thi cong véi pipet
moét kénh (QIAGEN, sb hang muc 9018901)

* Dam béo rang céac dung cu da duoc kiém tra va higéu chuan theo khuyén nghi clia nha san xuét.

+

O mot sb quoc gia, co thé str dung dung cu Rotor-Gene Q 5plex HRM c6 ngay san xuét tir thang 5 nam 2011
hoac sau do6 néu phu hop Ban c6 thé xem ngay san xuét tir sO se ri & mat sau cia dung cu. Sé sé-ri c6 dinh dang
mmyynnn " trong d6 “mm” cho biét thang san xuét bang chi s6, “yy” cho biét hai chir sb cudi clia nam san xuét va
“nnn” cho biét ma nhan dang thiét bi duy nhét.
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Canh bao va Phong nguwa
Dung cho Muc dich St dung Chan doan In Vitro
Danh cho s dung chuyén nghiép

Théng tin an toan

Khi lam viéc v&i héa chét, ludn mang 4o choang phong thi nghiém, gang tay dung mét lan
va kinh bao hoé phu hop. Dé biét thém théng tin, vui ldng tham khao cac bang chi dan an
toan (Safety Data Sheet, SDS) phii hop. Cac bang nay cé san tric tuyén & dinh dang PDF
thuan tién va nhé gon tai www.qiagen.com/safety, noi ban cé thé tim, xem va in SDS cho
mbi bd dung cu QIAGEN va thanh phan cta bd dung cu.

Phong ngwra chung
Nguwdi ding phai ludn chd y dén nhivng diéu sau:

e S{r dung dau pipet khdng cé DNase, RNase va DNA c¢é b6 loc va ddm béo rang cac
pipet da dwoc hiéu chuan theo hwéng dan cla nha san xuét.

e Bao quan va tach chiét cac vat liéu dwong tinh (bénh phdm va mau chirng dwong) tach
biét v&i tat ca cac thubce thir khac va thém chiing vao hdn hop phan (rng tai mét co s&
tach biét v& khong gian.

e R dong hoan toan tat ca cac thanh phan & nhiét d6 phong (15-25°C) trwéc khi bat dau
xét nghiém.

e Khira déng, trén cac thanh phan béng cach d&o ngwoc méi dng 10 1an va ly tam trong

thoi gian ngén.
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Lwu y: Hét strc than trong dé ngén nglra PCR lay nhiém vat liéu dbi chirng téng hop. Chiing
t6i khuyén ban nén st dung cac pipet chuyén dung, riéng biét dé thiét 1ap hdn hop phan
(rng va thém mau DNA. Viéc chuén bj va phan phéi hén hop phan trng phai dwoc thuc hién
trong khu vuc tach biét véi khu ve dwoc st dung dé& thém mau. Khong dwoc mé cac dng
Rotor-Gene Q sau khi l1an chay PCR két thic. Biéu nay nhadm ng&n ngra lay nhiém cac san

ph&m sau PCR trong phong thi nghiém.

Lwu y: Thudc thtr dwoc xac nhan cho thiét 1ap tha cong. Néu st dung phwong phap tw
dong, didu nay co6 thé 1am gidm sé lwgng phan trng cé thé xay ra do can co thubc thir dé Iap

day ‘thé tich chét’ trén cac dung cu nay.

Lwu y: TAt ca cac thubc thi trong therascreen EGFR Plasma RGQ PCR Kit dwgc pha ché
dé&c biét d& st dung cho cac xét nghiém da néu. T4t ca cac thudc thir dwoc cung cép trong
therascreen EGFR Plasma RGQ PCR Kit chi dwoc st dung véi cac thube thtr khac trong
cung therascreen EGFR Plasma RGQ PCR Kit.

Khéng dworc thay thé thubc thir trong bo dung cu néu mudn duy tri hiéu nang téi wu.

Lwu y: Chi st dung Taq DNA polymerase (Taq) dwoc cung cap trong bd dung cu. Khéng
thay thé b&ng Taq DNA polymerase tir cac b6 dung cu khac cling loai hodc bat ky loai nao

khac hodc bing Tag DNA polymerase tir nha cung cap khac.

Lwu y: Thubc thir cho therascreen EGFR Plasma RGQ PCR Kit d& dwoc pha lodng mot
céach tdi wu. Chung t6i khong khuyén nghi pha lodng thém thubc thir, vi diéu nay cé thé dan
dén mat hiéu n&ng. Chung téi khéng khuyén nghi siv dung thé tich phan (rng nhé hon 25 i,

vi diéu nay sé 1am téng nguy co am tinh gia.
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B&o quan va X ly Thudc thir

therascreen EGFR Plasma RGQ PCR Kit dwoc van chuyén trén da kho. Néu bt ky thanh
phan nao cla therascreen EGFR Plasma RGQ PCR Kit khéng déng lanh khi dén, néu bao bi
bén ngoai da dwoc mé trong qua trinh van chuyén hodc 16 hang khéng co ghi chi déng goi,
Huwéng dan St dung hodc thude thie, vui long lién hé véi mét trong cac B phan Dich vu Ky
thuat ctia QIAGEN hodc nha phan phdi tai dia phwong cla ban (truy cap www.giagen.com).

therascreen EGFR Plasma RGQ PCR Kit phai dwoc bdo quan ngay lap ttrc sau khi nhan &
—-30 dén —15°C trong budng déng lanh nhiét d6 6n dinh va tranh anh sang. Khi dwoc bao
quan trong cac diéu kién bao quan dwoc chi dinh, therascreen EGFR Plasma RGQ PCR Kit

4n dinh cho dén ngay hét han da néu.

Sau khi mé, thubc thir cé thé dwoc bdo quan trong bao bi gbc & —30 dén —15°C trong
12 thang hoc cho dén ngay hét han da néu, tly diéu kién ndo dén trwéc. Tranh ra dong va

doéng lanh nhidu 1an. Khong vwot qua tdi da tam chu ky déng lanh-ra dong.

Thubc thtr phai dwoc ra dong & nhiét d6 méi trweng trong tdi thidu 1 gior va tdi da 4,5 gio.
Khi thubc thr d& sdn sang dé str dung, phan &ng PCR c6 thé dwoc thiét l1ap va cac bng
Rotor-Gene Q ch*a hén hop chinh va m&u DNA phai dwoc nap vao Rotor-Gene Q MDx
5plex HRM ngay lap trc. Téng thoi gian tiv khi bat dau thiét 1ap PCR dén khi bat d&u chay

khoéng dwoc qua:

® 6 gid néu bdo quan & nhiét d6 méi trudong
Lwu y: Thoi gian nay bao gdm ca thiét 1ap va bdo quan PCR.
® 18 gid néu dwoc bdo quan trong td lanh (2-8°C)

Lwu y: Thoi gian ndy bao gdm ca thiét 1ap va bdo quan PCR.
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Lwu y: Scorpions (nhu vé&i tit ca cac phan t& dwgc dan nhan huynh quang) trong thudc thie
ctia hén hop phan (rng nhay sang. Bao vé thudc thtr cia mau chirng va hén hop phan tng

khéi anh sang dé tranh tay tréng anh.
Thuéc thir trong therascreen EGFR Plasma RGQ PCR Kit dwoc pha loang mét cach tbi wu
va khong can tinh sach hodc xt Iy thém trwdc khi st dung trong phan tich theo chi dan cla

Hwéng dan St dung (Sé tay) therascreen EGFR Plasma RGQ PCR Kit.

Can cha y dén ngay hét han va diéu kién bao quan in trén hdp va nhan cla tat ca cac thanh

phan. Khéng s dung cac thanh phan da hét han hodc duoc bdo quan khong ding cach.
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Bao quan va Xw ly Bénh pham
Lwu y: T4t cd cadc mau phai dwoc xt Iy nhw vat liéu co khd nang lay nhiém.
Vat liéu ma&u phai 1a DNA bd gen ngudi dwoc tach chiét tir huyét twong. Bénh pham phai

dwoc van chuyén theo phwong phap bénh hoc tiéu chudn dé dam bao chét lwong bénh

pham.
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Quy trinh

Téach chiét DNA

Cac dac tinh hiéu nang cho bd dung cu nay da dwoc tao ra béng cach str dung DNA duwgc

tach chiét bang QlAamp® Circulating Nucleic Acid Kit (s6 hang muc 55114). Khi st dung

QlAamp Circulating Nucleic Acid Kit, hay thuc hién tach chiét DNA theo huwéng dan trong

s tay lwu y nhirng didu sau:

Thé tich huyét twong ban dau 1a 2 ml.

Trwéce khi tach chiét DNA, 2 ml huyét twong phai duoc ly tam & tbc d6 3000 vong/phut
trong 2 phut va phan ndi phia trén dwoc chuyén vao mét 6ng sach.

Thé tich proteinase K phai & 250 pl.

Qua trinh phan hady proteinase K nén dwoc thwe hién trong 1 gioy & 60°C.

DNA bo gen da loc phai dwoc rira gidi trong 55 ul Buffer AVE (dwgc cung cép trong
QIAamp Circulating Nucleic Acid Kit).

Bao quan DNA bo gen da loc & —30 dén —15°C.

Lwu y: TAt ca cac xét nghiém trong therascreen EGFR Plasma RGQ PCR Kit déu tao ra cac
san pham PCR ngén. Tuy nhién, therascreen EGFR Plasma RGQ PCR Kit s& khong hoat
ddng véi DNA bi phan manh nhiéu.
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Giao thirc: Phat hién Dét bién EGFR

Nhirng diém quan trong trwdc khi bat dau

D& c6 dwoc két qua chinh xac, hdy ddm bao rang quy trinh trén nhw mé ta dwoc thuc
hién & méi bwdc trén cla quy trinh thiét 1ap xét nghiém.

C6 thé danh gia tdi da 16 mau trén mdi lan chay.

Trwéce khi bat dau quy trinh, hdy doc “Phong ngira chung®, trang 12.

Danh thoi gian dé& lam quen véi Rotor-Gene Q MDx 5plex HRM truwérc khi bat dau giao
thirc. Xem hwéng dan s dung dung cu.

Khéng xody Taq DNA Polymerase (Taq) hodc bat ky hdn hop nao cé chira Tag DNA
polymerase, vi didu nay cé thé lam bat hoat enzym.

Hut pipet Tag bang cach dat dau pipet ngay dwdi bé mat chat Idng dé tranh dau tip bi
dw thtra enzym.

D&i véi mdi mau DNA, xét nghiém ddi chirng va xét nghiém dot bién phai duwoc phan
tich trong cuing moét 1an chay PCR dé tranh cac bién thién gitva cac 1an chay.

Dé& st dung hiéu qua cac thudc thir trong therascreen EGFR RGQ PCR Kit, hay xt ly
hang loat cac mau DNA cang nhiéu cang tét dé tao da cac 1an chay. Xét nghiém cac mau
riéng 1& hodc v&i s6 lwong nhd hon st dung nhigu thude thr hon va giam téng sé luong
mau co thé dwoc xét nghiém béng mét therascreen EGFR RGQ PCR Kit duy nhét.

Nhirng viéc can lam trwéc khi bat dau

18

Trwdc mdi lan st dung, tt ca thudc thtr cAn dwoc ra déng hoan toan trong ti thidu

1 gi&r va téi da 4,5 gi& & nhiét dd phong (15-25°C), tron béng cach ddo ngwoc 10 1an
va ly tdm nhanh dé thu céc thanh phan dwéi day 6ng.

Dam bao rang Tag & nhiét d6 phong (15-25°C) trwéc mdi 1an st dung. Ly tam bng
nhanh dé thu enzym & day 6ng.

Tron tat ca cac mau bang cach dao ngwoc 10 1an va ly tm nhanh dé thu cac thanh
phan dwéi day éng.
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Quy trinh

1. Ra dong hoan toan tat ca hdn hop phan trng, Nwéc Khong cé Nuclease cho Déi chirng
Khéng mau (NTC) va Mau chirng duwong (PC) EGFR & nhiét do phong (15-25°C) trong
tbi thiéu 1 gier (Bang 1). Khi thubc thir da dwoc ra déng, trén ching bang cach dao
ngwoc mdi ng 10 14n dé tranh néng d6 mudi tap trung tai mot ving, sau dé ly tam

nhanh dé thu céc thanh phan dwéi day éng.
Bang 1. Thi gian ra déng, thi gian thiét 1ap PCR va nhiét dé bao quan

Theoi gian ra déng toi Thoi gian rd dong téi da  Nhiét dod bao quan sau Thei gian thiég lap PCR
thiéu khi thiét lap PCR va bao quan toi da
1gi& 4,5 giov Nhiét d6 moi treong 6 gio

(15-25°C)
1gi& 4,5 gior 2-8°C 18 gio’

Lwu y: Viéc thiét lap PCR phai dwoc thue hién & nhiét d6 mai trwéng. Bao quan chi

thoi gian ti khi hoan thanh thiét 1ap PCR dén khi bat dau chay PCR trén Rotor-Gene Q

MDx 5plex HRM.

Lwu y: Pua Tag DNA polymerase (Tag 6ng) vé& nhiét d& mai trwdng (15-25 °C) cling

ltc véi cac thudce thtr khac (xem “Bao quan va X ly Thube thir, trang 14). Ly tam éng

nhanh dé thu enzym & day éng.

2. Thuwc hién cac buwéc sau:

2a. Dan nhan bén éng ly tam nhé (khéng dwoc cung cép) theo tirng hdn hop phan
(rng twong tng nhw trinh bay trong Bang 2.

2b. Chuén bi dG hén hop chinh (hdn hop phan (rng mau chirng hodc ddt bién [bng
CTRL, T790M, M4t doan, L858R] cong v&i Tag DNA polymerase [Taq]) cho cac
mau DNA, mét phan ¢ng clia mau chirng dwong EGFR (6ng PC) va mét phan
&ng ctia Nwée Khong cé Nuclease cho Dbi chirng Khong mau (bng NTC) theo
céc thé tich trong Bang 2.

Lwu y: Bao gdbm thuéc thtr cho mét mau bd sung dé co6 dd lwong dw cho qua trinh thiét

lap PCR.

Cac hdn hop chinh chira tt ca cac thanh phan can thiét cho PCR ngoai trir mau.
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Bang 2. Chuén bi hén hop chinh*

*

Xét nghiém Ong hén hop phan ng  Thé tich hén hop phan  Thé tich Tag DNA
rng polymerase (Taq ong)

Mé&u chirng CTRL 19,50 pl x (n+1) 0,50 pl x (n+1)

T790M T790M 19,50 pl x (n+1) 0,50 pl x (n+1)

Mét doan Del 19,50 pl x (n+1) 0,50 pl x (n+1)

L858R L858R 19,50 pl x (n+1) 0,50 pl x (n+1)

Khi chuén bi hén hop chinh, hay chuan bi dd cho mét mau bd sung dé co da lwong dw cho thiét 1ap PCR.
Lwu y: Khi chuén bi hdn hop chinh, thé tich cn thiét ctia hén hop phan (ng mau
ching ho&c phan (rng dét bién dwoc thém vao dng lién quan trwéc va Tag DNA
polymerase dwgc thém vao sau cung.

3. Pat sé lwong éng 4 dai PCR thich hop (mbi dai c6 4 dng) vao khdi nap theo bb cuc

trong Bang 3. Khong day nép éng.

Lwu y: D& ndp trong hdp dwng bang nhwa cho dén khi can.

4. Pay nap 6ng cho hén hop chinh va dao ngwoc 10 1an dé trén hdn hop chinh, sau do ly

tam nhanh d& dam bao hén hop ndm & day éng. Thém ngay 20 pl hdn hop chinh vao
médi dng dang dai PCR thich hop.

5. Thém ngay 5 pl Nwéc Khong cé Nuclease (H20) vao céc éng dang dai PCR déi chirng

khéng mau (6ng PCR sb 9-12) va day nap 6ng.

6. Thém 5 ul mdi mau vao cac dng mau (6ng PCR 5-8, 13-16 va 17-72) va day nap bng.

7. Thém 5 pl Mau chirng dwong (PC) EGFR vao cac dng mau chirng duwong (dng PCR

20

sb 1-4). M6i mau DNA phai dwoc xét nghiém véi xét nghiém ddi chirng va tat ca cac
xét nghiém doét bién. B4 cuc dwoc trinh bay trong Bang 3.
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Bang 3. Bé cuc xét nghiém déi chirng va xét nghiém dot bién

Mau chirng S6 mau
Xét PC NTC 1 2 3 4 5 6 7
nghiém
ctrl 1 9 17 25 33 41 49 57 65
T790M 2 10 18 26 34 42 50 58 66
Métdoan 3 11 19 27 35 43 51 59 67
L858R 4 12 20 28 36 44 52 60 68

S6 mau

Xét 8 9 10 11 12 13 14 15 16
nghiém
ctrl 5 13 21 29 37 45 53 61 69
T790M 6 14 22 30 38 46 54 62 70
Mét doan 7 15 23 31 39 47 55 63 71
L858R 8 16 24 32 40 48 56 64 72
8. S dung but danh dau khong phai, danh dau cac nap clia cac 6ng dau tién & vi tri sb

11.
12.

13.

thap nhéat trong méi 6ng 4 dai PCR (vi du nhw vitri 1, 5, 9, v.v.) dé hién thi hwéng nap

céac 6ng vao 72-well rotor ctia Rotor-Gene Q MDx 5plex HRM.

. Pao nguwoc cac 6ng cé nap 4 1an dé tron mau va hén hop phan &ng.

. Dat tAt ca cac 6ng 4 dai PCR vao cac vi tri thich hop trong 72-well rotor va kiém tra

b&ng mat d& dadm bao réng tat ca cac dng déu cé thé tich bang nhau.

Lwu y: Dam béo rang cac dai 6ng khéng bi dao ngwoc khi chuyén ching sang réto.
Néu réto chwa ddy, hay 14p day cac khodng trdng con lai bang cac dng réng c6 nap.
Dat ngay réto vao Rotor-Gene Q MDx 5plex HRM. Bam béo rang vong khoéa (phu kién
Rotor-Gene Q MDx) dwoc dat trén dau roto dé gitr chat cac 6ng trong qua trinh chay.

Tham khao phan thiét Iap Rotor-Gene Q MDx 5plex HRM (xem “Giao thirc: Thiét lap
Rotor-Gene Q EGFR’, trang 22) dé tao bién dang nhiét d6 va bat dau chay.
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Giao thirc: Thiét 1ap Rotor-Gene Q EGFR

Cac thong sb chu ky dwoc trinh bay trong Bang 4.

Bang 4. Théng sé chu ky

Chu ky Nhiét do Thei gian Thu nhan di¥ liéu
1 95°C 15 phat Khong cé
40 95°C 30 giay Khéng cé

60°C 60 giay Green va Yellow

1. Nhép dup vao biéu twong Phadn mém Rotor-Gene Q Series 2.3 trén man hinh may tinh
xach tay dwoc két ndi véi Rotor-Gene Q MDx 5plex HRM. Chon thé “Advanced” (Nang
cao) trong hdp thoai “New Run” (Ian chay mai).

2. D& tao m6t mau méi, chon Empty Run (Lan chay réng), sau d6 nh&p vao New (M&i).
Ctra s4 “New Run Wizard” (Trinh hwéng dan Ian chay méi) xuét hién.

3. Chon 72-Well Rotor lam loai réto. Dam bao réng vong khoa da duwoc gén va chon hép

Locking Ring Attached (Pa gan Vong khéa). Nhap vao Next (Tiép theo) (Hinh 1).

New Run Wizard ril

Welcome to the Advanced Run Wizard!

SkipWizard | et >

Hinh 1. Hop thoai “New Run Wizard” (Trinh hwéng dan 1an chay méi).
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4. Nhap tén clia ngwdi van hanh vao trudng Operator (Ngwdi van hanh). Thém bat ky
lwu ¥ ndo va dat gia tri trong truerng Reaction Volume (Thé tich phan (rng) & 25. Dam
bao rang cac gia tri trong trwéng Sample Layout (B6 cuc mau) dwoc dat 1a 1, 2, 3....
Nh&p vao Next (Tiép theo) (Hinh 2).

New Run Wizard g|
This screen displays miscellaneous options for the run. Complete the fields, IT:I: ::‘;e'm{: n
clicking Next when you ate ready to move to the next page. the wizard f‘ of help
g on an item, hower
1 ———peiR Oy NAME | lyour mouse over the

item for help. You
can also click on a
combo box to display
help about its
available settings.

Notes :

Reaction :

Sample Lapout : |1.2.J.‘ ﬂl

Skipwizard | <cBack | New>> | 5

Hinh 2. Nhap tén cla ngw®i van hanh va thé tich phan tng.

5. Nhép vao Edit Profile (Chinh sira hd so) trong hop thoai “New Run Wizard” (Trinh

hwéng dan 1an chay mai) (Hinh 3) va thiét 1ap cac thong sb chay theo cac buéc sau.

New Run Wizard X
Tempersture Profile : (Click this button to
edit the profile
shown in the box
above.

1 Edit meie.‘.l

Channel Setup

Neme | Souce | Delector | Gain | Create New.. |
Green  470nm  510nm 5

Yelow  530nm  55nm 5 L’
Orange  585nm  610rm 5§ Edit Gain..
Red E2%nm  6680nm 5

Cimson  680nm  710hp 7 Remove
HRM  460nm  510nm 7 R DiaE
(Gain Optimization...

SkipWizaid | <<Back | News> |

Hinh 3. Chinh sira hd so.
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6. Nhap vao Insert after (Chén sau) va chon New Hold at Temperature (Nhiét do git
maoi) (Hinh 4).

7 Edit Profile X
@ . ¢ W @
PNewe Open SaveAs  Help

The run vl Lake 0 compiete. The graph below repe thy be pedomed

Chck on & cycle below to modiy & ©

New HRM Step
Copry of Current Step

Hinh 4. Chén bwéc 0 ban dau.

7. Bat gia tri trong trwdng Hold Temperature (Nhiét dd gilr) thanh 95°C va gia trj trong
Hold Time (Thoi gian gitr) thanh 15 mins 0 secs (15 phut 0 giay). Nhap vao Insert
After (Chén sau), sau d6 chon New Cycling (Chu ky mé&i) (Hinh 5).

1 Edit Profile X
@ . 8 W @
New Open  Save As Help

The run will take approximately 16 minute(s) to complete. The graph below represents the run to be performed :

Click on a cycle below to modify it -
Hold

New Cycling
Flew Mel
Mew Hold at Temperature
Hew HRM Step

Copy of Current Step

Insert before...

Remove

Hold Temperature: g5 |ep
1- Hold Time : i]m'msi‘secs

Hinh 5. Bwée G ban dau & 95°C.
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8. Pat sb 1an I3p lai chu ky thanh 40. Chon buéc dau tién va dat thanh 95°C for 30 secs
(95 °C trong 30 giay) (Hinh 6).

1 .9 W | e

New Cpen Saveds  Hep
T . Congiete’ Tha e bel re

B

s 95C foe 30 secs
3— 30 seconds
Not Acquing 720C foe 20 secs
1 |7 oo BOAC for 20 secs
™ Touchdown

ok |

Hinh 6. Bwérc chu ky & 95°C.
9. Panh diu budc thir hai va d&t thanh 60°C for 60 secs (60 °C trong 60 giay). Nhap vao

Not Acquiring (Khéng thu nhan) dé cho phép thu thap di¥ liéu trong buéc nay. (Hinh 7).

Hinh 7. Bwéc chu ky & 60°C.
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10. Chon Green va Yellow tir danh sach Available Channels (Kénh kha dung), sau dé

nhép vao > dé& chuyé&n ching sang danh sach Acquiring Channels (K&nh thu nhan).

Nhép vao OK (Hinh 8).

Dye Chart >>

To acquire from a channel, select it from the kst in the left and click >. Tnmmnnlmma
channel, select it in the right-hand list and click <. To remove al . chek <<

Same as Previous : | (New Acquisition) -
Acquasition Conlfiguration :
Avadable Channels : Acquiing Channels :
Name | > | L Name |
Crimson _I een 1
HRM < |1 Yetow
O
Red <«

[T oeven|_ e |

FAM Y, SYBR Green 1, Fluorescein, EvaGreen, Alexa Fluor 488%

JOE ., VIC, HEX, TET*, CAL Fluxt Gold 540~ Yakima Yellow '

ROX", CAL Fluor Red 610, Cy35”, Texas Red*, Alexa Fluor 568"

Cy5Y, Quasar 670, Alexa Fluot 633

Quasa705*, Alexa Fluor 680

SYT0 9%, EvaGreen'

Hinh 8. Thu nhan & bwéc chu ky 60°C.

11. Danh dau bwéc thir ba va nhap vao nut - d& xéa. Nhap vao OK (Hinh 9).

.U H
Open Seve hs

L4
Ld

| R

Chck on & cycle betow o mody
Iriee apee
et batore.
e |
This cycle rapasts 40 | ivels)
ik oh
Tmed Step - 3 o 2
s I ; S5 o 30 vecn u ]
20 veconds |
Acqurglo Crckrg® | \ E
on Green o
g 0NC for 60 secs L 1
I Touchdomn

Hinh 9. Loai bé bwéc mé rong.
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12. Trong hop thoai tiép theo, nhap vao Gain Optimisation (Téi wu hda khuéch dai) (Hinh 10).

New Run Wizard 3
Temperature Profile : mew_
help on elements in
the wizard. For help
on an item, hover
mouse over the
item for help, You
can also click on a
combo box to display
help about its
silable settings.
Edit Proie . =
Channel Setup :
Name | Source | Detector | Gan | Create New... |
Green  470nm 5100 S
Yelow 530nm 555mm 5 _ e |
Orange  585am 610nm 5 Edit Gan...
Red 625nm  660nm 5 —I
Cimson  680nm  710hp 7 Remove |
HRM 460nm  510nm 7
Reset Defaults
1= Gethfmiuﬁm“I
Sk’p\'fnad| << Back | Nest >> |

Hinh 10. Gain Optimisation (Téi wu héa khuéch dai).

13. Nhép vao Optimise Acquiring (Téi wu héa thu nhan). Cai d&t kénh dwoc hién thj cho méi

kénh. Nhap vao OK dé chép nhan cac gia tri méc dinh nay cho ca hai kénh. (Hinh 11).

Optimisation :
Ausko-Gain Ootimisat PRI
a—-,—.mmam-umnmm-‘
The tange depends on the
chemstry you are perdomng.
Sumbl_jm
Optrmse Al ptimese Acqure 1
,_ Perdo ~
IRl TY Auto-Gain Optimisation Channel Settings x
Channel Settings :
Channel
Channel: Green TubePosiion: |1 =
w12 et _|
o] o0 Somle Rarce: | L = -
Acceptable GanRarnge: [10 = 1 [0 = emove
rove Al
2 L] e | v |

Hinh 11. Téi wu héa khuéch dai tw dong cho kénh Green.
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14. Danh diu vao & Perform Optimisation before 1st Acquisition (Thwc hién ti wu héa

trwdc khi thu nhan 1an 1), sau d6 nh&p vao Close (Péng) dé quay lai trinh hwéng dan

(Hinh 12).
Auto-Gain Optimisation Setup FX
Ophmisabion
AuloG. RS hoi sample at
different gan levels unil i finds one at which the flucrescence levels are
able. The range looking for depends on the
chemesty you e performing.
Sdmmw[—jbgm.
Optimise Al Optimise Acquing
| ==L} Perform Optimisation B efore Tt Acquistior
I Pesform Optimisation At 60 Degrees At Begnning Of Run
Channel Settings
' =] _au |
Name | Tube Postion | Min R Max R Min Gan | Max Gan Edit..
Green 1 1071 10 10
Yelow 1 Bl 100 10 B |
Remove Al
< I >
[ ] o ] b

Hinh 12. Lwa chon cac kénh Green va Yellow.

15. Nhép vao Next (Tiép theo) dé lwu mau vao vj tri thich hop bang cach chon

“Save Template” (Lwu mau).
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Phan tich di liéu danh gia dot bién
Sau khi lan chay hoan tat, phan tich di¥ liéu theo quy trinh sau.
Thiét Iap phan tich phan mém

1. M& tép thich hop bang Phdn mém Rotor-Gene Q Series 2.3.5 tré Ién.

2. Néu mau khong dwoc dét tén trwdc khi thwe hién 1an chay, nhap vao Edit Samples
(Chinh stra mau).

3. Nhap tén mau vao cot Name (Tén).
Lwu y: Dé tréng tén clia bat ky lo réng nao.

4. Nhép vao Analysis (Phan tich). Trén trang phan tich, nhap vao Cycling A Yellow dé
kiém tra kénh HEX.

5. Kiém tra xem tiy chon Dynamic Tube (Ong d6ng) cé duoc danh dau khong. Nhép vao
Slope Correct (D6 dbc chinh xac) va Linear scale (Ty & tuyén tinh).

6. Nhap vao Take Off Adj (Diéu chinh diém xuét phat) va nhap 15.01 (15,01) va 20.01
(20,01) nhw trinh bay trong Hinh 13.

|t 3.
|hz£ D’ynam\cTub’ I‘\@ Slope Correctl “% Ignore First | 52 Take Off Adj, |
Take Off Point Adjustment @

Adjust the cycle to be used as take off point.
If take off point was calculated |15 m
before cycle

Then use the following cyele as Igg o

take aff point

1] I Do Mot Ad|usl| Cancel I

Hinh 13. Cai dit chuan héa phan tich EGFR. 1 = “Dynamic Tube” (Ong ddng), 2 = “Slope Correct” (DO déc chinh
xac), 3 = “Take Off Adj” (Biéu chinh diém xuét phat), 4 = Ctra sb hop thoai “Take Off Adj” (Piéu chinh diém xuét phat)
v&i cac gia tri thong so.

7. Dat nguwdng & 0.02 (0,02) va kiém tra cac gia tri HEX Cr.
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8. Trén trang phan tich, nhap vao Cycling A, Green dé xem kénh FAM. Thiét lap cac

thong s6 nhw trong Hinh 13 & trén.

Ong dong nén dwoc danh déu.

9. Nhap vao Slope Correct (D dbc chinh xac) va Linear scale (Ty lé tuyén tinh).

10. Pat ngwdng & 0.075 (0,075) va kiém tra cac gia tri FAM Cr.

Chay phan tich mau chirng

Sau khi 1an chay hoan tat, phan tich di¥ liéu nhw sau.

e Mau chirng am: D& dam bao rang khong c6 hién twong nhiém ban mau, NTC khéng
dwoc tao gia tri Cr trong kénh mau xanh 4 (FAM) dwéi 40. D& dam bao réng lan chay
dworc thiét 1ap chinh xac, NTC phai hién thi m&c khuéch dai tir 29,85 dén 35,84 trong

kénh mau vang (HEX) (Mau chirng Noi bo).

Néu c6 khuéch dai dwong tinh trong kénh mau xanh |4 va/hodc khuéch dai ndm ngoai

pham vi tlr 29,85 dén 35,84 trong kénh mau vang, 1an chay khéng hop 1&.
e MAu chirng dwong: Mau chirng dwong (PC) EGFR phai dwa ra Ct cho méi hén hop
phan (rng ndm trong va bao gébm pham vi da néu trong Bang 5. M6t 1an chay cé gia tri

mau chirng dwong ndm ngoai pham vi nay cho thay sw cé thiét |ap xét nghiém va 1an

chay phai dwoc chi dinh 13 that bai. Néu mau chirng dwong dwa ra Ct ndm trong pham
vi (FAM) nhwng Ct mau chirng néi bd (HEX) ndm ngoai pham vi tir 29,85 dén 35,84,

hay tiép tuc phan tich.

Lwu y: Dir liéu mau khéng duwoc st dung néu mau chirng dwong hodc am khong

thanh céng.

Bang 5. Pham vi Cr chdp nhan dwoc cho cac mau chirng lan chay

Ma&u chirng phan (rng Xét nghiém Kénh Pham vi Cr
Mau ching duong Ma&u chirng Green (FAM) 28,13-34,59
T790M Green (FAM) 30,22-34,98
Mét doan Green (FAM) 28,90-34,90
L858R Green (FAM) 29,97-34,81
Béi chivrng khdng mau T4t ca bdn hdn hop phan ing  Green (FAM) >40,00
TAt ca bon hdn hgp phan iing  Yellow (HEX) 29,85-35,84
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Giatri
FAM C; clia
MBu chitng am

FAM Cr c6 <40 khong?

LAN CHAY
THAT BAI

HEX C; ¢ nm trong khodng
tir 29,85 dén 35,84 khong?

KHONG

0—

Mau chirng am Pat

Gng FAM ¢
cliaméu chifng c6 ném
trong khoang tir 28,13
én 34,59 khong?

Giatrj
FAM C; clia
Mau chimg duong

KHONG

LAN CHAY
THAT BAI

Bng T790M FAM C;

6 néim trong khodng tir 30,22 dén

8 khong?

KHONG

LAN CHAY
THAT BAI

Tién hanh phan tich m3u

Mau chirng
duong
Dbat

Gng FAM C;
Méit doan c6 ném trong
khodng tir 28,90 dén
34,90 khong?

KHONG

LAN CHAY
THAT BAI

KHONG

Gng L858R
FAM C; c6 ném trong
khodng tir 29,97 dén
34,81 khong?

Hinh 14. Chay quy trinh phan tich mau chirng.

V&i diéu kién ca hai mau chivng 1an chay déu hop 1, méi gia tri CT cla xét nghiém dbi chirng
mau phai ndm trong pham vi tir 23,70 dén 31,10 trong k&nh mau xanh 14 (FAM) (Bang 6).

Bang 6. Pham vi FAM Cr chap nhan dwoc cho phan (rng mau chirng mau

Hén hop phan (rng Kénh Pham vi Cr chap nhan dwoc

Mé&u ching Green (FAM) 23,70-31,10

Néu mau ndm ngoai pham vi nay, hwéng dan sau sé duwoc cung cap.

e Crcla xét nghiém déi chirtng mau <23,70: Cac mau cb gia tri Ct clia mau chirng
<23,70 sé& lam qué tai cac xét nghiém dot bién va phai dwoc pha lodng. Dé phat hién
tirng d6t bién & mirc th&p, cac mau qua dam déc phai dwoc pha lodng dé& nam trong
pham vi trén trén co sé pha lodng mot niva sé lam tang Ct thém 1.

e Cr cua xét nghiém déi chirng mau >31,10: Mau khéng chiva di DNA dé cho phép
phan tich.
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V&i didu kién ca hai mau ching 1an chay déu hop I& va xét nghiém déi chirng ndm trong

pham vi dwoc néu trong Bang 6, mbi gia tri Cr dot bién ctia m&u phai ndm trong pham vi

dwoc néu chi tiét trong Bang 7 trong kénh mau xanh 1a (FAM). Néu m&u nam ngoai pham vi

nay, huwéng dan sau sé duoc cung cap.

Bang 7. Gia tri phan trng dot bién mau chap nhan dwoc

Phan &rng Hén hop phan rng Kénh Pham vi Cr

Phan (rng d6t bién T790M Green (FAM) 0,00-40,00
Mét doan Green (FAM) 0,00-40,00
L858R Green (FAM) 0,00-40,00
Ca ba dot bién Yellow (HEX) 29,85-35,84

Lwu y: Néu mot mau khong tao ra Cr (tire la, Cr >40), thi c6 thé do sw hién dién cta chét

&rc ché, 161 thiét 1ap xét nghiém hodc khong cé DNA EGFR c6 thé khuéch dai.

e Gia tri Ct mau dbi chirng n6i ndm trong pham vi 29,85-35,84: Khong c6 DNA EGFR c6

thé khuéch dai.

e Gia tri Ct mau chirng néi khéng ndm trong pham vi 29,85-35,84: Diéu nay co thé cho

thay 16i thiét 1ap xét nghiém hoé&c sw hién dién clia chat (rc ché. C6 thé 1am giam tac dung

clia chét &re ché bang cach pha lodng mAu, mac du didu nay cling sé pha lodng DNA.
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Hwéng dan S dung therascreen EGFR Plasma RGQ PCR Kit

Pha loang mAu <

M3u yéu cau pha loding

o

FAM C; cia xét
nghiém d6i chimg c6
ndm trong khoang

Gid tri FAM C; clia

FAM Cr c6

mau ching mau

tir 23,70 dén
31,10 khéng?

o

Céic gid tri HEX Cy
clia xét nghiém dot
bién mau

C6 bt ky gia tri HEX C; dot

bign nao <29,85 khong? MatkEenghonl

KHONG

MBi FAM C; 6t
bién c6 ném trong.
khoang tir 00,00
dén 40,00 khong?

Cac gia trj FAM Cr
clia dot bién mau

co
A 4

Bng duong tinh voi khuéch
dai FAM

* KHONG

Tinh cac gi tri ACy cho mdi dot bién.
ACy = C; 6t bién - C;r mu chimg

v

So sénh gid tri ACr véi pham vi
AC; duge chi dinh cho xét
nghiém

Céc gid tri HEX Cr cta
Xét nghiém dot bién
mau

C6 bt ky gia tri
ACy nao ndm trong pham
Vi ACr dugc chi dinh cho
xét nghiém khong

HEX Cr clia mau
ching ndi dot bién
c6 ndm trong khoang tir
9,85-35,84 khong2,

Phat hién dat bién EGFR cho xét
nghiém dot bién

Khéng phat hién
dot bién

Hinh 15. So* d6 phan tich dét bién.
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>31,10 khong?

Mau khéng dugc
chira DNA c6 thé
khuéch dai hoiic co
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Xét nghiém khang hop &



Gia tri FAM Cr cutia xét nghiém dét bién mau

Céc gia tri FAM cho ca ba hén hop phan (rng dét bién phai dwoc kiém tra so véi cac gia tri

duwoc liét ké trong Bang 8.

Tinh gia tri nguéng ACt cho méi mau dét bién cho biét khuéch dai dwong tinh nhw sau, dam

bao rang Cr d6t bién va dbi chirng 13 tir cing mot mau.
ACt = Cr dbt bién — Ct mau chirng

So sanh gia tri ACt cia mau v&i pham vi nguéng ACT cho xét nghiém dwoc dé cap (Bang 8),

dam bao réng diém ngudng chinh xac dwoc ap dung cho médi xét nghiém.

Bang 8. Pham vi ngwéng ACr clia xét nghiém dét bién

Xét nghiém dét bién Pham vi ngwéng ACt
T790M —10,00 = dén <7,40
Mét doan —10,00 = dén <8,00
L858R —10,00 = dén <8,90

Gidi han trén ctia pham vi nguwéng ACr la diém trén dé tin hiéu dwong tinh c6 thé do tin hiéu
nén clia mdi ARMS trén DNA kiéu tw nhién gay ra. Néu gia tri ACt mau cao hon diém trén
cta pham vi ngwéng ACt, né dwgc phan loai la “Mutation not detected” (Khong phat hién
dot bién) hodc vwot qua gi¢i han phat hién clia bd dung cu. Néu gia tri m&u ndm trong cac
diém ngwdng ACt, mau duoc coi la dwong tinh véi dot bién dwoc phat hién béi xét nghiém
d6. Néu gia tri mau ndm duwéi bien dwdi ciia pham vi nguwéng ACr, didu nay cé thé Ia do xdo
anh huynh quang.

Lwu y: Dbi véi cac mau khong co Cr dot bién FAM, can phai danh gia Cr ma&u chirng noi bo
(HEX) dé x&c dinh dot bién khong dwoc phat hién hodc xét nghiém khong hop 1é hay khong.
Néu gia tri Ct HEX n&m trong khodng tir 29,85 dén 35.84, thi dot bién khéng duoc phat
hién. Néu gia tri ngwéng ACt HEX n&m ngoai khoang nay, thi mau khéng hop lé.

34 Hwéng dan St dung therascreen EGFR Plasma RGQ PCR Kit  06/2022



Tém lai, d6i véi mdi mau, mdi phan (rng dot bién sé dwoc cip trang thai dot bién dwoc phat

hién, khéng phat hién dét bién hoac khéng hop 1€ béng cach sr dung cac tiéu chi sau.

e Phat hién dét bién: Dwong tinh véi khuéch dai FAM va ACt trong pham vi nguéng
ACT. Néu nhiéu dot bién dwoc phat hién, tAt c& déu cé thé duoc béo céo.
e Khéng phat hién dét bién:
O Duwong tinh véi khuéch dai FAM va gia tri ngwéng ACt cao hon pham vi nguwéng
ACT va HEX (m&u chirng néi) ndm trong khoang 29,85-35,84.
O Khuéch dai FAM am tinh va HEX (m&u chirng ndi bd) nam trong khodng
29,85-35,84.
e Khong hop 1&: Khuéch dai FAM am tinh va khuéch dai HEX ndm ngoai cac thong sé
ky thuat.
O ACrtduwgc tinh ndm dwéi pham vi ngudng ACtva HEX (mau chirng néi) nam trong
pham vi dy kién. Gia tri ACtthap hon —10,00 chi ra réng c6 thé da xay ra xao anh
huynh quang.
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Hwéng dan Khac phuc sw cd

Hwéng dan khic phuc sy ¢d nay c6 thé hiru ich trong viéc giai quyét bat ky van dé& nao cé

thé& phat sinh. D& biét thém thong tin, xem thém trang Cau héi thwéng gap tai Trung tam Ho

tro K§ thuat cia chung t6i: www.giagen.com/FAQ/FAQList.aspx. Cac nha khoa hoc thuéc

B& phan Dich vu Ky thuat ctia QIAGEN ludn sén l6ng tra &1 bat ky cau hdi nao cia ban vé

thong tin va giao thirc trong sb tay nay hodc cac cong nghé mau va xét nghiém (dé biét

théng tin lién hé, xem bia sau hodc truy cap www.giagen.com).

Nhan xét va goii y

Khéng c¢é tin hiéu véi Mau chirng dwong (PC) EGFR trong kénh huynh quang
Cycling Green

a)

36

Kénh huynh quang duwoc
chon dé phan tich di liéu
PCR khéng tuan thu giao
thire.

Lap trinh sai bién dang
nhiét dé ctia dung cu Rotor
Gene Q MDx 5plex HRM

Céu hinh PCR sai

Céc diéu kién bao quan cho
mot hodc nhiéu thanh phan
clia bd dung cu khong tuan
thd cac hwéng dan dwoc
dwa ra trong “Bao quan va
X ly Thubc th” (trang 14)

therascreen EGFR Plasma
RGQ PCR Kit da hét han

Hwéng dan St dung therascreen EGFR Plasma RGQ PCR Kit

Dé& phan tich d liéu, chon kénh huynh quang Cycling
Green cho EGFR PCR phan tich va kénh huynh
quang Cycling Yellow cho PCR mau chirng ndi bo.

So sanh bién dang nhiét d6 véi giao thirc va néu
khong chinh xac, thi hay chay lai.

Kiém tra cac bwéc cong viéc clia ban bang so dd hut
pipet va I3p lai PCR, néu can.

Kiém tra cac diéu kién bdo quan va ngay hét han
(xem nhan bd dung cu) cta thudc ther va st dung bo
dung cu ma&i, néu can.

Kiém tra cac diéu kién bao quan va ngay hét han
(xem nhan bd dung cu) clia thudc thir va s dung bd
dung cu mé&i, néu can.
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https://www.qiagen.com/FAQ/FAQList.aspx
http://www.qiagen.com/

Nhan xét vagoiy

Tin hiéu v&i cac mau chirng am trong kénh huynh quang va Cycling Green cia PCR
phan tich
a) Nhiém bén xay ra trong quéa  Lap lai PCR véi thudc thtr méi trong cac 1an 1&p lai.
trinh chuan b PCR Néu co thé, dong cac éng PCR ngay sau khi thém
mau sé dwoc xét nghiém.
Dam bao rang khong gian lam viéc va dung cu dwoc
khr nhiém déu dan.
Nhiéu ngwéng giao nhau hoéc gia tri ACt ndm dwéi pham vi ngwéng
a) Tron khéng chinh xac trong  Lap lai PCR néu didu nay anh huédng dén mau chirng
qua trinh thiét 1ap xét hodc xét nghiém lai mau khong dat.
nghiém Lam theo Hwéng dan St dung, chi y chat ché dén
cac budc tron.
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Kiém soat Chat lwong

Theo Hé théng Quan ly Chét lwgng dwoc chirng nhan ISO ctia QIAGEN, méi 16 therascreen
EGFR Plasma RGQ PCR Kit duwgc kiém tra theo cac quy cach da dwoc xac dinh truwéc dé

bao dam chét lwgng san phdm phu hop.
Han ché

Két qua tlr san phdm nay phai dwoc giai thich trong bdi canh cla tt ca cac phat hién 1am
sang va phong thi nghiém co lién quan va khéng dwoc str dung moét minh dé& chan doan.

San ph&dm nay chi dwoc si dung béi nhan vién dwoc huéng dan va dao tao dac biét vé quy
trinh ch&n doan in vitro va dung cu Rotor-Gene Q MDx 5plex HRM.

Cac nghién clru xac nhan phan tich bao gdm DNA ngwdi dwoc tach chiét tlr cac mau huyét

twong.

San pham chi dwoc thiét ké dé& s dung trén may luan nhiét real-time PCR Rotor-Gene Q
MDx 5plex HRM.

Can tuan tha nghiém ngét Sé tay therascreen EGFR Plasma RGQ PCR Kit & c6 két qua
t6i wu. Viéc pha loang thudc thir khac véi nhivng gi khac véi mo ta trong sb tay nay khong

dwoc khuyén khich va sé lam giam hiéu néng.

Can cht y dén ngay hét han va diéu kién bao quan in trén hdp va nhan cla tat ca cac thanh
phan. Khéng s dung cac thanh phan da hét han hodc dwoc bdo quan khéng dung cach.
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Mbi trong hdn hop Phan trng Mat doan EGFR da duoc thiét ké d& nham dén nhiéu mét doan
Exon 19, kéo dai tlr cac nucleotide 55174772 dén 55174795 (GRCh38 chr7), pham vi 23 cép
base.

Mac du xét nghiém mét doan Exon 19 da dwoc xac nhan vé mat phan tich va dwoc chirng
minh d& phat hién cac 1&n mat doan cu thé trong Exon 19 (xem Bang 13 cla sb tay nay), tuy
nhién, van cé thé xay ra cac dét bién bd sung (bao gdm nhuwng khéng gi¢i han & cac lan
méat doan Exon 19 bd sung, cac lan thém doan Exon 19 va dét bién L747P) dwoc khuéch

dai b&i H6n hop Phan (rng Mat doan.

Néu c6, cac dot bién bd sung nhw vay sé dan dén két qua “Deletions Detected” (Phat hién

méat doan) cho mau cltia mot bénh nhan nhét dinh.
Ngoai ra, dot bién L858Q cé thé duwoc phat hién bdi Hon hop Phan tng L858R. Do d6, néu

c6 trong mau clia bénh nhan, dét bién L858Q cé thé dan dén két qua “L858R Mutation
Detected” (Phat hién dot bién L858R).
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Dac tinh hiéu nang
D6 nhay phéan tich — gi&i han tréng (limit of blank, LOB)

D& danh gia hiéu nang cla therascreen EGFR Plasma RGQ PCR Kit trong truérng hop
khong cé mau va dé& dam bao rang mau tréng hodc mau c6 DNA kiéu tw nhién khéng tao ra
tin hiéu phan tich co6 thé chi ra ndng do dot bién thap, DNA kiéu tw nhién ctia EGFR huyét
twong NSCLC dwoc danh gia tir 59 mau khac nhau. Cac tiéu chi chap nhan ctia nghién ctru
(it nhé&t 95% mau kidu tw nhién phai cé gia tri ngwéng ACt trén nguéng twong (rng) da duoc
dap wng.

Gi¢i han phat hién (Limit of detection, LOD)

LOD la ty 1& phan tram tbi thiéu ctia DNA dbt bién cé thé dwoc phat hién trong nén DNA kiéu
tw nhién khi tdng s6 DNA c6 thé khuéch dai (trong pham vi dau vao), tao ra ty I& Iénh goi dot
bién chinh xac & 95% cho méi mau dwong tinh dot bién (C95). Pham vi hoat déng dau vao
DNA cho xét nghiém dwoc xac dinh b&i Cr mau chirng & pham vi dwoc chi dinh trwdc tw
23,70 dén 31,10.

LOD dworc xac dinh & mirc dau vao DNA thdp (Ct mau chirng khodng 30,10) bang cach st
dung DNA Iy tr mé FFPE cho therascreen EGFR RGQ PCR Kit. LOD dwoc xac dinh béng
cach s dung ca bénh phdm Iam sang FFPE va dong té bao FFPE & mirc diu vao DNA
thap cho cac dot bién EGFR nay.

Céc gia tri LOD duwoc thiét lap béng cach si¢ dung mdé FFPE da dwgcc xac minh cho
therascreen EGFR Plasma RGQ PCR Kit véi DNA 4y tir cac mau huyét twong duong tinh

dot bién gia.

Cac tuyén bd LOD cudi cung dwoc liét ké trong Bang 9, trang tiép theo, cho biét ty 1& phan

tram dot bién dwa ra xac suat dy doan vé énh goi chinh xac, 1a 95% cho méi dét bién.
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Bang 9. LOD cho méi xét nghiém dot bién EGFR
Exon Dot bién ID cOsMmIC* % tuyén bb LOD
20 T790M 6240 17,5*

13551 4,24*

12419 16,871

6218 9,837

6254 10,2*

-
©

Mét doan 12678 10,401

12384 7,541

6220 2,7*

12382 1,45*

12387 4,911

21 L858R 6224 5,94*

* Céc tuyén bd LOD da duoc xac minh trong huyét twong nhw mét phan clia nghién ctru xac nhan LOD therascreen
EGFR Plasma RGQ PCR Kit.

T Nhirng dot bién nay khéng dwoc xac nhan trong huyét tvong.

S
i
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Do nhay phén tich -—— Dnguwdng Cr va pham vi nguwédng ACt

Mét cach tiép can dwa trén rii ro da duoc thwe hién dbi véi ty 1& dwong tinh gia khi thiét lap
ngwéng cla xét nghiém va cac gia tri LOB wéc tinh dwoc st dung nhw mét thanh phan
trong qua trinh phat trién cac gia tri nguéng.

Céac pham vi nguéng ACt twong (ng dwoc thiét 1ap cho méi xét nghiém dét bién trong
therascreen EGFR Plasma RGQ PCR Kit dwgc cung cép trong Bang 10.

Bang 10. Cac pham vi ngwéng ACt cua therascreen EGFR Plasma RGQ PCR Kit

Xét nghiém dét bién Pham vi ngwéng ACt
T790M —10,00 = dén <7,40
Mét doan —-10,00 = dén <8,00
L858R —-10,00 = dén <8,90

Tinh lap lai va tinh tai 1ap

Tinh 13p lai va tinh tai lap dwoc danh gia bang cach xét nghiém mdc a6t bién & 3 1an LOD trén
nén DNA b6 gen kiéu tw nhién tai 3 dia diém xét nghiém st dung nhiéu 16 bd dung cu, nguwdi van
hanh va Ian chay trong nhitng ngay khac nhau, véi 2 1an 13p lai cho méi mau. Déi véi ca 3 xét
nghiém dot bién, 100% mau DNA dét bién cho két qua dwong tinh véi dot bién. Cac mau kiéu tw
nhién dwoc xét nghiém am tinh véi dot bién trong tit ca cac xét nghiém tai tat ca cac dia diém.

Anh huwéng cta du vao DNA dén gia tri Cr

M(rc dau vao DNA dwoc dinh nghia la tdng s lwgng DNA EGFR c6 thé khuéch dai trong
mot mau dwoc xac dinh béi cac gia tri Cr tlr phan (ng mau chirng. D& chirng minh rang
hiéu nang cla therascreen EGFR Plasma RGQ PCR Kit nhat quan trong pham vi Ct phan
&ng mau chirng (23,70-31,10), tAt ca 3 xét nghiém dot bién EGFR déu dwoc thuc hién dwa
trén chudi pha loang sau diém, 1 trong 3 (DNA tach chiét tir cac dong té bao FFPE). Cr dich
cho pha lo&ng mét cho méi dét bién la khoang 24,70. Pha loang cudi ciing, cho Ct khoang
32-33, nam ngoai pham vi Ct phan trng mau chirng. Nhin chung, cac gia tri nguwéng ACT do
dwoc & tbng mirc dau vao DNA khac nhau d&u nhat quan trong pham vi hoat déng cla
therascreen EGFR Plasma RGQ PCR Kit.
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Céc chat gay nhiéu
Céc chét gay nhiéu ndi sinh

Céac chét c6 khad ndng gay nhidu dwoc pha vao cac mau huyét twong dwong tinh véi dot
bién gid & 3 1&n LOD. Sau d6, cac mau dwoc xét nghiém bang therascreen EGFR Plasma
RGQ PCR Kit. Cac mau cé chira cac chét cé kha nang gay nhiéu dwoc so sanh véi cac mau
huyét twong dwong tinh dot bién gia & 3 1&n LOD khong chiva cac chat gay nhiéu dwoc pha.

Mbi chat gay nhiéu dwoc xét nghiém véi 4 1an I3p lai.

Chénh léch >2 1an dé léch chuén (Standard Deviation, SD) (l&y tlr nghién ctu d6 chum)
gitra ACT “xét nghiém” va “mau chirng” (ttrc la khong cé chét gay nhiéu) dwoc coi 1a cho
thay co kha ndng gay nhiéu. Trong nhirng trudng hop nay, chénh léch quan sat dwoc trong

ACT dwoc cung cap.

Cac ndng dd xét nghiém cung cép trong Bang 11 dwoc lwa chon dwa trén chi dan trong
hwéng dan EP0O7-A2 clia CLSI va dai dién cho ndng do téi da du kién sé quan sat duoc

trong mot mau 1am sang.

Lwu y: Cac hop chat ndi sinh nay da dwoc pha vao cac mau huyét twong dwong tinh voi
dét bién gia, bao gdm huyét twong ti nhitng nguoi hién khde manh. Do dd, cac hop chét
ndi sinh nay sé& cé mét tw nhién trong cac mau & ndng dd khong xac dinh trwéc khi pha.
Nong d6 cudi ciing clia mdi chat gay nhiéu néi sinh tiém an dwoc xét nghiém cé thé sé Ion

hon ndng dd xét nghiém.
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Bang 11. Cac chét noi sinh cé kha ning gay nhiéu

Céac chét c6 kha nang gay nhiéu Néng do xét nghiém
(Interfering Substance, IS)

Bilirubin khong tiép hop 15 mg/dI

Hemoglobin (nguoi) 0,2 g/dl

Triglyceride 3 g/dl

Xét nghiém T790M

Cac hop chét ndi sinh sau day & ndng dd néu trong Bang 11 duoc chirng minh 13 ¢é anh
hwéng >2 14n SD (0,40 ACT) dén hiéu nang cla xét nghiém T790M:

® Triglyceride, chénh léch 1,37 ACr
Xét nghiém mét doan

Céc hop chat ndi sinh sau day & ndng do néu trong Bang 11 duwoc chirng minh [a cé anh
hwéng >2 1an SD (0,71 ACTt) dén hiéu nang ctia xét nghiém mét doan:

® Hemoglobin, chénh léch 0,80 ACt
Xét nghiém L858R

Cac hop chét ndi sinh sau day & ndng dd néu trong Bang 11 dwoc chirng minh 13 ¢é anh
hwéng >2 14n SD (0,56 ACT) dén hiéu nang cla xét nghiém L858R:

@ Bilirubin, chénh léch 1,13 ACt
® Triglyceride, chénh léch 1,53 ACt
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Céc chét gay nhiéu ngoai sinh

Cac chét cé kha nang gay nhiéu dwoc pha vao cac mau huyét twong dwong tinh vai dot
bién gid & 3 1&n LOD. Sau d6, cac mau dwoc xét nghiém bang therascreen EGFR Plasma
RGQ PCR Kit. Cac mau cé chira cac chét cé kha nang gay nhiéu dwoc so sanh véi cac mau
huyét twong dwong tinh dot bién gia & 3 1&n LOD khong chiva cac chat gay nhiéu dwoc pha.
Mbi chat gay nhiéu dwoc xét nghiém véi 4 1an I3p lai.

Chénh léch >2 1&n dd léch chuan (lay t&r nghién ciu dd chum) gitka ACT “xét nghiém” va ACt
“mau chirng” (ttrc 14 khong cé chat gay nhiéu) dwoc coi 1a cho thdy cé kha ning gay nhiéu.
Trong nhitng trudng hop nay, chénh léch quan sat dwoc trong ACT dwoc cung cap.

Cac ndng dd xét nghiém cung cap trong Bang 12 duwoc lwa chon dwa trén chi dan trong

hwéng dan EP0O7-A2 ciia CLSI va vuot qua néng do diéu tri trong moi trwdng hop.

Bang 12. Cac chét noi sinh cé kha ning gay nhiéu

Chét c6 kha niéng gay nhiéu Néng do6 xét nghiém (ug/ml)
(Interfering Substance, IS)

Citalopram hydrobromide 0,75

Paroxetine hydrochloride hemihydrate 1,14

Sertraline hydrochloride 0,67

Fluoxetine hydrochloride 3,87

Acetaminophen 200,7

K2 EDTA 3600
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Xét nghiém T790M

Céac hop chét ngoai sinh sau day & ndng dé néu trong Bang 12 dwoc chirng minh 1a ¢é anh
hwéng >2 1an SD (0,40 ACt) dén hiéu néng ctia xét nghiém T790M:

e® Citalopram hydrobromide, chénh Iéch 0,52 ACt
e Sertraline hydrochloride, chénh léch 0,47 ACt
® Fluoxetine hydrochloride, chénh léch 0,48 AC+

Xét nghiém mét doan

Cac hop chét ngoai sinh sau day & ndng d6 néu trong Bang 12 dwoc chirng minh 13 cé anh
hwéng >2 1&4n SD (0,71 ACT) dén hiéu nang clia xét nghiém mat doan:

® Fluoxetine, chénh léch 0,73 ACt
Xét nghiém L858R

Cac hop chét ngoai sinh sau day & ndng dd néu trong Bang 12 dwoc chirng minh la cé anh
hwéng >2 1an SD (0,56 ACt) dén hiéu néng clia xét nghiém L858R:

Citalopram hydrobromide, chénh Iéch 0,72 ACt

Paroxetine hydrochloride hemihydrate, chénh léch 0,92 AC+
Sertraline hydrochloride, chénh Iéch 0,82 ACt

Fluoxetine hydrochloride, chénh léch 0,98 ACt
Acetaminophen, chénh léch 0,81 ACt

K2 EDTA, chénh Iéch 0,57 ACt
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Hiéu nang Lam sang

Thr nghiém 1am sang NCT01203917 la mét nghién ctru mdt nhanh, nhan mé, giai doan 1V
dé danh gia hiéu qua va do an toan/kha nang dung nap cla gefitinib tuyén dau & bénh nhan
Da trdng mac NSCLC dwong tinh véi dét bién EGFR, giai doan IIIA/B/IV.

Tinh d0 diéu kién ctia bénh nhan dé tham gia vao thir nghiém Iam sang NCT01203917 dwoc
xac dinh béi sw hién dién ctia cac dot bién nhay cam EGFR. Trang thai d6t bién EGFR cla
bénh nhan NSCLC dwoc danh gia bdng cach str dung Xét nghiém Thir nghiém Lam sang
(Clinical Trial Assay, CTA), v&i DNA tir cac mau mé va huyét twong phu hop. Nghién ctru
bao gdbm mét muc tiéu kham pha ddu &n sinh hoc dwoc Ién ké hoach truéc dé xac dinh cac
mau huyét twong cé thé dwoc xem xét cho phan tich dot bién néu khéng cé mau mé khong.
Két qua cho thay ty 1& phu hop cao gitra cac mau mé va huyét twong phi hop 1a 94,3%, véi

dd dac hiéu cla xét nghiém la 99,8% va dd nhay la 65,7%.

Xét nghiém hdi clru cac bénh pham huyét twong tir nhixng bénh nhan dwoc sang loc cho
thr nghiém 1am sang NCT01203917 dwoc thirc hién béng cach str dung therascreen EGFR
Plasma RGQ PCR Kit. M6t nghién ctru bac ciu da dwoc thwe hién dé& danh gia sw phu hop
clia therascreen EGFR Plasma RGQ PCR Kit v&i CTA dwoc st dung dé chon bénh nhan
cho th&r nghiém lam sang NCT01203917. Tinh twong dwong gitta CTA va therascreen
EGFR Plasma RGQ PCR Kit da dwgc chirng minh.
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Thong tin lién hé

D& duoc hd tro k§ thuat va biét thém thong tin, vui 1dong xem Trung tam Hb tro K§ thuat ctia
chung toi tai www.qiagen.com/Support, goi 00800-22-44-6000, hoac lién hé v&i mét trong
cac Bo phan Dich vy Ky thuat clia QIAGEN hodc cac nha phéan phdi dia phwong (xem bia

sau hodc truy cap www.qiagen.com).
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Biéu twong
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Biéu twong Binh nghia biéu twong

Tham khao hwéng dan sir dung

ff Canh bao/than trong
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Phu luc A; Chi tiét vé Dot bién

Bang 13 cho thay cac ID COSMIC duoc lay tir Danh muc cac Dot bién Sinh duéng trong

Ung thu (www.sanger.ac.uk/genetics/CGP/cosmic).

Bang 13. Danh sach cac ddt bién va ID COSMIC

Dot bién Exon Thay dbi base ID COSMIC
T790M 20 2369C>T 6240
L858R 21 2573T>G 6224
2235_2249del15 6223
2235 2252>AAT (phtrc hop) 13551
2236_2253del18 12728
2237_2251del15 12678
2237_2254del18 12367
2237_2255>T (phtrc hop) 12384
2236_2250del15 6225
2238_2255del18 6220
2238_2248>GC (phtrc hop) 12422
Mét doan 19 2238_2252>GCA (phtrc hop) 12419
2239 _2247del9 6218
2239_2253del15 6254
2239_2256del18 6255
2239_2248TTAAGAGAAG>C 12382
(phtrc hop)
2239_2258>CA (phtrc hop) 12387
2240_2251del12 6210
2240_2257del18 12370
2240_2254del15 12369
2239_2251>C (phtrc hop) 12383
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Thong tin Bat hang

San pham

Thanh phan

S6 catalog

therascreen EGFR Plasma RGQ PCR Kit — dé phat hién cac dét bién

trong gen EGFR

therascreen EGFR Plasma
RGQ PCR Kit (24)

Cho 24 phan (ng: 1 Xét nghiém ddi
chirng, 7 Xét nghiém ddt bién, Mau
chirng dwong, Tag DNA Polymerase

Rotor-Gene Q MDx va cac phu kién

Rotor-Gene Q MDx 5plex
HRM System

Rotor-Gene Q MDx 5plex
HRM Platform

Loading Block 72 x 0,1 ml
Tubes

Strip Tubes and Caps, 0,1 ml
(250)

May luan nhiét real-time PCR va b
phan tich High Resolution Melt v&i 5
kénh (xanh 14, vang, cam, dé, dé
thdm) cong v&i kénh HRM, may tinh
xach tay, phan mém, phu kién, bao
hanh 1-n&m déi v&i cac bod phan va
nhan cong, khéng bao gém cai dat va
dao tao

May luan nhiét real-time PCR va bd
phan tich High Resolution Melt v&i 5
kénh (xanh 14, vang, cam, dé, dé
thdm) cong v&i kénh HRM, may tinh
xach tay, phan mém, phu kién, béo
hanh 1 nam dbi v&i cac b phan va
nhan cong, cai dat va dao tao

Khéi nhdm cho thiét 1ap phan (rng tha

cong voi pipet mét kénh 72 x 6ng
0,1 ml

250 que ctia 4 &ng va nép cho
1000 phan &ng
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San pham

Thanh phan S6 catalog

Strip Tubes and Caps, 0,1 ml
(2500)

Cac san pham lién quan

QlAamp Circulating Nucleic
Acid Kit

10 x 250 que cla 4 6ng va nap cho 981106
10.000 phan tng

Cho 50 1an chuan bi: QlAamp Mini 55114
Columns, Ong néi dai (20 ml),

QIAGEN Proteinase K, RNA chét

mang, Chat dém, VacConnectors va

Collection Tubes (1,5 ml va 2 ml)

D& biét thong tin cap nhat vé cap phép va tuyén b tir bd trach nhiém cu thé theo san pham,

xem s tay hodc huéng dan s dung bd dung cu QIAGEN twong &ng. Sé tay va hwéng dan

st dung bod dung cu QIAGEN c6 sén tai www.qiagen.com hodc c6 thé dwoc yéu cau tir bd

phan Dich vu K thuat ctia QIAGEN ho&c nha phan phéi tai dia phuong clia ban.
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Lich str Stra ddi Tai liéu

Lan stra doi

M6 ta

Ban stra dbi 4, thang 10
nam 2019

Ban stra doi 5, thang 6
nam 2020

Ban stra dbi6, thang 6
nam 2022

Thay ddi nha san xuét hop phap (trang bia)

Diéu chinh tén dung cu tir Rotor-Gene Q MDx thanh
Rotor-Gene Q MDx 5plex HRM d& phu hop véi tén trén
nhan dung cu

D4 chinh stra hwdng dan bdo quan thuc“')c ther ttr 90 ngay
thanh 12 thang hoac cho dén ngay hét han

Da cap nhat phan Han ché véi thong tin lién quan dén xét
nghiém mat doan exon 19 va xét nghiém L858R

Stra d6i Bang 9 dé thay thé exon 21 L858R bj trung lap
bang Mat doan exon 19

Da xda biéu twong EC + REP khai trang bia va phan Biéu
twong

D4 cap nhat cac tham chiéu dén phan mém RGQ phién
ban tlr 2.3 1én 2.3.5 tr& 1€n

D& cap nhat Bang 8 va 10 dé trién khai pham vi nguong
ACt mé&i va diéu chinh tat ca cac mo ta lién quan cho phu
hop trong toan bo sé tay

Da cap nhat tat ca cac chwong Giao thirc dé dwa thong
tin vé tam quan trong cla viéc‘trc“)n vao Cac Qiém quan
trong trude khi bat dau cac phan; da danh dau cac chi tiet
Ve viéc tron & tat ca cac buwdc tron

ba thé,m mot budc trén vao phan “Giao thire: Phat hién
Dot bien EGFR”

Da cap nhat phan Khac phuc sw c6 dé thém giai phap cho
nhiéu ngwdng giao nhau

Da cap nhat bang trong phan Cac chat co kha nang gay
nhiéu dé stra déi ndng do xét nghiém doi véi Bilirubin
khdng lién hop tir 150 thanh 15 mg/dbl
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Théa thuan Cép phép Gii han cho therascreen® EGFR Plasma RGQ PCR Kit

Viéc str dung san phdm nay biéu thj thda thuan clia bat ky ngwdi mua hodc ngudi ding san pham nao véi cac diéu khoan sau:

1. San pham chi co lhe duoc str dung theo cac glao thirc dwoc cung cép kém theo san pham va sb tay nay va chi dwoc str dung véi cac thanh phén c6 trong
bang. QIAGEN khong cép gidy phép theo bat ky tai san tri tué nao dé st dung hoac két hop cac thanh phan kém theo cla bang nay Vi bat ky thanh phan nao
khong ¢ trong bang nay trer khi dugc mo ta trong cac giao thirc dwoc cung cap cung VO san pham, sb tay nay va céc giao thirc bd sung co san tai
www.qgiagen.com. Mot sb giao thirc bd sung nay da dwoc ngudi dung QIAGEN cung cap cho nguoi dung QIAGEN. Cac glao thire nay chua duoc kiém tra hay téi
wu héa k¥ lwéng bdi QIAGEN. QIAGEN khéng bao hanh chiing cting khéng dam bao réing ching khéng vi pham cac quyén clia bén th ba.

2. Ngoai cac gidy phép dwoc néu ré rang, QIAGEN khong bdo dam rang b xét nghiém nay va/hodc (céc) cong dung ciia bd xét nghiém khéng vi pham cac
quyén cta bén thir ba.
3. Bo xét nghiém nay va cac thanh phén cla bd xét nghiém duoc cép phép str dung mét 1an va khong duoc tai st dung, tan trang hoac ban lai.

4. QIAGEN dac biét tir chéi bat ky gidy phép nao khéc, duoc thé hién ré rang hodc ngu ¥ ngoai nhitng gidy phép duoc néu.

5. Nguwoi mua va nguic/l dung bo xét nghiém nay dong y khéng thuc hlen hoéc cho phép bét ky ai khac thuc hién cac budic co thé dan dén hoac tao diéu kién
cho bt ky hanh vi nao bj cam & trén. QIAGEN c6 thé thuc thi cac 1énh cdm clia Thda thuan Cép phep Han ché nay tai bat ky Toa an nao va s& thu hoi tat ca cac chi
phi diéu tra va Toa an, bao gdém phi luét su, trong bat ky hanh déng nao dé thuc thi Thoa thuan Cap phép Han ché nay hodc bat ky quyén sé hiru tri tué nao lién
quan dén bd xét nghiém va/hodc cac thanh phan clia bd xét nghigém.

Dé biét cac diéu khoan cp phép duoc cap nhat, hay truy cap www.giagen.com.

Nhan hiéu: QIAGEN®, Sample to Insight®, QlAamp®, therascreen®, Rotor-Gene®, Scorpions® (Tap doan QIAGEN) FAM™, HEX™ (Thermo Fisher Scientific Inc.);
IRESSA® (Tap doan AstraZeneca). Cac tén, nhan hiéu, v.v. da dang ky duoc str dung trong tai liéu nay, ké ca khi khong duoc danh dau cu thé nhw vay duoc coi la
duwoc bdo vé vé phap ly.

Thang 6-2022 HB-1898-007 1127512V © 2022 QIAGEN, tat ca quyén duoc béo Iuu.
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