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Muc dich st dung

therascreen EGFR RGQ PCR Kit [a mot xét nghiém chan doan trong 6ng nghiém dé phat
hién 29 d6t bién sinh dwéng trong gen EGFR. Xét nghiém nay cung cAp danh gia dinh tinh
vé& trang thai dot bién trong cac mau khdi u clia bénh nhan ung thw phdi khong té bao nhd
(Non-Small Cell Lung Cancer, NSCLC).

Két qua nhdm hd tro bac si lam sang xac dinh nhirng bénh nhan bi NSCLC c6 thé cd loi twr
viéc didu tri bang chat trc ché tyrosine kinase EGFR.

therascreen EGFR RGQ PCR Kit s& xét nghiém cac mau DNA dwoc tach chiét t&r mo khdi
u cb dinh formalin va gan paraffin (Formalin-Fixed, Paraffin Embedded, FFPE) clGa bénh
nhan NSCLC va chay trén dung cu Rotor-Gene Q MDx 5plex HRM. B& dung cu nay danh

cho nhan vién dwoc dao tao trong méi trirdng phong thi nghiém chuyén nghiép st dung.

therascreen EGFR RGQ PCR Kit dwgc ding cho muc dich st dung ch&n doan trong éng

nghiém.
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Tom tat va Gidi thich

Céc dot bién trong gen gay ung thw EGFR duogc tim thay trong bénh ung thw & ngudi (1, 2).
Sw hién dién cta nhitng d6t bién nay twong quan véi viéc dap rng mot sé liéu phap chét
rc ché tyrosine kinase (Tyrosine Kinase Inhibitor, TKI) & bénh nhan NSCLC (3-8). Nhirng
dot bién nhw vay trong gen gay ung thu EGFR hién dién trong nhém bénh nhan NSCLC néi
chung v6i tn suét x&p xi 10% & bénh nhan dén tir Hoa Ky, Chau Au hodc Uc va lén dén
30% & bénh nhan dén tir Nhat Ban va Dai Loan (1,2, 9 ).

therascreen EGFR RGQ PCR Kit la b6 dung cu s&n sang s dung dé phat hién 29 d6t bién
trong gen lién quan dén ung thv EGFR bang cach s& dung phan (rng chudi polymerase
(Polymerase Chain Reaction, PCR) trén dung cu Rotor-Gene Q MDx 5plex HRM.

S dung cac cong nghé Scorpions® (10) va ARMS (Hé théng Dot bién Chiju nhiét Khuéch
dai) (11), therascreen EGFR RGQ PCR Kit cho phép phéat hién 29 dét bién & cac exon
18, 19, 20 va 21 cla gen gay ung thw EGFR dwa trén nédn DNA bo gen kiéu tw nhién
(Bang 1). Tém tat:

e 19 dot bién mat doan & exon 19 (phat hién sw hién dién ctia bat ky dét bién nao trong
s6 19 dot bién mat doan nhung khdng phan biét gitra cac mét doan nay)

e Ba dot bién thém doan & exon 20 (phat hién sy hién dién cla bat ky dét bién nao trong
s6 ba dot bién thém doan nhung khéng phan biét gitra cac thém doan nay)

e G719X (phat hién sw hién dién cia G719S, G719A hodc G719C nhwng khdong phan

biét gitra chung

S768l

T790M

L858R

L861Q
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Cac phwong phap dwoc st dung cé tinh chon loc cao va tly thudce vao téng lwgng DNA
hién c6, cho phép phat hién ty 1& phan tram DNA dét bién thap trong nén DNA bd gen kiéu
tw nhién. Cac gi6i han vé tinh chon lgc va phat hién nay vwot tréi so véi cac cong nghé nhuw

gidi trinh ty huynh quang mau.

Bang 1. Danh sach cac dét bién va ma nhan dang COSMIC

Exon Dot bién ID cOosMic* Thay ddi base
18 G719A 6239 2156G>C
G719S 6252 2155G>A
G719C 6253 2155G>T

19 Mét doan 12384 2237_2255>T
12387 2239 _2258>CA
12419 2238 _2252>GCA
12422 2238 _2248>GC
13551 2235 _2252>AAT
12678 2237_2251del15
6218 2239 _2247del9
12728 2236_2253del18
12367 2237_2254del18
6210 2240_2251del12
6220 2238_2255del18
6223 2235_2249del15
6225 2236_2250del15
6254 2239_2253del15
6255 2239_2256del18
12369* 2240_2254del15
12370 2240_2257del18
12382 2239 _2248TTAAGAGAAG>C
12383 2239 2251>C

* COSMIC: Danh muc cac dét bién sinh duwéng trong ung thu: http://cancer.sanger.ac.uk/.
Bang tiép tuc & trang sau

S6 tav therascreen EGFR RGO PCR Kit 06/2020 7


http://cancer.sanger.ac.uk/

Bang tiép tuc tlr trang trudc
Bang 1 Danh sach cac ddt bién va ma nhan dang COSMIC

Exon Dot bién ID COSMIC* Thay déi base
20 S768I 6241 2303G>T
Thém doan 12376 2307_2308insGCCAGCGTG
12378 2310_2311insGGT
12377 2319_2320insCAC
T790M 6240 2369C>T
21 L858R 6224 2573T>G
L861Q 6213 2582T>A

* COSMIC: Danh muc cac dét bién sinh duwéng trong ung thu: http://cancer.sanger.ac.uk/.

** Cac dot bién COSM6254 (2239_2253del15) va COSM12369(2240_2254del15) dan dén mét 15 cap base khoi
trinh tw EGFR. Trinh tw cudi cung giéng nhau dwoc tao ra bdi ca hai dot bién va nhiing dét bién nay khong thé
phan biét duoc véi nhau. Do d6, dot bién COSM6254 (2239_2253del15) da bi x6a khéi phién ban COSMIC gan
day nhét (phién ban 83) va ca hai dot bién hién duoc dai dién bdi COSM12369 (2240_2254del15). Diéu nay tuan
theo nguyén tdc HGVS dé thé hién méat doan 3' nhiéu nhét. Xét nghiém therascreen EGFR khong phan biét gitra
bét ky dot bién méat doan nao trong s6 19 d6t bién mét doan va bat ky dot bién mat doan duong tinh nao déu duoc
goi la “Deletions” (Mat doan). Thay ddi nay chi anh hwéng dén tai liéu va khéng anh hwéng dén bo dung cu hodc
kha nang phat hién bat ky dot bién riéng 1& nao ctia bd dung cu.
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Nguyén ly ctia Quy trinh

therascreen EGFR RGQ PCR Kit bao gbm tam hén hop phan trng khuéch dai PCR riéng
biét: bay phan (rng dac hiéu v&i dot bién & cac exon 18, 19, 20 va 21 cla gen gay ung thw
EGFR va méau ching kiéu tw nhién & exon 2. Cac thanh phan chinh cla bo dung cu duoc

giai thich dwd&i day.

ARMS

Khuéch dai dac hiéu v&i alen hodc dot bién dat dwoc béng cach st dung ARMS. Tag 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 dac hiéu dwoc khuéch dai c6 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 v&i hiéu qua day da. Khi base 3' khéng khép, chi khuéch dai nén mc thap xay ra.

Scorpions

Viéc phat hién khuéch dai dwoc thye hién béng cach str 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 do twong tac véi chat thu nhan tin hiéu, cling dwgc dwa vao doan
do, 1am gidm huynh quang. Trong qua trinh PCR, khi doan do lién két véi san phadm khuéch
dai, fluorophore va chat thu nhan tin hiéu sé tach ra, dan dén sy gia tdng huynh quang c6

thé& phat hién dworc.

binh dang bd dung cu

Tam xét nghiém dwoc cung cap trong therascreen EGFR RGQ PCR Kit:

e Mot xét nghiém ddi chirng (CTRL)
e Bay 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
carboxyfluorescein  (FAM™) va xét nghiém dbi ching ndi bd dwoc dan nhan
hexachlorofluorescein (HEX™). Xét nghiém déi chirng ndi bo cd thé phat hién sy hién dién
clia cac chét trc ché c6 thé dan dén két qua am tinh gid. Khuéch dai FAM c6 thé trdi hon
khuéch dai mau chirng ndi bd va muc dich clia mau chivtng néi bd chi don gian 1a dé& cho
thay réng khi khdng c6 khuéch dai FAM, day la két qua am tinh that va khdng phai la phan
ng PCR thét bai.

Xét nghiém

therascreen EGFR RGQ PCR Kit bao gdm mét quy trinh hai bwéc. Trong buwédc dau tién, xét
nghiém ddi chirng duoc thwe hién dé danh gia tdng s6 DNA EGFR c6 thé khuéch dai trong
mot mau. Trong bwéc thir hai, ca xét nghiém dét bién va xét nghiém dbi chirng déu dwoc
thue hién dé& xac dinh c6 hay khong co DNA dot bién.

Xét nghiém d6i chirng

Xét nghiém déi chirng, dwoc dan nhan FAM, dwoc st dung dé& danh gia tdng s DNA EGFR
c6 thé khuéch dai trong mét mau. Xét nghiém ddi chivng khuéch dai viing exon 2 cla gen
EGFR. Mbi va doan do Scorpion d& dwoc thiét ké dé tranh moi hién twong da hinh EGFR
da biét.

Xét nghiém dot bién

M®i xét nghiém dot bién chira mot doan do Scorpion dwoc dan nhan FAM va mét méi ARMS
dé phan biét giira DNA kiéu tw nhién va DNA dot bién dic hiéu.

Mau chirng

Lwu y: TAt ca cac lan chay thir nghiém phai chira cac mau chirng dwong va am.
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Mau chirng dwong

Mbi Ian chay phai chtra mot mau chirng dwong trong cac 6ng 1-8. therascreen EGFR RGQ
PCR Kit chtra mau chirng dwong (PC) EGFR dwoc st dung lam mau trong phan (rng mau
chirng duong. Cac két qua mau chirng dwong sé dwoc danh gia dé dadm bao rang bo dung

cu hoat déng trong cac tiéu chi chép nhan da néu.
Mau chirng 4m

Mbi 1&n chay phai chira mdt mau chirng am (“dbi chirng khéng mau”: No Template Control,
NTC) trong cac éng 9-16. therascreen EGFR RGQ PCR Kit chira nwéc dé NTC dwoc st
dung lam “mau” cho déi chirng khong mau. Bbi chirng khéng mau dwoc st dung dé& danh
gia kha nang lay nhiém trong qua trinh thiét 1ap 1an chay va dé danh gia hiéu nang clia phan

(rng mau chirng ndi bé.

DPanh gia phan &ng méau chirng ndi b

M&i hén hop phan trng c6 chira mot mau chirng ndi bo (Internal Control, IC) ngoai phén ting
dich. L6i chi ra rdng c6 thé co6 chat trc ché dan dén két qua khong chinh xac hodc da xay ra
16i thiét 1ap clia ngwéi van hanh déi véi 6ng d6. IC str dung mét trinh tw dich oligonucleotide
khoéng lién quan dén EGFR, mét médi khéng dwoc dan nhan va mot mdi Scorpions dwoc dan
nhan HEX dé& phan biét v&i Scorpions dwoc dan nhan FAM trong hén hop phan (rng mau
ching va dot bién. Khuéch dai FAM c6 thé tréi hon khuéch dai IC dé gia tri IC Cr (HEX)
dwoc tao ra cé thé ndm ngoai pham vi xac dinh. K&t qua FAM van c6 gia tri déi véi cac mau

nay.
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Panh gia mau

Chung t6i d3c biét khuyén céo ban st dung H6n hop Phan (rng mau chiing (CTRL bng)
dwoc cung cAp cung véi therascreen EGFR RGQ PCR Kit d& danh gia tbng DNA EGFR c6
thé khuéch dai trong mot mau. Xét nghiém déi chirng khuéch dai ving exon 2 cla gen
EGFR. Chung t6i khuyén cao ban chi thiét 1ap cac mau véi xét nghiém dbi chirng béng cach

st dung EGFR PC lam mau chirng duwong va nwéc cho “mau” lam dbi chirng khéng mau.

Lwu y: Danh gia DNA phai dya trén PCR va c6 thé khac véi dinh lwong dwa trén chi sb d6
hép thu. H8n hop Phan &ng Mau chirng Bb sung (CTRL éng) dwoc cung cap dé cho phép
danh gia chét lwong va sé lwong DNA trong mau trwéc khi phan tich bang therascreen
EGFR RGQ PCR Kit.

Nén tang va phdn mém

therascreen EGFR RGQ PCR Kit dwoc thiét ké dac biét dé& siv dung véi cac dung cu
Rotor-Gene Q MDx 5plex HRM. Dung cu Rotor-Gene Q MDx 5plex HRM dworc 1ap trinh cho
céac thong sé chu ky khac nhau, hay con goi 1a “cac 14n chay” béi therascreen EGFR CE
Assay Package.

therascreen EGFR CE Assay Package bao gdm hai mau: “therascreen EGFR CE Control
Run Locked Template” (Mau khéa Lan chay Déi chirng therascreen EGFR CE) (d& danh gia
mau) va “therascreen EGFR CE Locked Template” (Mau khoa therascreen EGFR CE) (dé
phat hién cac dot bién EGFR). Cac mau nay chira cac thong sbé lan chay PCR va tinh toan

két qua.

Ciing c6 thé str dung therascreen EGFR RGQ PCR Kit v&i phan mém Rotor-Gene Q phién
ban 2.3 & ché d6 mé& (ttrc 1a khong stv dung Rotor-Gene Q therascreen EGFR CE Assay
Package). D& biét chi tiét, hay xem Phu luc A: Giao thirc Tha céng therascreen EGFR RGQ
PCR Kit.
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Vat tw dwoc cung cap

Thanh phan b6 dung cu

nuclease dé Pha loang)

Sb tay therascreen EGFR RGQ PCR Kit

therascreen EGFR RGQ PCR Kit (24)

S6 catalog 874111

S6 lwong phan tng 24

Mau sic Nhan dang ID éng Thé tich

Mau dé Control Reaction Mix (H6n hop Phan tng 1 CTRL 2 x 600 pl
Mau chirng)

Mau tim T790M Reaction Mix (H6n hop Phan &ng 2 T790M 600 pl
T790M)

Mau cam Deletions Reaction Mix (H6n hgp Phén tng 3 Del 600 pl
Mat doan)

Mau hdng L858R Reaction Mix (H6n hgp Phan ng L858R) 4 L858R 600 pl

Mau xanh 14 L861Q Reaction Mix (H6n hop Phan ting L861Q) 5 L861Q 600 pl

Mau vang G719X Reaction Mix (H6n hgp Phan ting G719X) 6 G719X 600 pl

Mau xam S768| Reaction Mix (H6n hop Phan ng S768lI) 7 S768I 600 pl

Mau xanh dwong  Insertions Reaction Mix (H6n hgp Phan trng 8 Ins 600 pl
Thém doan)

Mau be EGFR Positive Control (M4u chirng dwong 9 PC 300 pl
EGFR)

Mau bac ha Taq DNA Polymerase Taq 2 x 80 pl 2x 80 pl

Mau tréng Nuclease-free water for No Template Control NTC 1,9 ml 1,9 ml
(Nw&c khéng co nuclease cho Doi chirng
Khéng mau)

Mau tréng Nuclease-free water for Dilution (Nwéc khong cé  Dil. 1,9 ml 1,9 ml
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Céc vat tv yéu cau nhung khdng duoc
cung cap

Khi lam viéc v&i héa chét, ludn mang 4o choang phong thi nghiém, gang tay dung mét 1an
va kinh bao ho phu hop. Dé biét thém théng tin, hay tham khao bang chi dan an toan (Safety
Data Sheet, SDS) thich hop, cé s8n tir nha cung cap san pham.

Thubc thiy

e B0 dung cu tach chiét DNA (xem Tach chiét va chuan bi DNA)

Vat tw tiéu hao va thiét bj thi nghiém théng thuwdng

Pipet chuyén dung* (c6 thé diéu chinh) d& chun bj mau
Pipet chuyén dung* (cé thé diéu chinh) @& chuén bi hdn hop chinh PCR
Pipet chuyén dung* (c6 thé diéu chinh) d& phan phdi DNA mau

Dau pipet khdng c6 DNase, RNase va DNA ¢6 b6 loc (d& tranh lay nhiém chéo, chiing

tdi khuyén ban nén st dung dau pipet cé tAm chan sol khi)

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

e Ong ly tam nhé khong c6 DNase, RNase va DNA d& chuan bj cac hén hep chinh

e Loading Block 72 x 0.1 ml Tubes, khéi nhém dé thiét 1ap phan (ng tht cdng véi pipet
mot kénh (sb hang muc 9018901)

e BO tron nhiét,* may G quy dao néng,* khdi gia nhiét* hodc bdn nwéc* cé kha ning
G & 90°C

e May ly tam trén ban may* c6 roto cho édng phan ¢ng 2ml

e May trén xoay*

* Dam bao réng cac dung cu va thiét bj da dwoc kiém tra va hiéu chuén theo khuyén cao clia nha san xuét.
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Thiét bi cho PCR

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

e Phan mém Rotor-Gene Q phién ban 2.3.5 tré 1én
Rotor-Gene Q therascreen EGFR CE Assay Package, phién ban 3.0.6 (c6 sén dé tai
xudng tir trang web san pham therascreen EGFR RGQ PCR Kit Phién ban 2 tai
www.giagen.com Diéu huéng dén Tai nguyén San phdm > Giao thirc Bb sung dé tai

xubng goi xét nghiém).

Lwu y: Phan mém Rotor-Gene Q therascreen EGFR CE Assay Package yéu ciu phan

mém Rotor-Gene Q phién ban 2.3.5 tré Ién.

* Pam bao rang cac dung cu va thiét bi da dwoc kiém tra va hiéu chuan theo khuyén céo clia nha san xuét.

+ O mét sé quéc gia, co thé str dung dung cu Rotor-Gene Q 5plex HRM c6 ngay san xuét tir thang 5 nam 2011
hoac sau d6 néu cé. Ban co thé xem ngay san xuét tir s6 sé-ri & mat sau clia dung cu. Sé sé-ri co dinh dang
“mmyynnn” trong d6 “mm” cho biét thang san xuét bang chir s6, “yy” cho biét hai chir sé cudi clia ndm san xuét
va “nnn” cho biét ma nhan dang thiét bi duy nhét.
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Canh bao va Phong ngira
Cho muc dich st dung chan doan trong éng nghiém

Khi lam viéc vé&i héa chét, ludn mang 4o choang phong thi nghiém, ging tay dung mét 1an
va kinh bao hoé phu hop. Dé biét thém thong tin, vui ldng tham khao cac bang chi dan an
toan (Safety Data Sheet, SDS) phii hop. Cac bang nay c6 san tric tuyén & dinh dang PDF
thuan tién va nhé gon tai www.qiagen.com/safety noi ban c6 thé tim, xem, va in SDS cho
mdi bo dung cu QIAGEN va thanh phan cta bd dung cu.

D& biét thong tin an toan lién quan dén dung cu Rotor-Gene Q, hay xem huéng dan st dung

kem theo dung cu.

Thai bd mau va chét thai xét nghiém theo cac quy dinh an toan tai dia phwong ca ban.
Phong ngtra chung

Ludn chi y dén nhivng diéu sau.

e Xét nghiém nay dwoc st dung véi cac bénh phdm mé FFPE NSCLC.

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 ching vao hdn hop phan (rng tai mét co s&
tach biét v& khong gian.

e Hét strc than trong dé ngan nglra PCR lay nhidém vat liéu dbi chirng tdng hop. Ching
t6i khuyén ban nén st dung cac pipet chuyén dung, riéng biét dé& thiét 1ap hén hop
phan &ng va thém mau DNA. Viéc chuén bi va phan phdi hdn hop phan (rng phai duwoc
thwe hién trong khu vuc tach biét dé thém mau. Khong dwoc mé cac 6ng Rotor-Gene
Q sau khi l1an chay PCR két thic. Didu nay nham ngan nglra lay nhiém cac san pham
sau PCR trong phong thi nghiém.
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e T4t ca cac hoéa chét va vat liéu sinh hoc d&u cé khad nang gay nguy hiém. Bénh phidm
va mau c6 kha nang lay nhidm va phai dwoc coi 1a vat liéu nguy hiém sinh hoc.

e Thubc thir cho therascreen EGFR RGQ PCR Kit da dwoc pha lodng mét cach téi wu.
Khong pha loding thuéc thir thém vi didu nay cé thé dan dén mét hiéu ndng. Khéng st
dung thé tich phan trng (hén hop phan (ng cong véi mau) nhé hon 25 pl vi didu nay
sé lam tang nguy co’ am tinh gia.

e Tét ca cac thudc thir dwgc cung cép trong therascreen EGFR RGQ PCR Kit chi dwoc
str dung véi cac thube thir khac dwoc cung cp trong cuing therascreen EGFR RGQ
PCR Kit. Khéng thay thé thudc thir trong therascreen EGFR RGQ PCR Kit hoac gitra
céc therascreen EGFR RGQ PCR Kit, vi diéu nay c6 thé anh hwéng dén hiéu néng.

e Chistr dung Tag DNA polymerase (Taq 6ng) dwgc cung cap trong therascreen EGFR
RGQ PCR Kit. Khéng thay thé béng Tag DNA polymerase tir cac bd dung cu khac
cung loai hodc bt ky loai nao khac hodc béng Tag DNA polymerase tir nha cung cap
khac.

e Khéng s dung cac thanh phan da hét han hodc dwoc bdo quan khong ding cach.

Lwu y: Can phai than trong d& dam bao xét nghiém mau chinh xac véi trong tam la loai bd

viéc nhap sai mau, 16i nap va 16i hat pipet.

Lwu y: Thubc thir dwoc xac nhan cho thiét 1ap tha céng. Néu s dung phwong phap tw
dong, didu nay c6 thé 1am gidm sé lwgng phan trng cé thé xay ra do can c6 thubc thir dé Iap

day “thé tich chét” trén cac dung cu nay.
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B&o quan va X ly Thudc thir
Diéu kién van chuyén

therascreen EGFR RGQ PCR Kit dwgc van chuyén trén da khd va phai dwoc déng lanh khi
dén noi. Néu therascreen EGFR RGQ PCR Kit khéng dwoc dong lanh khi dén noi, néu bao
bi bén ngoai da dwgc mé trong qua trinh van chuyén hodc néu 16 hang khdng cé ghi chu
doéng goi, sb tay hodc thudc thiv, vui long lién hé véi cac B phan Dich vu Ky thuat cla
QIAGEN hodc nha phan phéi tai dia phwong clia ban (xem bia sau hodc truy cap

www.giagen.com).
Diéu kién bado quan

therascreen EGFR RGQ PCR Kit phai dwoc bao quan ngay lap tirc sau khi nhan & —30 dén
—15°C trong budng déng lanh nhiét d6 6n dinh va tranh anh sang. Scorpions (ciing nhw tat
ca cac phan ti dworc dan nhan huynh quang) phai dwoc bdo vé khéi anh sang dé tranh hién
twong tay trdng anh va mét hiéu ndng. Khi dwoc bao quan trong cac didu kién bdo quan
duwoc khuyén céo trong bao bi gbc, bd dung cu nay sé 6n dinh cho dén ngay hét han dwoc
ghi trén nhan.

Sau khi mé, thudc ther cé thé dwoc bdo quan trong bao bi gbc & —30 dén —15°C trong
12 thang ho&c cho dén ngay hét han da néu, tuy didu kién nao dén trwde. Tranh dong lanh
va ra déng nhiéu Ian. Nén s dung tbi da tam chu ky déng lanh-ra déng.

Thubc thtr phai dwoc ra dong & nhiét dd méi trwdng (15-25°C) trong téi thiéu 1 gid va téi da
4.5 gior. Khi thubc thtr 3 s&n sang dé st dung, phan (rng PCR c6 thé dwoc thiét 1ap va cac
6ng Rotor-Gene Q chira hén hop chinh va mau DNA phai dwgc nap vao dung cu Rotor-
Gene Q MDx 5plex HRM ngay lap tirc. Tdng thoi gian tir khi bat dau thiét 1ap PCR dén khi
bat dau chay khéng dwoc qué:
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e 6 gi& néu bdo quan & nhiét d6 mai trweng

Lwu y: Thoi gian nay bao gdm ca thiét lap va bao quan PCR.
e 18 gi® néu duogc bao quan trong td lanh (2-8°C)

Lwu y: Thoi gian nay bao gém ca thiét 1ap va bao quan PCR.

Lwu y: D& dam bao hoat déng va hiéu nang tbi wu, Scorpions (cling nhuw tAt ca cac phan tir
dwoc dan nhan huynh quang) phai dwoc bdo vé khdi anh sang dé tranh hién twong tay

trdng anh.

Lwu y: D& s dung tbi wu cac thubc thir trong therascreen EGFR RGQ PCR Kit, cac mau
phai dwoc chia thanh tirng 16. Néu cac mau dwoc xét nghiém riéng 18, xét nghiém nay sé st
dung nhiéu thuéc thr hon va giam sé lwgng mau cé thé dwoc xét nghiém véi therascreen
EGFR RGQ PCR Kit.
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X ly va Bao quan Bénh pham
Lwu y: TAt ca cac mau phai dwoc x& ly nhw vat liéu ¢ kha nang lay nhiém.

Vat liéu mau phai la DNA bd gen ngudi dwoc tach chiét tir mdé FFPE. Bé&nh pham phai dwoc

van chuyén theo phwong phap bénh hoc tiéu chuan dé dam bao chét lwgng bénh pham.

Cac mau khéi u khong ddng nhét va di liéu tir mdt mau khéi u cé thé khong phu hop véi
cac phan khac tir ciing mét khdi u. Cac mau khdi u cling ¢ thé chira mé khéng phai khéi u.
DNA tir md khong phai khéi u dy kién sé& khong chira cac dot bién dwoc phat hién bai
therascreen EGFR RGQ PCR Kit.

Dé chuan bj cac mau md cho tach chiét DNA:

® S dung céac vat liéu va phwong phap tiéu chuén, cb dinh bénh phdm mé trong 10%
formalin d&m trung tinh (Neutral Buffered Formalin, NBF) va g&n bénh phdm mé vao
parafin. St dung thiét bi vi ph3u, cét cac doan néi tiép 5 um tir khéi parafin va gén
chung Ién lam kinh.

e S dung mét ca nhan dwoc dao tao (vi du nhw nha nghién ctru bénh hoc) dé danh gia
mot phan nhudém Hematoxylin & Eosin (H&E) dé xac nhan réng cé khéi u.

e Cac phan da nhudm khéng dwoc st dung dé tach chiét DNA.

e Ba&o quan tat ca cac khéi FFPE va cac lam kinh & nhiét do phong (15-25°C). Céac lam
kinh c6 thé dwoc bdo quan & nhiét dd méi trwdng trong téi da 1 thang trwéc khi tach
chiét DNA.

20 S6 tav therascreen EGFR RGO PCR Kit 06/2020



Quy trinh
Tach chiét va chuan bi DNA

Cac dac tinh hiéu nang cho b dung cu nay da dwoc tao ra béng cach st dung DNA dwoc
tach chiét bang QlAamp DSP DNA FFPE Tissue Kit (s hang muc 60404). B6 dung cu nay
nén dwoc s dung cho chuén bi DNA, néu cé sin & quéc gia ctia ban. Néu st dung QlAamp
DNA FFPE Tissue Kit (s hang muc 56404) twong dwong vé mét chirc ndng, hay thuc hién
tach chiét DNA theo hwéng dan trong sb tay lwu y nhivng didu sau:

e Khong str dung QIAGEN Deparaffinization Solution. Chi str dung phwong phap
xylene/ethanol dé& khiv paraffin dwoc mé ta trong Sé tay QlAamp DNA FFPE Tissue Kit.

e Dam bao str dung ethanol* c&p sinh hoc phan tt cho tt ca cac budc can thiét.

e Nao toan bd viing mé tir hai phan vao mét éng ly tdm nhé c6 dan nhan béng dao mé
m&i cho mbi mau.

e Qua trinh phan hay Proteinase K (bwédc 11 trong Sé tay QlAamp DNA FFPE Tissue
Kit) phai dwoc thye hién trong 1 gior + 5 phut & 56°C + 3°C.

e Qua trinh phan hay Proteinase K (bwéc 12 trong Sé tay QlAamp DNA FFPE Tissue
Kit) phai dwoc thye hién trong 1 gior + 5 phut & 90°C + 3°C.
Khéng str dung bué'c RNase dwoc mo ta trong Sé tay QlAamp DNA FFPE Tissue Kit.

e Cac mau phai duoc riva giai bing 120 pl chat dém riva giai (ATE) tr QlAamp DNA
FFPE Tissue Kit (bwéc 20 trong Sé tay QlAamp DNA FFPE Tissue Kit).

e DNA bd gen cé thé dwoc bao quan & 2-8°C trong 1 tudn sau khi tach chiét, hodc
& —30 dén —15°C trong 8 tuan trwdc khi str dung.

Lwu y: TAt ca cac xét nghiém trong therascreen EGFR RGQ PCR Kit déu tao ra cac
san pham PCR ngén. Tuy nhién, therascreen EGFR RGQ PCR Kit s& khéng hoat déng

véi DNA bi phan manh nhiéu.

* Khéng st dung ruou bién tinh, cé chira cac chét khac nhu methanol hodc methylethylketone.
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Giao thire: Danh gia mau

Giao thirc nay dwoc st dung d& danh gia tdng s DNA c6 thé khuéch dai trong cac mau

béng cach s dung “therascreen EGFR CE Control Run Locked Template” (MAu khoa 1an

chay dbi chirng therascreen EGFR CE) clia Rotor-Gene Q therascreen EGFR CE Assay

Package d& danh gia mau tw dong.

Lwu y: D& danh gia mau DNA thi cong, hay tham khdo Phu luc A: Giao thirc Thi cong
therascreen EGFR RGQ PCR Kit.

Nhirng diém quan trong trwéc khi bat dau

Dé c6 duoc két qua chinh xac, hay ddm bao rang quy trinh trén nhw mé ta duoc thuc
hién & mdi bwéc tron cla quy trinh thiét 1ap xét nghiém.

C6 thé danh gia tbi da 24 mau béng cach st dung hén hop phan (rng mau chirng

c6 séan.

Truwéc khi bat dau quy trinh, hay doc phan Phong ngira chung.

Danh thdi gian d& lam quen véi dung cu Rotor-Gene Q MDx 5plex HRM truéc khi bat
d4u giao thirc. Xem hwéng dan st dung dung cu.

Khéng xody Taq DNA polymerase (6ng Taq) hodc b4t ky hén hop nao c6 chiva Tagq
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.

S dung hdn hop phan trng mau chiing (6ng CTRL) dé danh gia DNA truéc khi xét
nghiém.

Lwu y: Didu quan trong la s& dung hdn hgp phan trng mau chirng nhw dwoc mé ta
du6i day cho danh gia nay chi khéng phai phwong phap do quang phd hodc cac
phwong phap thay thé khac. DNA bi suy bién nang c6 thé khong khuéch dai ngay ca
khi mdi tao ra cac doan DNA ngan.

22
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e D4 st dung hiéu qua cac thudc thlr trong therascreen EGFR RGQ PCR Kit, hay x ly
hang loat cac mau DNA cang nhiéu cang tét dé& tao da cac 1an chay. Xét nghiém céac
mau riéng 1& hodc vai sd lwgng nhd hon stk dung nhiéu thube thir hon va gidm téng sb
lweng mau cé thé dwoc xét nghiém bang mét therascreen EGFR RGQ PCR Kit duy
nhat.

Nhirng viéc can lam truéc khi bat dau

e Dam bao rédng phan mém therascreen EGFR CE Assay Package dwoc cai dat trudc
khi str dung dung cu Rotor-Gene Q MDx 5plex HRM I&n d3u tién (xem Phuy luc B: Cai
dat therascreen EGFR CE Assay Package).

e Trwdce mdi lan st dung, tat ca thudc thir phai dwoc ra déng hoan toan trong téi thiéu 1
gid va téi da 4,5 gitv & nhiét do phong (15-25°C), trén bang cach dao nguoc 10 1an va
ly tam nhanh @& thu cac thanh phan duéi day éng.

e Dam bao ring Tag & nhiét d6 phong (15-25°C) trwérc mbi lan st dung. Ly tam éng
nhanh dé thu enzym & day éng.

e Tron tit c& cac mau béng cach ddo ngwoc 10 14n va ly tam nhanh dé thu cac thanh
phan dudi day éng.

Quy trinh

1. Ra déng Hén hop Phan ting M&u chirng (CTRL), nwéc khong cé nuclease cho Déi
chirng Khéng mau (NTC) va Mau chirng dwong (PC) EGFR & nhiét d6 xung quanh
(15-25°C) trong t6i thidu 1 gio> va ti da 4,5 gio.

Thoi gian dé ra dong thude they, thiét lap PCR va bao quan truéc khi bt diu chay
dwoc chi rd trong Bang 2.

Bang 2. Thoi gian ra dong, thoi gian thiét 1ap PCR va nhiét dé bao quan

Thoigianradéng Theigianradong  Nhiét d6 bao quan sau khi thiét Thei gian thiét lap PCR va

téi thiéu toi da lap PCR bao quan t6i da
1 giov 4,5 giov Nhiét d6 mai trong (15-25°C) 6 giov
1 giov 4,5 giov 2-8°C 18 giov
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Lwu y: Viéc thiét lap PCR dwoc thyc hién & nhiét d6 méi trwdng (15-25°C). Thuat nglr
“bdo quan” chi thdi gian tir khi hoan thanh thiét 1ap PCR dén khi bat dau chay PCR trén
dung cu Rotor-Gene Q MDx 5plex HRM.

Lwu y: Dua Taqg vé nhiét d6 méi trwdng (15-25°C) cling lic véi cac thudce thir khac
(xem Bao quan va X ly Thudc thir). Ly tam 6ng nhanh dé thu enzym & day 6ng.

. Khi thubc thir d& dwoc rd déng, trén bang cach ddo ngwoc mdi 6ng 10 1an dé tranh
ndng dd mudi tap trung tai mot ving, sau dé ly tdm nhanh dé thu cac thanh phan dudi
day 6ng.

. Chuan bi di H6n hop chinh dbi chirng (H&n hop Phan trng M&u chirng [CTRL] céng
v&i Taq) cho cac mau DNA, phan (rng EGFR PC va phan (ng NTC theo thé tich trong
Bang 3. Bao gdm thudc thtr cho mdt mau bd sung dé cé du lwgng dw cho qua trinh
thiét 1ap PCR.

Lwu y: H8n hop chinh chia tat ca cac thanh phan can thiét cho PCR ngoai trir mau.

Bang 3. Chun bi H6n hop chinh xét nghiém ddi chirng

Thanh phan Thé tich

Hbn hop Phan (ring MAu chirng (CTRL) 19,5 ul x (n + 1)
Taq DNA polymerase (Taq) 0,5pulx(n+1)
Tbng thé tich 20 pl/phan &ng

* n = s6 lugng phan (ng (mau cong véi mau chang). Chudn bj dd hén hop chinh cho mét mau bd sung (n + 1) dé
c6 du lwong dw cho thiét Iap PCR. Gia tri n khong dwoc vwot qua 26 (24 mau, cong véi 2 mau chirng).

Lwu y: Khi chuan bj hdn hop chinh, thé tich can thiét ctia Hén hop Phan trng Mau
ching dwoc thém vao 6ng lién quan trwéc va Taq dwoc thém vao sau cuing.

. Tron ki hdn hop chinh bang cach hut pipet nhe nhang 1&n xubng 10 14n. Dt sb lwong
éng dang dai thich hop vao khéi nap theo b cuc trong Bang 4. Thém ngay 20 pl hén
hop chinh vao méi dng dang dai PCR.

D& nap trong hdp dwng béng nhwa cho dén khi can. Dé danh gia mau DNA, Hén hop
chinh xét nghiém dbi chirng dwoc thém vao mét 6ng PC, mot dng NTC va mét 6ng cho

md&i mau.

24

S6 tav therascreen EGFR RGO PCR Kit 06/2020



Bang 4. B4 cuc cac xét nghiém danh gia mau DNA trong khéi nap. Céc sé biéu thi cac vi tri trong khéi nap va
cho biét vi tri réto cudi cung.

Xét nghiém Vi tri

M&u chieng 1[PC] 9 17 25 - - - _ _
Mau ching 2[NTC] 10 18 26 - - - - -
MA&u ching 3 11 19 - - - - _ _
MA&u ching 4 12 20 — = - - — _
Ma&u chirng 5 13 21 - - - - — —
Méu chirng 6 14 22 - = = - - _
MA&u ching 7 15 23 - - - - _ _
MA&u ching 8 16 24 - = - - — _

5. Thém ngay 5 pl nwéc cho NTC vao 6ng & vi tri 2 va day nap bng.

6. Thém 5 ul m&i mau vao cac dng mau (vi tri dng 3-26) va day nép 6ng.

7. Thém 5 pl EGFR PC vao 6ng & vi tri 1 va day nép éng.
Lwu y: Can than dé tranh 18i nap hosc 18i hat pipet d& dam bao thém chinh xac NTC,
mau va PC vao cac 6ng thich hop. Banh dau cac nap éng dé hién thj hwéng nap céac
éng vao dung cu Rotor-Gene Q MDx 5plex HRM.

8. Sau khi t&t ca cac dng PCR dwoc day nép, hay kiém tra bing méat mic day cla cac
bng mau dé ddm bao mau da duoc thém vao tat ca cac éng.

9. Dao ngwoc tat ca cac dng PCR 4 1an dé tron mau va hén hop phan (ng.

10. Pat cac 6ng dang dai PCR vao céc vi tri thich hop trong 72-well rotor theo bé cuc trong
Bang 4.

Néu roéto chwa day, hay 14p day tat ca cac vi tri tréng trén roto bang cac 6ng réng,
day nép.

11. D4t ngay 72-well rotor vao dung cu Rotor-Gene Q MDx 5plex HRM. Bam béo réng
vong khéa (phu kién cla dung cu Rotor-Gene Q MDx 5plex HRM) dworc dat trén dau
réto dé gilr chat cac éng trong qua trinh chay.

Lwu y: Néu s dung danh gia mau tha cong, hay tham khao Phu luc A: Giao thirc Thi
cong therascreen EGFR RGQ PCR Kit.
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12. Nhép dup vao biéu twong therascreen EGFR CE Control Run Locked Template (Mau
khéa Lan chay Déi chirng therascreen EGFR CE) trén man hinh may tinh dwoc két nbi
v6i dung cu Rotor-Gene Q MDx dé khéi dong phan mém Rotor-Gene Q (Hinh 1).

-S09

il
therascrean EGFR CE
Cantral Fun Locked

Template

Hinh 1. Biéu twong Mau khéa EGFR CE cho lan chay déi chirng (danh gia mau).
13. Thé “Setup” (Thiét Iap) mé ra theo mac dinh (Hinh 2). Dam bao réng vong khoa da

dwoc gén dung cach, sau d6 chon hop Locking Ring Attached (Pa gén Vong khoa).
Déng nap clia dung cu Rotor-Gene Q MDx 5plex HRM.

o Template 20L4-10-131) - [EGFR Anaiys] E=E
e oo ~]= [
View F
1 — Set | |
The
Kit Name: terascreen EGFRCE poger latas
R0 PCA Ki 1% Lockng g lached
Template Version: 304 g
Hun 0 !
Jeean sam et
Sances
e Hame
[Senpiell | Sangie Nave B
Potin
e
Corbl
|
ckk StatRun obegnthenn [ St Aun
= = = I |

Hinh 2. Thé “Setup” (Thiét 1ap) (1) va hép “Locking Ring Attached” (D4 gén Véng khoa) (2).
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14. Nhap ID I&n chay vao trudng Run ID (ID I1&n chay) theo quy wéc dat tén cla dia
phwong ban. Nhap tén mau vao truong Sample Name (Tén mau) theo quy wéc dat
tén cla dia phwong ban va nhan phim Return (Quay lai).

Thao tac nay sé thém tén mau vao danh sach mau bén dwéi va gan cho mau d6 moét
“Sample ID” (ID mau) (1, 2, 3, v.v.). Ngoai ra, bang “Layout of the pipetting adapter” (B6 cuc
b6 diéu hop hut pipet) & phia bén phai sé& cap nhat dé bao gdm tén mau (Hinh 3).

Lwu y: Ngoai ra, cac tén mau duoc lwu tri & dinh dang *.smp (tép mau Rotor-Gene Q)
hoac *.csv (cac gia tri dwoc phan tach bang dau phay) cé thé dwoc nhap béng tinh néng
Import Samples (Nhap mau). Tén mau dwoc dién tw ddng bang phuong phap nay.

Lwu y: Trong bang “Layout of the pipetting adapter” (B6 cuc bd diéu hop hut pipet),
kiém tra xem viéc thém tén mau c6 dwoc danh diu bang sw thay ddi v& mau séc khong
va tén mau cé & vi tri mau khéng (Hinh 3).

Lwu y: Tén mau c6 nhidu hon 8 ky tw c6 thé khong dwoc hién thi hoan toan trong bang
“Layout of the pipetting adapter” (B4 cuc bd diéu hop hut pipet).

tor-Gane  Sevies Software VIRTUAL MOOE - therascreen EGFR Control Run Locked Template 2014 10-13 (1) - (FGFR Analysc =&

Setup i T T

Thiscioan diplape moalarpous v abgn he

therascreen EGFR CE Rl
RGH PCR Kit
jon: 304

R Lockia Fing smasnd

When e astings b been corfimed. chk St Fun o beghbenn (57 _ SrtFun_|

U 1 G [ (o) ) | |

Hinh 3. Nhap “Run ID” (ID Ian chay) va “Sample Name” (Tén mau). 1 = trwdng hop thoai “Run ID” (ID 14n chay);
2 = bang “Import Samples” (Nhap mau); 3 = trwéng hop thoai “Sample Name” (Tén méu); 4 = “Sample List” (Danh
sach mau); 5 = bang “Layout of the pipetting adapter” (B4 cuc b6 diéu hop ht pipet).
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15. Lap lai bwéc 14 dé nhap tén cla tat ca cac mau bd sung (Hinh 4).
Lwu y: Dé chinh sira tén mau, nhap vao Sample Name (Tén mau) trong danh sach
mau va mau da chon sé xuét hién trong trwerng Sample Name (Tén mau) & trén. Chinh
stra tén mau theo quy wéc dat tén cla dia phwong ban va nhan phim Return (Quay lai)

d& cap nhat tén.

Mooe =—E |
et —
T i i
s ontann
Kit N: the EGFR CE Heler
e e = e [
e ¥ Cotrgirgataied
Toaplte Vosion: 304
Rum 1D [Gerbet P
‘‘‘‘‘ Sl
R
ke un stings have been confimed,cick St Flun b begnbenn. [ 57 __ SiatBun |
[T | oo Ji= L] ) | = lizs

Hinh 4. Nhap tén miu bd sung vao treong “Sample Name” (Tén mau). 1 = trdng hop thoai “Sample Name”
(Tén méau); 2 = “Sample List’ (Danh sach mau); 3 = bang “Layout of the pipetting adapter” (B cuc b diéu hop hut

pipet).
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16. Khi tat ca cac tén mau dwoc nhap, hay xac minh réng ching chinh xac. Thém bét ky
thong tin bd sung nao vao trwdng Notes (Lwu y) néu can, sau dé nhap vao Start Run
(B4t dau chay) (Hinh 5).

Lwu y: Néu bat ky vi tri réto nao khéng dugc st dung, “Warning” (Canh bao) sé xuét
hién (Hinh 5) d& nhac ngwéi ding réng tt ca cac vi tri khong dwoc st dung trén roto
phai dwoc l4p day bang cac 6ng réng, day nép. Kiém tra xem tat ca cac vi tri roto
khong dwoc st dung da dwoc lap ddy béng cac dng réng, day nap chwa va nhap vao
OK dé tiép tuc. Clra sb “Save As” (Lwu dwdi dang) sé mé ra.

Fie e

= )

Kit Name: therascresn EGFACE  or [

e SR i [VRTLA MEE | o Lt 551 A, b o, R At 56 D |

Hinh 5. Trwong “Notes” (Lwu y) (1), nat “Start Run” (Bat dau chay) (2) va “Warning” (Canh bao) vé cac vi tri
réto khéng dwec st dung (3).
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17. Chon mét tén tép thich hop va lwu lan chay PCR dwéi dang tép 1&n chay *.rex vao vj tri

da chon. Nhap vao Save (Lwu) (Hinh 6).

1 Save As =32
@()'L’“ Vv Computer » ~ [ %2 | [ Search Computer o]
Organize + B= ~ (7]

T Favorites 4 Hard Disk Drives (1)

Windows7 (C:)

T Libraries >
145 GB free of 232 GB

8 Computer > Devices with Removable Storage (8) 1

N > Network Location (11)
€ Network

——————————————
[ZIY.EL Sl therascreen EGFR CE - 2

Save 25 type: [Run File (".rex)

3 Tm——r— I | —

Hinh 6. Cira s6 “Save As” (Lwu dw&i dang) (1). 2 = Cac trwong “File Name” (Tén tép) va “Save as type”

(Lwu duwéi dang); 3 = “Save” (Lwu).
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Lan chay PCR bét d4u.
Lwu y: Khi lan chay bat dau, thé “Run Progress” (Tién trinh chay) sé mé ra dé hién thi
d4u vét nhiét do va thdi gian chay con lai (Hinh 7).

1

* Amalysa-Only Rater-Gene  Series Softmare VITUAL MODE - 6134 VERI02 408 005 RO _13AUGLL 079 129 - [EGFR Analysis] fe @ e
Ele_tp

B

Fr 1 o Progrens 1 e

Trerun hos completed

Temperature Trace - Temp () vs Time (min)

ix G G S Suws 23 £ Meckde VIRTUAL WODE |Caerd Usm GLOBAL Anvl s, 5 St I Dpestn]

Hinh 7. Thé “Run Progress” (Tién trinh chay) (1).

Lwu y: Sau khi két thic 1an chay, thé “Analysis” (Phan tich) s& mé ra. Néu thé Analysis
(Phan tich) khéng mé, nhap vao thé Analysis (Phan tich) (Hinh 8).

Lwu y: Giai thich v& phwong phap tinh toan dwoc trinh bay trong phan “Giai thich Két
qua (Tw dong)”.
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alyis Grly Roter Gene Q SeriesCoftasre VERTUAL MODE - DHFL24 VEPQ12 A2 104_FOD CGAGL2 083 EPD - EGF. Anslye] ===
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Selup T un Proggess 1 Analysia f— 1

P G ) Sex Sitvern 251 e EGFR ok |VIRT AL WOOE  Corort Uit 5LOFALA e (sl B Arot A Doveain)

Hinh 8. Thé “Analysis” (Phan tich) (1) va bao céo két qua (2 = “Sample QC Result Table” (Bang két qua

QC mau)).

Két qua kiém soat duwoc bao cao nhu sau trong “Sample QC Result Table” (Bang két
qua QC mAu) (Hinh 8).

Céc mau chirng 1an chay (PC va NTC, cac vi tri 6ng 1 va 2 twong &ng). Néu két qua
nam trong pham vi chap nhan dugc, mdi két qua sé& hién thj 1a “Valid” (Hop 1&). Néu
khong, két qua “Invalid” (Khéng hop 18) sé& xuét hién.

Cr ctia phan (»ng mau chirng mau >31,10; hién thj 1a “Invalid” (Khéng hop 1&). S6
lwgng DNA khoéng dd cho phan tich dét bién. Xét nghiém lai mau. Néu s lwgng DNA
van khéng da, tach chiét thém mé khéi u néu co.

Cr cta phan (»ng mau chirng mau <23,70; hién thj 1a “Invalid” (Khéng hop 1&). Néng
dd DNA quéa cao dé phan tich d6t bién. Pha lodng v&i Nwéc Khéng cé Nuclease dé
Pha long (Dil.) va xét nghiém lai. Pha lodng v& Cr trong khoang 23,70-31,10. Ty 1&
pha loang 1:1 [am tang gia trj Ct thém khoang 1,0.
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Cr clia phan (rng ddi chirng mau trong khoang 23,70-31,10 (23,70< Cr déi chirng
<31,10); hién thj 1a “Valid” (Hop 1&). Néng d6 DNA phi hop dé& phan tich dét bién.
Lwu y: Néu can tach chiét lai hodc pha loang, 13p lai phan (r'ng mau chirng dé xac
nhan rang ndng d6 DNA phu hop dé s dung.

18. Nhép vao Report (B4o cao) dé tao tép bao cdo. Cira sb “Report Browser” (Trinh duyét
Bao cdo) sé mé ra. Chon EGFR CE Analysis Report (Bao cao Phan tich EGFR CE)
trong “Templates” (MAu), sau d6 nhap vao Show (Hién thi) (Hinh 9).

Lwu y: D& lvu bao cdo vao mét vi tri thay thé & dinh dang Luu trir Web, nhap vao
Save As (Lwu dwéi dang) & géc trén cling bén trai ciia mbi bao cao.

* Anslysis-Only Rotor-Gene Q Seres Software VIRTUAL MODE - DHFL34_VEPOL2_AD3_004_R00_0BAGL2 083, EPD - (EGFR Analyss] ErE=)
 FileHelp [=]=]x]

Control Run Sample Result Table:

Tube 1D
1

MAN-10.00200 Ext

N

RotorGene @ Seies Sltre 221 VIRTUAL MODE ovek it G Ao, A Operalo P

Hinh 9. Chon “EGFR CE Analysis Report” (Bao cao Phan tich EGFR CE) 1 = “Report” (B4o cdo); 2 = cira s6
“Report Browser” (Trinh duyét Bao céo); 3 = Iwa chon “EGFR Analysis Report” (Bao cao Phan tich EGFR); 4 =
“Show” (Hién thj).
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Giao thirc: Phat hién dot bién EGFR

Giao thirc nay la dé phat hién cac dot bién EGFR. Khi modt mau da dat danh gia mau DNA,
mau doé co thé dwoc xét nghiém bang xét nghiém doét bién EGFR st dung phadn mém tw

dong.

Lwu y: D& phat hién dot bién thi cong, hay tham khao Phu luc A: Giao thirc Tha cong
therascreen EGFR RGQ PCR Kit.

Nhirng diém quan trong trwde khi bat dau

e Dé c6 dwoc két qua chinh xac, hay dam bao réng quy trinh trén nhuw mé ta dwoc thuc
hién & méi bwéc trén cta quy trinh thiét 1ap xét nghiém.

e Trwdc khi bat du quy trinh, hdy doc phdn Phong nglra chung.

e Danh thei gian dé lam quen véi dung cu Rotor-Gene Q MDx 5plex HRM truérc khi bat
d4u giao thirc. Xem huwéng dan st dung dung cu.

e Mot mau co thé duwoc xét nghiém béng xét nghiém dot bién EGFR khi mau d6 da dat
danh gia mau DNA.

e D& sir dung hiéu qua therascreen EGFR RGQ PCR Kit, cac mau phai dwoc nhém
thanh cac 16 bay mau. Kich thwédc 16 nhd hon cé nghia 1a it mau hon co thé duwoc xét
nghiém v@&i therascreen EGFR RGQ PCR Kit.

e Mot mau phai dwoc xét nghiém bang cach sir dung tat ca cac hdn hop phan (rng dwoc
cung cép trong therascreen EGFR RGQ PCR Kit.

e Khéng xody Taq hodc bat ky hdn hop nao cé chira Tagq, vi didu nay cé thé 1am bét hoat
enzym.

e Hut pipet Taq bang cach cn than dat dau pipet ngay dwdi bé mat chét 1dng dé tranh

d4u tip bi dw thira enzym.
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Nhirng viéc can lam truwéc khi bat dau

Dam bao rang phan mém therascreen EGFR CE Assay Package duoc cai dat trwéc
khi str dung dung cu Rotor-Gene Q MDx 5plex HRM I&n dAu tién (xem Phuy luc B: Cai
dat therascreen EGFR CE Assay Package).

Truwéc mdi 1an st dung, tt ca thudc thr phai dwoc ra dong hoan toan trong téi thiéu

1 gi® va tbi da 4,5 gio & nhiét d6 méi trwdng (15-25°C), trén bang cach dao nguoc

10 1&n va ly tdm nhanh dé thu cac thanh phan dudi day éng.

Tron tAt c& cac mau béng cach ddo ngwoc 10 14n va ly tam nhanh dé thu cac thanh
phan dudi day éng.

Dam bao rang Taq & nhiét d6 mai trweng (15-25°C) trwé'e mbi 1an st dung. Ly tam éng
nhanh dé thu enzym & day éng.

Quy trinh

1. Ra dbng tat ca cac éng hdn hop phan trng, nwéc cho NTC va EGFR PC & nhiét do moi

truéong (15-25°C) trong toi thidu 1 gid va téi da 4,5 gio.

Thoi gian dé ra dong thude thi, thiét Iap PCR va bdo quan truéc khi bat diu chay
dwoc chi rd trong Bang 5.

Bang 5. Thi gian ra déng, thei gian thiét 1ap PCR va nhiét d6 bao quan

Thoigianradéng Theigianradong  Nhiét dd bao quan sau khi thiét Thei gian thiét lap PCR va

téi thiéu toi da lap PCR bao quan t6i da
1 giov 4,5 giov Nhiét d6 mai trrong (15-25°C) 6 giov
1 gior 4,5 givy 2-8°C 18 givy

Lwu y: Viéc thiét ap PCR dwoc thuc hién & nhiét do méi trwdng (15-25°C). Bao quan
chi thoi gian tir khi hoan thanh thiét 1ap PCR dén khi bat dau chay PCR trén dung cu
Rotor-Gene Q MDx 5plex HRM.

Lwu y: Bwa Taqg (Tag 6ng) vé nhiét dd méi treerng (15-25°C) cuing lic véi cac thube
thtr khac (xem Bao quan va X ly Thudc thir). Ly tam éng nhanh dé thu enzym & day
éng.
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2. Khi thuéc thir da dwoc ra dong, tron bang cach dao nguoc méi éng 10 1an dé tranh
ndng d& mudi tap trung tai mdt viing, sau do ly tam nhanh dé thu cac thanh phan dwéi
day éng.

3. Chuén bi da hdn hop chinh xét nghiém (hén hop phén (ng xét nghiém céng véi Taq)
cho cac mau DNA, phan r'ng EGFR PC va phan trng NTC theo thé tich trong Bang 6.
Bao gdm thubc thtr cho moét mau bd sung dé cé da lweng dw cho qua trinh thiét 1ap
PCR.

Cac hdn hop chinh chira tt ca cac thanh phan can thiét cho PCR ngoai trir mau.

Bang 6. Chuan bj hén hgp chinh xét nghiém

Ong hén hop phan Thé tich hdn hop phan Thé tich Tag DNA polymerase

Xét nghiém rng rng (Taq ong)

MA&u chiing CTRL 19,5 pl x (n+1)* 0,5 pl x (n+1)*
T790M T790M 19,5 pl x (n+1) 0,5 ul x (n+1)
Mét doan Del 19,5 pl x (n+1) 0,5 pl x (n+1)
L858R L858R 19,5 pl x (n+1) 0,5 pl x (n+1)
L861Q L861Q 19,5 ul x (n+1) 0,5 ul x (n+1)
G719X G719X 19,5 pl x (n+1) 0,5 ul x (n+1)
S768I S768lI 19,5 pl x (n+1) 0,5 pl x (n+1)
Thém doan Ins 19,5 pl x (n+1) 0,5 pl x (n+1)

n = s6 lwong phan tng (mau cdng véi mau chirng). Chuén bi da hdn hop chinh cho mot mau bd sung (n + 1) dé&
¢6 du lwong du cho thiét 1ap PCR. Gia tri n khéng dwoc vwot qua bay (cong thém mau chirng) vi bay 1a sé lwong
mau téi da c6 thé vira trong mét Ian chay.
4. Tron ky hdn hop chinh xét nghiém bang cach hut pipet nhe nhang 1én xuéng 10 1an.
Dat sb lwong 6ng dang dai thich hop vao khéi nap theo bé cuc trong Bang 7. Thém
ngay 20 pl hdn hep chinh xét nghiém thich hop vao mdi éng dang dai PCR.

Dé nép trong hop dwng bang nhwa cho dén khi can.
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Bang 7. B4 cuc cac xét nghiém dbi chirng va dét bién trong khéi nap. Cac sé biéu thj cac vi tri trong khéi
nap va cho biét vi tri réto cudi cung.

Vi tri
Mau chirng S6 mau

Xét nghiém PC NTC 1 2 3 4 5 6 7

Mau chirng 1 9 17 25 33 41 49 57 65
T790M 2 10 18 26 34 42 50 58 66
Mét doan 3 11 19 27 35 43 51 59 67
L858R 4 12 20 28 36 44 52 60 68
L861Q 5 13 21 29 37 45 53 61 69
G719X 6 14 22 30 38 46 54 62 70
S768l 7 15 23 31 39 47 55 63 71
Thém doan 8 16 24 32 40 48 56 64 72

5. Thém ngay 5 pl nwéc cho NTC vao cac 6ng & vi tri 9-16 va day nap bng.

6. Thém 5 ul m&i mau vao cac dng mau (vi tri 6ng 17-24, 25-32, 33-40, 41-48, 49-56,
57-64 va 65-72) va day nép 6ng.

7. Thém 5 pl EGFR PC vao 6ng & vi tri 1-8 va day nap éng.
Cén than dé tranh 16i nap hodc 16i hat pipet d& dam bao thém chinh xac NTC, mau va
EGFR PC vao cac bng thich hop.
Mbi &ng phai chira téng thé tich phan (rng la 25 pl (20 ul hdn hop chinh xét nghiém
dwoc chuan bi & bwdc 3 (Bang 6) cdng véi 5 yul NTC/mau/PC). Cac sb biéu thi cac vi tri
trong khéi nap va cho biét vi tri réto cudi cing.
DPanh dau cac nap dng dé hién thj hwéng nap céc dng vao dung cu Rotor-Gene Q MDx
5plex HRM.

8. Sau khi t&t ca cac 6ng PCR duoc day ndp, hay kiém tra bdng mat mirc day cla cac
6ng mau dé dam bao mau da dwoc thém vao tat ca cac 6ng.

9. Dao nguoc tat ca cac dng PCR 4 1an dé tron mau va hén hop phan Gng.
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10. D4t cac 6ng dang dai PCR vao céac vj tri thich hop trong 72-well rotor theo bé cuc trong

11.

12.

Bang 7.

C6 thé bao gém tdi da 7 mau trong méi 1an chay PCR. Néu réto chwa day, hay 14p day
tat ca cac vi tri trdng trén réto bang cac éng rdng, day nép.

Dat ngay 72-well rotor vao dung cu Rotor-Gene Q MDx 5plex HRM. Bam bao réng
vong khéa (phu kién clia dung cu Rotor-Gene Q MDx 5plex HRM) duwoc dét trén dau
réto dé gitr chat cac éng trong qua trinh chay.

Lwu y: Néu st dung phat hién dot bién EGFR thi cdng, hdy tham khdo Phu luc A:
Giao thirc Thu cong therascreen EGFR RGQ PCR Kit.

Nh&p dup vao biéu twong therascreen EGFR CE Locked Template (MAu khoa

therascreen EGFR CE) trén man hinh may tinh xach tay dwoc két ndi véi dung cu
Rotor-Gene Q MDx 5plex HRM dé khéi dong phan mém Rotor-Gene Q (Hinh 10).

therascreen EGFR CE
Locked Template

Hinh 10. Biéu twong EGFR CE Locked Template (Mau khéa EGFR CE) (phat hién dét bién EGFR).
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13. Thé “Setup” (Thiét lap) mé& ra theo méc dinh (Hinh 11). Pam bao réng vong khéa da
dwoc gan dung cach, sau d6 chon hop Locking Ring Attached (Da gin Vong khéa).
DPong nép cuia dung cu Rotor-Gene Q MDx 5 plex HRM.

Aslysa-Drly =1 Fen |

Ble bielp

1 — it | | T Froare

KitName: therascicen| EGFR CE
Re FEAR
Tomplate Version: 304

Ncto-Gere O Seres Scinws 211 heesceen EGAT Mods [VINTUAL W30 |Curend Use: GLOGAL ey i, NG Arbet. NG Oprsc

Hinh 11. Thé “Setup” (Thiét lap) (1) va hop “Locking Ring Attached” (Pa gan Vong khéa) (2).

14. Nhap ID I&n chay vao trwéng Run ID (ID 1&n chay) theo quy wéc dét tén clia dia
phuwong ban. Nhap tén mau vao trwong Sample Name (Tén méu) theo quy wédc dat tén
ctia dia phwong ban va nhan phim Return (Quay lai).

Thao tac nay sé thém tén mau vao danh sach mau bén dwéi va gan cho mau dé mot
“Sample ID” (ID mau) (1, 2, 3, v.v.). Ngoai ra, bang “Layout of the pipetting adapter”
(B cuc bd diéu hgp hut pipet) & phia bén phai s& cap nhat dé bao gém tén mau
(Hinh 12).

Lwu y: Ngoai ra, cac tén mau dwoc lwu trik & dinh dang *.smp (t&p mau Rotor-Gene Q)
ho&c *.csv (cac gia trj dwoc phan tach bing diu phay) cé thé dwoc nhap bang nut
Import Samples (Nhap mau). Tén mau dwoc dién tw dong bang phwong phap nay.
Lwu y: Trong bang “Layout of the pipetting adapter” (B6 cuc bd diéu hop hut pipet),
kiém tra xem viéc thém tén mau c6 dwoc danh diu bang sy thay ddi vé mau séc khong

va tén mau co & vi tri mau khong (Hinh 12).
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Lwu y: Co thé them tbi da 7 mau. Cac ID mau (trong cac vong tron mau) dwoc chi dinh
tw dong tlr 1 dén 7.
Lwu y: Tén méau cé nhidu hon 8 ky tw cé thé khéng duoc hién thi hoan toan trong bang

“Layout of the pipetting adapter” (B4 cuc b6 diéu hop hut pipet).

[E=3[EeR =]

Fe Help

View

Soun L

Kit Name: therascieen EGFA CE Rotor:
RGO PCA Ki
Template Version: 304

Poeeey | °

I
—
=

T Sanple 1

A N~

15 St |

FolorGene 0 Seres Software 231 VIRTUAL MODE G Ansiys, A Operato)

Hinh 12. Nhap “Run ID” (ID Ian chay) va “Sample Name” (Tén mau). 1 = trwdng “Run ID” (ID 14n chay); 2 = nat
“Import Samples” (Nhap mau); 3 = truong “Sample Name” (Tén méau); 4 = “Sample List’ (Danh sach mau); 5 = bang
“Layout of the pipetting adapter” (B6 cuc bd diéu hop hut pipet); 6 = Vong tron mau dwoc danh dau va cot gdbm 8 xét
nghiém bén dudi.
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15. Lap lai bwéc 14 dé nhap tén cla tat ca cac mau bd sung (Hinh 13).
Lwu y: Dé chinh sira tén mau, nhap vao Sample Name (Tén mau) trong danh sach
mau va mau da chon sé xuét hién trong trwng Sample Name (Tén mau) & trén.
Chinh stra tén mau theo quy wéc dat tén cla dia phwong ban va nhan phim Return

(Quay lai) dé cap nhat tén.

S
i ile Help x
View seses
i
Sew 1 ke )
it
it Name b SR e
[ e )
[ s sﬂ‘)bb s ) (s Wy
et
s feer it et tulice sl d Gl s
11— 1
——— Posiion 11 Postion19  Posibon27  Posibon35 3 PositonS1  Poston53
anple. Delotions  Deletin:  Deleions  Delelions  Deletions  Deleions  Deletons.
2 S
2 Soomes
—— 4 Sampie 4 Position:12 Positon: 20 Positon: 28 Positon: 36 Posibond44  Positon52  Position: 80 Positon; 68
5 Sample 5 L8s8R. ITc ample 1 sample 2 sample 3 ample 4 sample 5 ample 6 ample 7
Soomed e 3 £ f—
Mo [met (ks [Sqmes [amet (ks Sames foame
| SO NN U A MO PO —
i G R o R O
Feent [ T LT e D Do e
MO - | o2 [comes [rorod
5 s
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Hinh 13. Nhap tén mau b sung vao treong “Sample Name” (Tén mau). 1 = trudng “Sample Name” (Tén
mau); 2 = “Sample List” (Danh sach mau); 3 = bang “Layout of the pipetting adaptor” (B cuc bd didu hop hat
pipet).
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16.

2 mr—r— oot o ot

Khi tat ca cac tén mau duoc nhap, hay xac minh réng ching chinh xac. Thém bt ky
thong tin bd sung nao vao trwdng Notes (Lwu y) néu can, sau d6 nhap vao Start Run
(B4t dau chay) (Hinh 14).

Lwu y: Néu bat ky vi tri réto nao khéng dugc st dung, “Warning” (Canh bao) sé xuét
hién (Hinh 14) d& nhac nguwéi diing réng tat ca cac vi tri khong dwoc st dung trén réto
phai dwoc l4p day bang cac 6ng réng, day nép. Kiém tra xem tat ca cac vi tri roto
khong dwoc st dung da dwoc lap ddy béng cac dng réng, day nap chwa va nhap vao
OK dé tiép tuc.

MoDE
fie Hep
View
Setup 1 Aun Progeess 1 anays
o s lck
Kit Name: therascreen| EGFR CE Rotor: o
RGO PLA ke

Template Version: 304

@ 200G

[P position:a
PC NTC
Conuol  [S3T0

Runtd; oAb

Impon Saples Rotor-Gene Q Series Software

T Sangle 1 i el osiion
2| Sample2 Notused

3 Sanple3

4Sangied oK Cancel Postn28  Postion35  Posiondd  Postion2  Posibon'80

5 Sample’ Sampe?  Samole3  Samped  Sampk5  Samples

6/ Samples. Ls5R LR LeseR  LewR L ¢
i

7 Postont5  PostienS3 | Positon1
Not Lesi0 | Sampled  SanpeS  Samplef
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Sanpled S
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Hinh 14. Trwong “Notes” (Lwu y) (1), nat “Start Run” (Bat dau chay) (2) va “Warning” (Canh bao) vé cac vi
tri roto khong dworc str dung (3).
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17. Clra sb “Save As” (Lwu dwéi dang) mé ra. Nhap mét tén tép thich hop va lwu 1an chay

PCR du6i dang tép 14n chay *.rex vao vi tri da chon. Nhap vao Save (Lwu) (Hinh 15).
B3 Save As =
@Qvl_".i » Computer » - | +3 | | Search Compute. el |
Organize » ;‘i . ":e_'
T Favorites 4 Hard Disk Drives (1)
Windows7 (C:)
= Libraries " - -
145 GB free of 232 GB
1M Computer Devices with Removable Storage (8) 1
. Network Location (11)
&I_i Metwork
File name: - 2
Save as type: [Run File (*.rex) -
3 = | e [ -eer—
Hinh 15. Cira s “Save As” (Lwu dwéi dang) (1). 2 = Cac trwdng “File Name” (Tén tép) va “Save as type”

(Lwu dudi dang); 3 = “Save” (Lwu).
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Lan chay PCR bét d4u.
Lwu y: Khi lan chay bat dau, thé “Run Progress” (Tién trinh chay) sé mé ra dé hién thi

d4u vét nhiét do va thdi gian chay con lai (Hinh 16).

Ay Ondy Rote G @ S Sofonae VIRTUAL MODE - DHFLSY VEPOG2_A0K 05,00 LIAUGIL 079 29 - [EGPR amtyse] ==

Eoe e x

view e

o

e 1 = 1 e
The rnnes cempeten
Temperatre Trace - Temp (C) va Time (min)
far
b
=
=
m
b
|
=
s
=
i
=
o
=
=
"
n
5
® o ® ®
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Hinh 16. Thé “Run Progress” (Tién trinh chay).

Sau khi két thuc 1an chay, thé “Analysis” (Phan tich) s& mé ra.

Lwu y: Néu thé Analysis (Phan tich) khdng m&, nhap vao thé Analysis (Phan tich)
(Hinh 17).

Lwu y: Giai thich v& phwong phap tinh toan duoc trinh bay trong phan “Giai thich Két
qua (Tw dong)”.
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Hinh 17. Thé “Analysis” (Phan tich) (1) va bao cao két qua. 2 = bang “Run Controls, Positive Control"~(M§u
chirng lan chay, Mau chirng dwong); 3 = bang “Run Controls, Negative Control” (Mau chirng lan chay, Mau chirng
am); 4 = “Sample Result Table” (Bang két qua mau); 5 = bang “Mutation Status” (Trang thai dot bién).

Két qua xét nghiém dwoc bao cdo nhu sau (Hinh 18).

Run Controls, Positive Control (Mau ching 14n chay, M&u chirng dwong): Néu két
qua ndm trong pham vi chdp nhan dworc, “Positive Control Status” (Trang thai mau
chirng dwong) sé hién thj la “Valid” (Hop 1&), néu khong két qua “Invalid” (Khéng hop
I&) s& xuét hién.

Run Controls, Negative Control (Mau chirng lan chay, Mau chirng am): Néu ca két
qua “NTC” va “Internal Control” (M&u chirng ndi bd) ndm trong pham vi ch&p nhan
duwoc, “Negative Control Status” (Trang thai mau chirng am) sé hién thi la “Valid” (Hop
1&), néu khong két qua “Invalid” (Khéng hop 18) sé xuét hién.

Sample Result Table (Bang két qua mau): Cac dot bién cu thé dwoc bao cao cho cac
mau Dwong tinh v&i Dot bién trong cot “EGFR Mutation Status” (Trang thai d6t bién
EGFR).
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18.

Nhép vao Report (Bao cao) dé tao t&p bao cdo. Clra sd “Report Browser” (Trinh duyét
Bao cao) sé mé ra. Chon EGFR CE Analysis Report (Bao cao Phan tich EGFR CE)
trong Templates (M4u), sau d6 nhap vao Show (Hién thi) (Hinh 18).

Lwu y: D& lvu mot bao cao vao mét vi tri thay thé & dinh dang Lwu trir Web, nhap vao

Save As (Lwu dwdi dang) & goc trén cung bén trai cla méi bao céo.

* Analysis-Only Rotor-Gene Q Series Software VIRTUAL MODE - DHF134_VEPOL1_A03 001 RO0_140CTI2.079_MZ - [EGFR Analysis] (=@ =]
* File Help
View ssese
SIS
Sep T Bk T Analysis 1

Run Controls. Positive Control:

Ao Postion_[assar [Flogo/warrings Positve Corrt st
1 Control Valid
2 1750 Vel
3 Daleons Vel
4 L858R Walid
s (o0 Vel
5 arias Vel
7 5768l Valid
s Inseons Vel

Run Controls. Negative Control

Fot Posion [ TRt e s
3 Coriol Vaid Vaid -
10 750 Vaid Vad
] Deleions Vaid Vaid
2 LaseR Vaid Vaid
fE] Le10 Vaid Vaid
14 6719¢ Vaid Vad
15 s76a Vaid Vaid 4
6 Insetions Vaid Vaid
Sample Result Table:
—
Sample D [Sanple Name EorR S ot €1 [Delay | [ E6FR Muatins
167 T790M Delected
566 Deloions Detecled
623 LA Detocied
1 SAMPLE 1 Mutaion Detected a® 29 LBE10 Detected
b BT Delected
5% G768 Delected
iz Incenions Delecled
23 T790M Delected
2 SAMPLE 2 Mutaien Detected am 32 T Daeted
sat T790M Detected
3 SAMPLE 3 Mutslion Delected an LiSa Deaected
a5 T790M Delected
. SAMPLE & Mutaion Detected L 112 Detected
66 T790M Detected
s SAMPLE 5 Mutaion Detected ETII L7 Detected
g6 T790M Detected
5 SAMPLE 6 Mutaion Detected nz 52 Lo Dt
7 SAMPLE 7 Mutslon Deteclzd w2 L | 790M Detected
Foor Gene O Series Software 231 therascreen £ GFR Hodule [VIRTUAL MODE | Curert User: GLOBAL Aovek. (driitators, G Anabst, G Operater)

Hinh 18. Chon “EGFR CE Analysis Report” (Bao cao Phan tich EGFR CE) 1 = “Report” (Bdo cao); 2 = bang
“Report Browser” (Trinh duyét Bao cao); 3 = “EGFR CE Analysis Report” (Bao cdo Phan tich EGFR CE); 4 =
“Show” (Hién thj).
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Gii thich Két qua (Tw dong)

Cac Iénh goi phan tich va dot bién dwoc thwe hién tw dong bdi therascreen EGFR Assay
Package khi 14n chay hoan tAt. Thong tin sau gidi thich cach therascreen EGFR Assay

Package thwc hién cac 1énh goi phan tich va dét bién.
Lwu y: D& biét phan tich thi cong cac két qua, tham khado phan Giai thich Két qua (Tha cong).

Chu ky PCR ma tai dé huynh quang tir mét phan (ng cu thé di qua gia tri ngwéng dwoc xac
dinh 1a gia tri Cr. Gia tri Cr cho biét s6 lwong DNA dau vao cu thé. Gia tri Cr thap cho biét
mrc DNA dAu vao cao hon va gia tri Ct cao cho biét mirc DNA dau vao thap hon. Cac phan

trng co gia tri Ct dwoc phan loai la khuéch dai dwong tinh.

Phan mém Rotor-Gene Q néi suy cac tin hiéu huynh quang gitra hai gia tri dwoc ghi bat ky.
Do d6, gia tri Ct c6 thé 1a bat ky sb thuc nao (khéng gidi han & sb nguyén) trong pham vi tir
0 dén 40. DBéi v6i therascreen EGFR RGQ PCR Kit, gia tri ngwéng dwoc dét & 0,075 don vi
huynh quang twong ddi cho k&nh mau xanh 1& (FAM) va 0,02 cho k&nh mau vang (HEX).
Céc gia tri nay dwoc tw dong cAu hinh trong therascreen EGFR Assay Package. Cac mau
chirng 1&n chay (PC va NTC va IC) dwoc danh gia d& dam bao dap &ng cac gia tri Cr chap

nhan dwoc va cac phan trng dang hoat déng chinh xac.
Cac gia tri [1Ct mau dwoc tinh, cho méi xét nghiém dét bién bang phwong trinh:
[Cr = [gi4 tri Cr xét nghiém dot bién] — [gia tri Cr xét nghiém dbi chirng]

Céac mau dwoc phan loai la dwong tinh véi dot bién néu ching cho [ICt ndm trong pham vi
ngwéng [Ct cho xét nghiém dé. Trén pham vi ngwéng DCt, mau c6 thé chira it hon ty I&
phan trdm dot bién cé thé dwoc phat hién béng therascreen EGFR RGQ PCR Kit (vwot qua
gi&i han clia xét nghiém) hodc mau am tinh véi dot bién va dwoc bao cao 1a “No Mutation
Detected” (Khong phat hién d6t bién). Dwéi pham vi nguwéng [1Cr, mau sé dwoc bao céo la
“Invalid” (Khéng hop 1&).
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Khoéng cé khuéch dai ndo trong cac phan (rng dot bién dwoc ghi la “No Mutation Detected”
(Khéng phat hién dét bién). Cac gia tri [/Ct dwoc tinh tir khuéch dai nén duw kién sé I6n hon
gi&i han trén nguwéng cta pham vi ngwdng LUCt va mau dwoc phan loai 1a “No Mutation
Detected” (Khdng phat hién dét bién).

Két qua xét nghiém dwoc hién thi 1a “Mutation Detected” (Phat hién dot bién), “No Mutation
Detected” (Khéng phat hién dét bién), “Invalid” (Khéng hop 1&) hodc “Run Control Failed”
(Mau chirng 1an chay khong thanh céng) néu mét mau ching 14n chay khéng thanh cong.
Déi véi cac mau dwong tinh véi dot bién, cac dot bién cu thé sé dwgc bao cdo. Mot khéi u
c6 thé chtra nhiéu hon mét dot bién. Trong nhivng trdng hop nhw vay, nhiéu hon mét dot

bién sé dwoc bao cao.
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Cac nhan cua Rotor-Gene Q therascreen EFGR Assay Package

Bang 8 (trang tiép theo) liét k& cac nhan cé thé dwoc tao bdi Rotor-Gene Q therascreen

EGFR Assay Package, y nghia clia chiing va cac hanh dong can thuc hién.

Cac tén nhan dwoc xay dwng dé cung cap thong tin vé thanh phan bj anh hwéng cta bod

dung cu, mau hodc mau chirng bj anh hwéng va ché do 15i.
Vi du:

e PC_CTRL_ASSAY_FAIL = Mau chirng duong (Positive Control, PC), Xét nghiém dbi
chirng (CTRL_ASSAY) da that bai (THAT BAI)

e NTC_INT_CTRL_FAIL = Béi chirng Khéng mau (No Template Control, NTC), Mau
ching Noi bd (INT_CTRL) da that bai (THAT BAI)

e SAMPLE_CTRL_HIGH_CONC = M&u (MAU), Xét nghiém dbi chirng (CTRL) c6 Néng
d6 cao (HIGH_CONC).
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Bang 8. Nhan, y nghia va hanh dong can thwc hién

Nhéan

Y nghia

Hanh dong

PC_CTRL_ASSAY_FAIL

PC_MUTATION_
ASSAY_FAIL

PC_CTRL_INVALID_
DATA

PC_MUTATION
INVALID_DATA

NTC_INT_CTRL_FAIL

NTC_INT_CTRL_
EARLY Cr

NTC_INVALID_Cr

NTC_INVALID_DATA

SAMPLE_CTRL_
INVALID _DATA

SAMPLE_CTRL_
HIGH_CONC

Lan chay PCR khéng hop

1é — Cr FAM nam ngoai pham
vi cho mau chirng dwong
trong phan (rng mau ching.

Lan chay PCR khéng hop

|&é — Cr FAM nam ngoai pham
vi cho mét hogc nhiéu phan
trng mau chirng dét bien.

Lan chay PCR khong hop

16 — khdng thé giai thich div
liéu huynh quang trong mau
chirng dwong (Hén hop Phan
(rng Mau chirng).

Lan chay PCR khong hop

I& — khong thé giai thich da
liéu huynh quang trong mau
chirng dwong (hon hop phan
trng dot bien).

Lan chay PCR khong hop

1é — mau chirng ndi bé cao
hon pham vi cho mau chirng
am.

Lan chay PCR khong hop
1&6 — mau chirng ndi bo thap
hon pham vi cho mau chirng
am.

Lan chay PCR khong hop

|&é — FAM khong hop 1€ (nhd
hon gi¢i han) cho mau chirng
am.

Lan chay PCR khéng hop

16 — khdng thé giai thich do
liéu huynh quang trong mau
chirng am.

MA&u khéng hop Ié — khong
thé giai thich di liéu huynh
quang trong mau chirng mau.
Mau Khéng hop 1&8 — Cr FAM
qué thap trong mau chirng
mau.

Lap lai toan bo 1an chay PCR.

Lap lai toan bd 1an chay PCR.

Lap lai toan bd 1an chay PCR, chl y chét ché dén
cac buoc tron.

Lap lai toan bo Ian chay PCR, chu y chat ché dén
cac buoc tron.

Lap lai toan bo an chay PCR.

Lap lai toan bo Ian chay PCR.

Lap lai toan bo 1an chay PCR, chu y chat ché dén
cac buwdc tron.

Lap lai toan bo 1an chay PCR, chu y chat ché dén
cac buwoc tron.

Thiét 1ap 1an chay PCR mai dé Iap lai (cac) mau
lién quan, chu y chat ché dén cac buéec tron.

Pha lo&ing m&u dé tang gia tri Cr mau chirng. DO
pha loéng nay nén duoc tinh dwa trén gia thiét rang
pha loéng theo ty 1& 1:1 véi nwéc dwgce cung cé1p~
trong bo dung cu sé lam tang Cr thém 1,0; khi mau
duoc pha loang, hay thlet lap Ian chay danh gia dot
bién mai dé lap lai mau. Hodc néu mau da duogc
pha loang sau 1&n chay danh gia mau DNA, hay
tién hanh ngay 14n chay phat hién dot bién EGFR
v&i mau da dwoc pha loang.

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc

Nhan Y nghia

Hanh dong

SAMPLE_CTRL_FAIL  M&u khdng hop 18 — Cr FAM
qua cao trong phan (rng mau
chirng mau.

Thiét 1ap 1an chay PCR mai dé I3p lai mAu. Neu mau
khéng hop 1€ khi lap lai 1&n chay PCR va néu sb
lwong DNA van khong da, hay tach chiét 2 phan mo
FFPE khac néu co. Thiét lap lan chay PCR mai dé
xét nghiém tach chiét nay. Néu mau khéng hop l€,
1ap lai I&n chay PCR & lan tach chiét thiv hai. Néu
mau khéng cho két qua hop 1& sau 14n chay nay, mau
sé co trang thai dot bién khong xac dinh va khéng
nén tién hanh xét nghiém thém.

SAMPLE_INT_CTRL_  Cr qua cao (hodc khong co

FAIL Cr) cho m&u chirng noi bd
(HEX), am tinh véi dot bién
kénh FAM.

Ddi véi cac mau tao nhan SAMPLE_POSITIVE
AND_INVALID c6 ddt bién dwoc phat hién (hodc
khong duoc phat hién) trong hén hop phan rng dot
bién c6 Ilen quan vé mét Iam sang — bao cdo két qua,
khéng can xét nghiém thém.

Pha lodng mau véi nwéc dugc cung cp trong bd
dung cu dwa trén gia dinh rang pha loang theo ty 1é
1:1 sé lam téng Cr phan (rng mau chirng thém 1,0,
dam bao thé tich cudi cung >40 pl (vi du nhw 40 pl
DNA va 40 pl nwéc tir dng dwoc danh dau DIL).
Thiét 1ap 1an chay PCR méi dé Iap lai mau. Néu
khéng hop 1& trong qua trinh I1p lai lan chay PCR,
tach chiét mau tlr hai phan FFPE khac. Thiét lap lan
chay PCR mai dé xét nghiém tach chiét nay.

Néu 1an tach chiét th& hai khéng hop 18, pha lodng
nhw mo ta & trén.

Néu mau khéng cho két qua hop Ié sau lan chay nay,
mAu sé c6 trang thai dét bién khong xac dinh va
khéng nén tién hanh xét nghiém thém.

SAMPLE_INT_CTRL_  Ong dbt bién khong hop 16 —
EARLY_Cr Cr HEX qua thap cho mau
(mau chirng ndi bd)

D6i voi cac mau tao nhan
SAMPLE_POSITIVE_AND_INVALID c6 dét bién
dwoc phat hién (hoac khéng dwgc phat hién) trong
hdn hgp phan trng dét bién cé lién quan vé mat 1am
sang — bao cao két qua, khong can xét nghiém thém.
Thiét 1ap 1an chay PCR méi dé I3p lai mau. Néu
khong hop 1& khi 14p lai 1an chay PCR, tach chiét
thém 2 phan mé FFPE néu c6. Thiét lap 1an chay
PCR m¢i d& xét nghiém tach chiét nay. Néu khong
hop 18, 13p lai Ian chay PCR & Ian tach chiét thi hai.
Neu mau khong cho két qua hop 1& sau lan chay nay,
mAu sé co trang thai dot bién khéng xac dinh va
khéng nén tién hanh xét nghiém thém.

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc

Nhan Y nghia

Hanh dong

SAMPLE_INVALID_
DATA

Ong dot bién khong hop lé —
khéng thé giai thich dir liéu
huynh quang trong mau chirng
ndi bo.

Dbi véi cac mau tao nhan SAMPLE_POSITIVE_AND
INVALID c6 dét bién dworc phat hién (hodc khdng
dwoc phat hién) trong hdn hop phan tng dot bién co
lién quan vé mét Iam sang — bao cdo két qua; khong
can xét nghiém thém.

Thiét Iap 1an chay PCR mai dé I8p lai mau. Néu khéng
hop 1& khi I3p lai 1an chay PCR, tach chiét thém 2
phan mé FFPE néu cé. Thiét 1ap l1an chay PCR méi
dé xét nghiém tach chiét nay. Néu khong hop 18, 14p
lai 1An chay PCR & lan tach chiét thi» hai. Néu mAu
khong cho két qua hop 18 sau lan chay nay, mau sé
c0 trang thai dot bién khong xac dinh va khéng nén
tién hanh xét nghiém thém.

M6t hoac nhiéu dét bién cho
mau la duong tinh; dong thoi,
mot hodc nhleu dét bién cho
cung moét mau khang hop 1é.

SAMPLE_POSITIVE_
AND_INVALID

Déi v&i cac mAu tao nhan SAMPLE_POSITIVE_AND_
INVALID c6 dét bién dwoc phat hién (hoéc khéng
duoc phat hién) trong hén hop phan trng dot bién co
lién quan v& mét Iam sang — bao céo két qua, khong
can xét nghiém thém.

Déi voi cac mau tao nhan SAMPLE_POSITIVE_AND_
INVALID c6 két qua INVALID (KHONG HOP LE) thu
duoc trong hén hop phan ng dét blen co lién quan
vé& mat 1am sang, xét nghiém lai mau véi tat ca hén
hop phan &ng sau hanh déng nhan khong hop 1€ cu
thé.

Néu nhan SAMPLE_INT_CTRL_FAIL duoc tao két
hop v&i mét nhan khac cho méu bj anh huwéng, hanh
dong pha loang mau tir nhan
SAMPLE_INT_CTRL_FAIL phai dwgc tuén theo. Thiét
1ap 14n chay PCR m&i va xét nghiém lai mau.

Déi v&i cac mau tao nhan SAMPLE_POSITIVE_AND_
INVALID c6 két qua INVALID (KHONG HOP LE) thu
duoc trong hén hop phan tng dot bién co6 lién quan
ve mat lam sang trén 1&n chay PCR 1ap lai, tach chiét
mAu tir 2 phan FFPE khac. Thiét lap lan chay PCR
mai voi tAt ca cac hdn hop phan tng dé xét nghiém
tach chiét nay.

Néu mau nay lai cho két qua khong hop 1é dbi véi hon
hop phan (ng dét bién cé lién quan vé mét lam sang,
1&p lai mAu v&i tt ca hdn hop phan (ng sau hanh
doéng nhan khong hop 1& cu thé. Néu
SAMPLE_INT_CTRL_FAIL duoc tao két hop véi
nh&n khac cho mau bj anh hwdng, hanh déng pha
loang mAu tir nhan SAMPLE_INT_CTRL_FAIL phai
duwoc tuan theo. Thiét 1ap 14n chay PCR méi va xét
nghiém lai mau nay.

Néu nhan SAMPLE_POSITIVE_AND_INVALID duoc
quan sat thay sau 1an I3p lai nay, mau sé c6 trang thai
dot bién khong xac dinh.

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang truéc

Nhan Y nghia Hanh dong

MUTATION_EARLY_CT Ma&u khong hop 1€ — [ICr Thiét lap Ié,n chay PCR m¢i dé I3p lai mau, chi y
qua thap hoac Cr dwgi pham chat ché dén cac budec tron.
vi nguong

Hwéng dan Khac phuc sw cd

Hwéng dan khic phuc sy cb nay co thé hivu ich trong viéc giai quyét bat ky van dé nao co
thé phat sinh. Dé biét thém thong tin, xem thém trang Cau hdi thwéng gép tai Trung tam Ho
tro K¥ thuat cta chung t6i: www.giagen.com/FAQ/FAQList.aspx. Cac nha khoa hoc thuéc
B& phan Dich vu Ky thuat QIAGEN luén sén long tra I&i bat ky cau hdi nao clia ban vé théng
tin va giao thirc trong sé tay nay hodc cac cong nghé mau va xét nghiém (dé biét théng tin

lién hé, xem bia sau hoac truy cap www.giagen.com).

Nhan xét va goii y

Cac mau NTC cho két qua dwong tinh trong kénh FAM Green

Nhiém ban xay ra trong qua  L&p lai PCR voi thubc thir mai trong cac 1an 13p lai.
trinh chuan bi PCR Néu c6 thé, dong cac dng PCR ngay sau khi thém mau sé dwoc xét nghiém.
Dam bao rang khéng gian lam viéc va dung cu dwoc khir nhidm déu dan.

Khéng c6 tin hiéu véi mau chirng dwong EGFR

a) Kénh huynh quang dwoc D& phan tich di¥ liéu, chon k&nh huynh quang Cycling Green cho EGFR
chon @& phan tich di ligu PCR phan tich va kénh huynh quang Cycling Yellow cho PCR mau chirng
PCR khong tuan tha giao nodi bo.
thire.

b) Lap trinh sai bién dang So sanh bién dang nhiét dé véi giao thire. Néu khdng chinh xac, 18p lai qua
nhiét do cua dung cu Rotor  trinh chay.
Gene Q MDx 5plex HRM

c) Cau hinh PCR sai Kiém tra cac budc cong viéc clia ban bang so do hut pipet va Iap lai PCR,
néeu can.
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Nhan xét va goii y

d) Céc diéu kién bdo quan cho  Kiém tra cac didu kién bao quan va ngay hét han (xem nhan bo dung cu)
mot hodc nhidu thanh phan  clia thudc thir va st dung bd dung cu méi, néu can.
cua b dung cu khong tuan
thl cac hwdng dan duwoc
dwa ra trong “Bdo quan va
Xt ly Thudc thdr” (trang 18)

e) therascreen EGFR RGQ Kiém tra cac diéu kién bao quan va ngay hét han (xem nhan bo dung cu)
PCR Kit da hét han cua thudc thtr va st dung bd dung cu méi, néu can.

Kiém soat Chat lwong

Theo Hé théng Quan ly Chéat lwong dwoc chirng nhan ISO cla QIAGEN, méi 16
therascreen EGFR RGQ PCR Kit dwoc kiém tra theo cac quy cach da dwoc xac dinh trudc

d& bao dam chét lwgng san phdm phu hop.
Han ché

Két qua tlr san phadm nay phai dwoc giai thich trong bdi canh cla tt ca cac phat hién 1am
sang va phong thi nghiém cé lién quan va khéng dugc s& dung mét minh dé& chan doan.

San ph&dm nay chi dwoc s dung bdi nhan vién dwgc huéng dan va dao tao dac biét vé quy

trinh chan doan trong 6ng nghiém va dung cu Rotor-Gene Q MDx 5plex HRM.

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

Can tuan tha nghiém ngét Sé tay therascreen EGFR RGQ PCR Kit dé& co két qua téi wu.
Viéc pha lodng thubc thir khac véi nhitng gi khac véi mé ta trong sb tay nay khéng dwoc

khuyén khich va sé& 1am giam hiéu nang.
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Diéu quan trong |a phai danh gia s lwong va chét lwong DNA trong mau trwdc khi thwe hién
phan tich mau bang therascreen EGFR RGQ PCR Kit. H6n hop Phan (rng MAu ching bb
sung dwoc cung cap dé xac dinh réng gia tri Cr co thé chap nhan dwoc dbi voi xét nghiém.
Cac chi sb dd hap thu khéng dwoc str dung vi chiing khéng twong quan véi gid tri Cr trong

cac mau DNA phan manh.

Mbi trong hdn hop Phan trng M4t 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 phén tich va dwoc chirng
minh dé phat hién 14 14n mét doan cu thé trong Exon 19 (xem Bang 1 cla sb tay nay), tuy
nhién, van cé thé xay ra cac dot bién bd sung (bao gdm nhwng khong gi¢i han & cac Ian
méat doan Exon 19 bd sung, cac lan thém doan Exon 19 va dét bién L747P) dwoc khuéch

dai b&i bd mdi Mét doan.

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

méat doan) cho mau clia mot bénh nhan nhét dinh.

Ngoai ra, dot bién L858Q co thé dwoc phat hién béi xét nghiém L858R. Do dd, néu c6 trong
méau cla bénh nhan, dét bién L858Q co thé dan dén két qua “L858R Detected” (Phat hién
L858R).

Can chu 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 quén khéng dung cach.
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Dac tinh hiéu nang
Hiéu nang phén tich

Céc déc tinh hiéu nang cu thé clia therascreen EGFR RGQ PCR Kit duwgc xac dinh béng
cac nghién ctru s dung bénh phdm mé FFPE dwoc lay tir bénh nhan NSCLC va dong té
bao ngudi FFPE (dong té bao FFPE). Cac dong t& bao FFPE dwoc tao ra bing mot dong
té bao ung thw biéu mé phdi (A549) dé tao ra cac dong té bao chira cac dot bién EGFR cu
thé mong muén. Khi khéng cé s&n bénh pham mé hodc dong té bao, DNA plasmid dwoc st
dung.

Gidi han tréng (Limit of Blank, LOB), pham vi hoat déng, gia tri
nguwdng va pham vi ngwdng [1Ct

Tbng cong 417 mau FFPE da duwgc xét nghiém trong mot nghién ctru theo hwéng dan trong
NCCLS EP17-A (2004) (12) dé xac dinh LOB va gia tri ngwéng [1Ct cho méi xét nghiém dot
bién. Ngoai ra, pham vi hoat dong da dwoc xac dinh. Cac pham vi nguwdng [1Ct dwoc trinh
bay trong Bang 9.

Bang 9. Cac pham vi nguwdng [ICr da thiét Iap cho méi xét nghiém dot bién

Xét nghiém Pham vi Cr Pham vi ngwéng 0OCt (ACT)
T790M 0,00 dén 40,00 -10,00 = dén <7,40
Mét doan 0,00 dén 40,00 —-10,00 = dén <8,00
L858R 0,00 dén 40,00 —-10,00 > dén <8,90
L861Q 0,00 dén 40,00 —-10,00 > dén <8,90
G719X 0,00 dén 40,00 —-10,00 = dén <8,90
S768I 0,00 dén 40,00 —-10,00 = dén <8,90
Thém doan 0,00 dén 40,00 —-10,00 = dén <8,00
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Pham vi Cr phan rng mau chirng dwoc thiét 1ap 1a Cr tir 23,70 dén 31,10.

Cac ngudng xét nghiém va pham vi hoat déng da dwoc xac minh bang cach st dung cac
tiéu chuan va cac mau FFPE khac. Trong qua trinh xac minh, cac ngwdng duwoc danh gia
vé kha ning phan biét dét bién chinh xac trén nén DNA kiéu tw nhién bang cach danh gia
mdi xét nghiém v&i DNA bd gen dau vao cao va DNA dét bién diu vao cao (xem Phan (ng
chéo). Anh hwéng ctia DNA dAu vao déi véi lénh goi dot bién cling duwoc danh gia (xem Anh
hwéng clia dau vao DNA dén gia tri OCT). Bién dudi clia pham vi dwoc dwa ra dé loai triv
xao anh huynh quang PCR.

Dé danh gia hiéu nang cla therascreen EGFR RGQ PCR Kit trong trwérng hop khéng co
mau va dé dam bao rdng mau tréng hodc mau cé DNA kiéu tw nhién khéng tao ra tin hiéu
phan tich co thé& chi ra ndng dd dot bién thap, mau khong c6 khudn mau va DNA kidu tw
nhién EGFR NSCLC dwoc danh gia. Két qua cho thy khong 1énh goi dét bién dwong tinh
v6&i cac mau NTC va voi cac mau kiéu tw nhién FFPE.

Anh hwéng ctia dau vao DNA dén gia tri [1Ct

Mrc dau vao DNA dwoc dinh nghia la tdng s Iwgng 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 RGQ PCR Kit nhat quan trong pham vi Ct phan (rng mau
chirng (23,70-31,10), tat ca 7 xét nghiém dot bién EGFR déu dwoc thwe hién dwa trén chudi
pha lodng 6 diém, 1 trong 3 (DNA tach chiét tlr cac dong té bao FFPE). Cr dich cho pha
loding 1 cho m&i dot bién 1a khoang 24,70. Pha loang cudi ciing, cho Ct khodng 32-33, ndm
ngoai pham vi Ct phan (rng mau chirng. Nhin chung, cac gia tri 1Ct do dwoc & tdng cac
mirc d4u vao DNA khac nhau déu nhat quan trong pham vi hoat ddng cla therascreen EGFR
RGQ PCR Kit.
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Phan &rng chéo

DNA EGFR kiéu ty nhién & dau vao DNA cao dwoc xét nghiém dé danh gia sw khuéch dai
khong d&c hiéu. Két qua chirng minh réng gia tri [1Ct thAp nhat vwot nguéng da thiét lap,
cho thdy khoéng c6 khuéch dai khéng déc hiéu.

Céc dong té bao FFPE & du vao DNA cao dwoc xét nghiém dua trén tat ca cac hdn hop phan
&ng d& danh gia kha ndng phan (ng chéo. Két qua cho thdy khong c6 tac dong do phan (rng
chéo gilra cac phan trng dot bién. T4t ca cac gia tri ICr tbi thidu déu cao hon gia tri ngudng clia

xét nghiém twong trng ddi véi tat cd cac hén hop phan tring va mau DNA khéng khép.
D6 chinh xac: So sanh v&i phwong phap tham chiéu phan tich

M6t nghién clru da chirng minh sy phii hop trong viéc phat hién dét bién cla therascreen
EGFR RGQ PCR Kit so vé&i gidi trinh tw Sanger hai chiéu. Trong nghién ctru nay, 360 mau
FFPE da duwoc xét nghiém.

Cac mau co két qua hop |é clia ca Sanger va therascreen EGFR RGQ PCR Kit duwoc phan tich
dé danh gia Binh chuan ty lé phén tram dwong tinh (Positive Percent Agreement, PPA), Binh
chuan ty 1& phan trdm am tinh (Negative Percent Agreement, NPA) va Binh chuén ty 1& phan
tram tdng thé (Overall Percent Agreement, OPA). C4c ty 1& phan tram nay, ciing véi khodng tin

cay (Confidence Interval, Cl) 95% hai phia twong (ng, duwoc tom tat trong Bang 10.

Bang 10. Phan tich dinh chuan

Phép do Pinh chuén ty 1& phan tram (N) Cl1 95%

Binh chuén ty 1& phan trdm dwong tinh ~ 99,4% (157/158) 96,5%-100,0%
Dinh chuén ty 1& phan tr&m am tinh 86,6% (175/202) 81,2%-91,0%
Binh chuan ty 1& phan trdm tong thé 92,2% (332/360) 89,0%-94,8%

Déi v&i 28 két qua Pinh chuan ty 1é phan tram téng thé khéng phu hop:
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e 1(3,6%) mau la kiéu tw nhién (tirc 1a khéng phat hién dot bién) bang
therascreen EGFR RGQ PCR Kit nhung két qué phat hién dot bién bang giai trinh tw
Sanger.

® 27 (96,4%) mau dwoc phat hién dot bién bang therascreen EGFR RGQ PCR Kit triv két

qua kiéu tw nhién bai giai trinh tw Sanger.
Cac gia tri gi&¢i han phat hién (Limit of detection, LOD)

Mét nghién ctru da dwogc thuwe hién dé xac dinh LOD cla méi dét bién trong s 29 dot bién
EGFR. LOD dwoc dinh nghia la lwgng DNA dot bién thap nhat trong nén DNA kiéu tw nhién
ma tai d6 mau dot bién sé cho két qua duwong tinh dot bién trong 95% két qua xét
nghiém (Cos).

D& xac dinh LOD cho mdi dét bién, cac mau cé ty 1& phan trdm ddt bién khac nhau dwoc
chuan bi & ndng d& DNA dau vao thap va cao va dugc xét nghiém bang therascreen EGFR
RGQ PCR Kit (Bang 11). LOD cho méi xét nghiém dwoc tinh béng hdi quy logistic. D& xac
minh LOD, cac mau dét bién & LOD xac dinh da dwoc xét nghiém va xac minh ty 1& xét

nghiém dwong tinh.
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Bang 11. LOD dworc thiét 1ap bing bénh pham 1am sang FFPE dau vao DNA thap va cao, dong té bao FFPE
hoac plasmid

LOD (% dét bién)
Exon Dot bién ID COSMIC* Thay ddi base Thép Cao
18 G719A 6239 2156G>C 7,411 1,57t
G719S 6252 2155G>A 5,08* 7,758
G719C 6253 2155G>T 10,30% i
19 Mét doan 12384 2237_2255>T 1,588 0,498
12387 2239 2258>CA 4,911 1,487
12419 2238 2252>GCA 16,871 12,471
12422 2238 2248>GC 3,241 1,65"
13551 2235 2252>AAT 4,241 1,411
12678 2237_2251del15 0,558 0,248
6218 2239 _2247del9 8,471 T
12728 2236_2253del18 2,43t T
12367 2237_2254del18 2,72t 1
6210 2240_2251del12 4,097 -
6220 2238_2255del18 2,70t 0,82t
6223 2235_2249del15 6,401 1,63"
6225 2236_2250del15 2,80" 1,42t
6254 2239_2253del15 0,865 0,478
6255 2239 2256del18 0,148 0,058
12369 2240 _2254del15 4,948 1,568
12370 2240_2257del18 8,108 2,088
12382 2239 2248TTAAGAGAAG>C 0,258 0,108
12383 2239 2251>C 4,583 1,745

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc

LOD (% dét bién

Exon Pot bién ID COSMIC* Thay déi base Thép Cao
20 S768I 6241 2303G>T 7,661 2,18t
Thém doan 12376 2307_2308insGCCAGCGTG 11,617 I
12378 2310_2311insGGT 4,911 1,311
12377 2319_2320insCAC 2,40t 0,65t
T790M 6240 2369C>T 9,72t 5,09t
21 L858R 6224 2573T>G 5,94t 1,13t
L861Q 6213 2582T>A 2,221 0,66"

* COSMIC: Danh muc céac dét bién sinh duwdng trong ung thu: http://cancer.sanger.ac.uk/.
T Gia tri LOD dworc thiét 1ap bang cach st dung dong té bao

* Gia tri LOD dworc thiét 1ap bang cach st dung plasmid

§ Gia tri LOD dworc thiét 1ap bang cach st dung mau bénh phdm lam sang

T Khéng dwoc danh gia
Db nhiéu

Anh hwéng clia md hoai tr

Céc bénh pham Iam sang FFPE NSCLC vé&i ham lwong mé hoai t&r 1én dén 50% cho ca

bénh pham kidu tw nhién va dét bién EGFR khéng gay nhiéu dén két qua lénh goi cua

therascreen EGFR RGQ PCR Kit.
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Céc chét ngoai sinh

Céc chét cé kha nang gay nhiéu hién dién trong qua trinh tach chiét DNA da dwoc xét
nghiém trong cac mau dot bién va mau kidu tw nhién & 10 1an ndng d6: sap parafin, xylene,
ethanol va Proteinase K. K&t qua chirng minh rang nhirng chat nay khéng gay nhiéu dén két
qua lénh goi cla therascreen EGFR RGQ PCR Kit.

Tinh tai lap

Tinh tai lap gilra cac 16

Hé théng xét nghiém therascreen EGFR RGQ PCR Kit str dung hai bd dung cu riéng biét: QlAamp
DSP DNA FFPE Tissue Kit hodc QlAamp DNA FFPE Tissue Kit d& phan lap DNA va
therascreen EGFR RGQ PCR Kit d& khuéch dai DNA va phat hién trang thai dot bién EGFR. Tinh
tai lap gitra céc 16 va tinh c6 thé hoan dbi cho nhau dwgc chirng minh béng cach s dung 3 16
QlAamp DSP DNA FFPE Tissue Kit va 3 16 therascreen EGFR RGQ PCR Kit. Ty & téng thé cac
lénh goi chinh x&c gilra cac 16 d6i voi xét nghiém dot bién EGFR 1a 97,8% (317/324) va ty & do
d6i véi cac mau kiéu tw nhién la 100% (379/379).

X0 ly bénh phadm

Tinh tai lap cta QlAamp DSP DNA FFPE Tissue Kit dwoc kidm tra béng cach s dung cac
doan dworc Iy tir ba khbi bénh phdm FFPE, cu thé 1a dot bién mat doan exon 19 (2235-2249
del15), d6t bién exon 21 L858R va mot kiéu tw nhién. D4i véi mdi bénh phdm, cac tach chiét
dwoc thye hién lap lai tai 3 dia diém va dwoc xét nghiém trong 3 ngay khong lién tuc trong
khodng thdi gian 6 ngay, thu duwoc tdng cong 18 diém di liéu trén mdi bénh phdm. Tai mdi
dia diém, 2 ngwoi van hanh da tién hanh xét nghiém bang cach st dung 116 QlAamp DSP
DNA FFPE Tissue Kit (1 16 cho méi dia diém, téng cong 3 16) két hop v&i cling mét 16 thude
thtr therascreen EGFR RGQ PCR Kit trén cac dia diém. T4t ca cac két qua bénh pham dot
bién va kiéu tw nhién déu hop 1& va mang lai két qua 1&nh goi nhw mong dgi (I&énh goi chinh
xac = 100%, 18/18 cho mdi bénh phdm), hd trg tinh tai lap va tinh 13p lai cho
therascreen EGFR RGQ PCR Kit & buwdc tién- phan tich cGa qua trinh phan 1ap DNA.
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Do chum va tinh tai lap

D6 chum va tinh tai lap cua therascreen EGFR RGQ PCR Kit dwoc khdo sat bang cach xét
nghiém DNA tach chiét tlr cac bénh pham lam sang FFPE NSCLC hodc cac dong té bao
FFPE, dai dién cho tat ca bay xét nghiém dot bién trong therascreen EGFR RGQ PCR Kit.
Cac bénh phadm lam sang FFPE kiéu tw nhién NSCLC ciing duwgc dwa vao nghién ctu
(Bang 12).

Mot thiét ké nghién clru ma tran da dwoc thuc hién dé danh gia tinh tai 1ap cla xét nghiém
béng cach xét nghiém cac mau tai 3 phong thi nghiém (dia diém) véi 3 16 therascreen EGFR
RGQ PCR Kit (3 16 trén 3 dia diém) st dung 2 ngudi van hanh & méi dia diém trén 2 dung
cu & mdi dia diém, véi mdi mau (dwgc chudn bj & mirc gan véi LOD) duwoc xét nghiép & hai
I&n 1&p lai trong téng sb 16 ngay. Tinh tai lap dbi v&i tirng dot bién riéng 1é dwoc tién hanh
trong nhiéu ngay khéng lién tuc tai méi dia didm. Ty 1& cac I&énh goi chinh x&c dwoc trinh bay
trong Bang 12, trang tiép theo.
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Bang 12. Tinh tai lap cta xét nghiém — ty 1é cac lénh goi chinh xac cho cac dot bién EGFR dwoc xét nghiém

Lénh goi % Chinh xac
. . . C1 95% mét bén

Exon Dot bien ID COSMIC* Chinh xac/tong s6 % Chinh xac thap hon
18 G719A 6239 77/78 98,72 94,06
19 Mét doan 12384 92/92 100 96,80
12387 95/95 100 96,90
12419 83/83 100 96,46
12422 94/94 100 96,86
13551 95/95 100 96,90
6220 96/96 100 96,93
6223 95/95 100 96,90
6225 91/95 95,79 90,62
6254 92/92 100 96,80
6255 94/96 97,92 93,59
12369 95/95 100 96,90
12370 62/63 98,41 92,69
12382 92/95 96,84 92,04
12383 93/93 100 96,83
20 S768lI 6241 82/82 100 96,41
Thém doan 12376 92/92 100 96,80
12378 93/93 100 96,83
12377 94/94 100 96,86
T790M 6240 92/92 100 96,80
21 L858R 6224 83/84 98,81 94,48
L861Q 6213 84/84 100 96,50
Kiéu tw — - 77/78 98,72 94,06

nhién

* COSMIC: Danh muc céac dét bién sinh duwdng trong ung thu: http://cancer.sanger.ac.uk/.
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M6t phan tich thanh phan bién dbi dwoc str dung dé& wéce tinh d6 1éch chudn va khoang tin
cay 95% cho dd bién thién trong 1an chay, gitra cac lan chay, gitra cac ngay, gira cac 16 va
gitra cac dia diém. Trén tat ca cac thanh phan bién ddi, tdng hé sé bién thién (Coefficient of
Variation, CV) £14,11% dbi vé&i tat ca cac dot bién EGFR dwoc xét nghiém. Trén tat ca cac
thanh phan ctia nhém dét bién, CV phan tram <8,33% déi véi gitra cac 16, gitra cac ngay va
gitra cac lan chay. CV phan trdm cho d6 bién thién trong 1an chay (tinh 13p lai/dd chum) nam
trong khodng tir 5,99% dén 13,49%.
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Hiéu suat Lam sang
D@ liéu két qua Iam sang: GIOTRIF®

Th nghiém Iam sang LUX-Lung 3 1a mét thte nghiém quéc t&, da trung tam, nhan mé, ngiu
nhién Giai doan 3 vé& afatinib so v&i héa tri liéu lam phwong phap diéu tri dau tién cho bénh
nhan ung thw biéu md tuyén & phdi giai doan llIB hodc IV chva dét bién kich hoat EGFR
(ClinicalTrials.gov s6 NCT00949650). Tinh du didu kién dang ky tham gia thir nghiém cla
bénh nhan dwoc xac dinh béng cach xét nghiém trang thai dét bién EGFR clia bénh nhan
b&ng cach sir dung Xét nghiém Thr nghiém Lam sang (Clinical Trial Assay, CTA). Xét
nghiém hdi ctvu cac bénh phadm md dwoc thwe hién béng therascreen EGFR RGQ PCR Kit.
M6t nghién ctru bc cau da duoc thwe hién dé danh gia sw phu hop gitra therascreen EGFR
RGQ PCR Kit va CTA.

Dwa trén két qua xét nghiém CTA, 345 bénh nhan ndm trong nhdm ngau nhién (afatinib:
230 bénh nhan; héa tri: 115 bénh nhan). Két qua chinh v& hiéu qua 1a kha nang séng khong
tién trién (Progression-Free Survival, PFS) dwgc danh gia béi hdi ddng duyét xét doc lap
(Independent Review Committee, IRC). Trong s6 345 bénh nhan ngau nhién, mau khéi u tt
264 bénh nhan (afatinib: 178 b&nh nhan; hoa tri: 86 b&énh nhan) da dwoc xét nghiém hdi ctru
bang therascreen EGFR RGQ PCR Kit. Sw cai thién c6 y nghia v& mat théng ké vé PFS do
IRC x&c dinh d& dwoc chirng minh & nhitng bénh nhan dwoc dung afatinib ngau nhién so
véi nhitng bénh nhan dwoc hda tri ngau nhién, trong quan théd CTA+ tdng thé va quan thé
therascreen EGFR RGQ PCR Kit+/CTA+. Két qua téng thé vé hiéu qua duoc tém tat trong
Bang 13 va Hinh 19.
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Bang 13. Li ich Iam sang ctia bénh nhan dwoc xét nghiém béng therascreen EGFR RGQ PCR Kit trong

quén thé thir nghiém lam sang LUX-Lung 3

Hoa tri

Théng sé n =286

Afatinib
n=178

Quan thé therascreen EGFR RGQ
PCR Kit+/ CTA+ n = 264

Quan thé CTA+, n = 345

Hoa tri Afatinib
n=115 n =230

Séng khéng tién trién
(Progression-Free Survival, PFS)

Sb ca ttr vong hodc tién trién, N (%) 53 (61,6%)

120 (67,4%)

69 (60,0%) 152 (66,1%)

PFS trung vi (thang) 6,9 11,2 6,9 111
PFS trung vi Cl 95% 5,3, 8,2 9,7, 13,7 5/4,8,2 9,6, 13,6
Ty 1& nguy hiém 0,49 0,58
Ty 1& nguy hiém CI 95% 0,35, 0,69 0,43,0,78
Gia tri P (xét nghiém xép hang <0,0001 <0,001
log phéan tang)*
* Phan tang theo trang thai va loai d6t bién EGFR.
1,0 25 Trung vi 75
————— Afatinib 40 5,36 11,20 19,12
—_ Pe500+Cis75 2,76 6,87 9,92
'* Ty & nguy hiém (Cl 95%): 0,49 (0,35, 0,69)
4;%7; Gid trj P ctia xét nghiém xép hang log: <0,0001
08| 3
€
}g 0,6
2
o
e
2 04 |
8
<
02 ]
0,0 |
T T T T T T T T T T
0 3 6 9 12 15 18 21 24 27
Thei gian sdng khéng tién trién [thang]
S6 gap rdiro
Afatinib 40 178 144 120 94 62 36 23 7 2 0
Pe500+Cis75 86 52 28 15 6 3 1 1 0 0

Hinh 19. DPwéng cong Kaplan-Meier vé kha nang séng khéng tién trién (Progression-Free Survival, PFS) theo
danh gia doc lap ciia nhom diéu tri (quan thé therascreen EGFR RGQ PCR Kit+/CTA+).
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Phan tich tap con cla therascreen EGFR RGQ PCR Kit+/CTA+ (n = 264) cho thay rang
nhirng bénh nhan dwoc diéu tri bing afatinib da tang dang ké thoi gian PFS (PFS trung vi
11,2 so v&i 6,9 thang) va it cé kha nang mac bénh tién trién hoac tir vong (HR =0,49, Cl 95%
[0,35; 0,69], p <0,0001) hon so v&i bénh nhan dwoc diéu tri bing hoa tri. Loi ich 1am sang
quan sat dwgc & tap con bénh nhan dwgc xét nghiém béng therascreen EGFR RGQ PCR Kit
twong dwong véi lgi ich quan sat dwgc & toan bd quan thé nghién ctu (n = 345).

D@ liéu két qua Iam sang: IRESSA®

Thtr nghiém IRESSA Follow-up Measure (IFUM) la m6t nghién ciru mét nhanh, nhan mé,
Giai doan 4 (NCT01203917) d& mé ta dac diém hiéu qua va do an toan/kha nang dung nap
cta gefitinib tuyén dau & bénh nhan Da trdng méc NSCLC giai doan HIA/B/IV, dwong tinh
v6i dot bién EGFR tién trién tai chd hodc di can. Nghién ciru IFUM duoc thiét ké dé danh
gia ty 1& dap &ng khach quan theo tiéu chi RECIST & bénh nhan Da trdng mac NSCLC dot
bién EGFR dwoc chon loc tién ctru.

Nhirng bénh nhan da diéu kién dwoc yéu ciu phai cé dot bién thay thé méat doan EGFR
exon 19, L858R, L861Q hodc G719X va khong c6 dot bién T790M hodc S768I hodc thém
doan exon 20 trong cac b&nh pham khdi u nhw dwgc xac dinh tién civu bdi CTA. Xét nghiém
hdi ctru cac bénh phim tr nhirng bénh nhan dwec sang loc cho thtr nghiém Iam sang IFUM
dwoc thwe hién bang cach st dung therascreen EGFR RGQ PCR Kit chan doan ddng hanh.
Mbt nghién ctru bac cau da duoc thye hién dé danh gia sw phi hop clia therascreen EGFR
RGQ PCR Kit v&i CTA dwoc str dung dé chon bénh nhan cho thir nghiém lam sang IFUM.
D6 phu hop tdng thé gitra hai xét nghiém dé& phat hién mat doan EGFR exon 19 va dot bién
L858R la 98,2% (n = 700/713; Cl 95%: 96,9%, 99,0%) v&i PPA 88,2% (n = 90/102; Cl 95%:
80,4%, 93,8%) v&i NPA 99,8% (n = 610/611; Cl 95%: 99,1%, 100,0%).

P4 thu dwoc két qua xét nghiém CTA dbi véi 859 bénh nhan dwoc sang loc, trong d6 co
106 bénh nhan da diéu kién didu tri bang gefitinib. Trong s6 859 mau c6 két qua CTA,
765 mau c6 san dé xét nghiém hdi clru bang therascreen EGFR RGQ PCR Kit, bao gdm 87
mau dwong tinh véi dot bién EGFR béi ca CTA va therascreen EGFR RGQ PCR Kit.
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Két qua chinh vé& hiéu qua la ty I&é dap ing khach quan (Objective Response Rate, ORR)
duwoc danh gia theo Xét duyét Trung tam Béc lap Mu (Blinded Independent Central Review,
BICR) va cac nhan vién nghién cu. Loi ich 1dm sang quan sat dwoc & tdp con bénh nhan
duoc xét nghiém béng therascreen EGFR RGQ PCR Kit twong dwong véi loi ich quan sat
duoc & toan bd quan thé nghién ciru.

Két qua téng thé vé& hiéu qua dwoc tém tat trong Bang 14.

Béng 14. Lei ich 1am sang cua bénh nhén dwoc xét nghiém béng therascreen EGFR RGQ PCR Kit trong
quan thé thir nghiém lam sang IFUM

Quan thé therascreen EGFR Quén thé CTA+,
Théng sé RGQ PCR Kit+, n = 87 n =106
Ty lé dap trng khach quan (Objective
Response Rate, ORR) theo BICR 42 53
Sé lwgng dap (ng (N)
ORR, % (Cl 95%) 48,3 (38,1-58,6) 50,0 (40,6-59,4)
Thoi gian dap trng trung vi (thang) 6,9 (5,6-11,4) 6,0 (5,6-11,1)
Ty Ié dap wrng khach quan (Objective
Response Rate, ORR) theo cac nhan vién 62 74
nghién clru
Sé lwgng dap tng (N)
ORR, % (Cl 95%) 71,3 (61,0-79,7) 69,8 (60,5-77,7)
Thoi gian dap rng trung vi (thang) 8,3 (7,2-11,3) 8,3 (7,6-11,3)

BICR: Xét duyét trung tdm doc lap mu; Cl: Khodng tin cay; CTA: Xét nghiém thir nghiém lam sang.
Lwu y: Kit + la két qué dwong tinh véi mét doan exon 19/L8585R/L861Q/G719X.

Do therascreen EGFR RGQ PCR Kit khéng dwoc s dung dé& chon bénh nhan cho tht
nghiém lam sang IFUM, cac phan tich bd sung vé hiéu qua da dwoc tién hanh dé xem xét
nhirng bénh nhan khéng dwgc tham gia thir nghiém vi ho da dwgc CTA xét nghiém am tinh
nhwng co thé da duoc xét nghiém duwong tinh bdi therascreen EGFR RGQ PCR Kit (ttrc 13,
therascreen EGFR RGQ PCR Kit+/CTA-), cling nhv nhirtng bénh nhan da tham gia the
nghiém nhung khéng co két qua xét nghiém lai hop 1& tir therascreen EGFR RGQ PCR Kit
(ttre 13, therascreen EGFR RGQ PCR Kit khong xac dinh/CTA+). Két qué tir tAt ca cac phan
tich gia dinh néi chung twong tw nhw két qua tir phan tich chinh vé hiéu qua.
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Phu luc A: Giao thirc Thu cbng therascreen
EGFR RGQ PCR Kit

Phan nay chira hwéng dan st dung therascreen EGFR RGQ PCR Kit v&i phdn mém
Rotor-Gene Q phién ban 2.3.5 tr& lén & ché d6 mé (ttrc 1a khong st dung Rotor-Gene Q
therascreen EGFR CE Assay Package).

Théng tin chung

e Dé biét danh sach cac vat tw can thiét, hdy tham khdo Céc vat tw yéu ciu nhwng
khéng dwoc cung cap.

e Pé dwoc hwdng dan day da vé& cach chuan bi mau va bb cuc mau, hdy tham khado Giao
thire: Panh gia mau va Giao thirc: Phat hién dot bién EGFR.

e Dam bao cac théng sb chu ky chinh xac trwéc khi bat dau méi 1an chay.

Giao thirc: Tao bién dang nhiét dé

Trwéc khi bt du, hay tao mét bién dang nhiét d6 dé& phan tich therascreen EGFR RGQ
PCR Kit. Cac théng sb chu ky gibng nhau dbi véi danh gia mau DNA va phat hién dét bién
EGFR.

Quy trinh

Tém tét cac thong sbé chu ky dwoc trinh bay trong Bang 15.

Bang 15. Bién dang nhiét do

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

60°C 60 giay Green va Yellow

S6 tav therascreen EGFR RGO PCR Kit 06/2020 73



. Nhp dup vao biéu twong Phidn mém Rotor-Gene Q Series 2.3 trén man hinh may tinh

dwoc két néi v&i dung cu Rotor-Gene Q MDx 5plex HRM.

. D& tao mét mau méi, chon Empty Run (Lan chay réng), sau d6 nhdp vao New (M&i) dé

vao “New Run Wizard” (Trinh hwéng dan 14n chay méi).

. Chon 72-well rotor lam loai réto. Xac nhan réng vong khoa da duwoc gén va chon hop

Locking Ring Attached (D& gan Vong khéa). Nhap vao Next (Tiép theo) (Hinh 20).

New Run Wizard E|
Welcome to the Advanced Run Wizard!
Fotor Type
Skip Wizard | Mest>>  [f 3

Hinh 20. Hép thoai “New Run Wizard” (Trinh hwéng dan 1an chay méi). 1 = “Rotor type” (Loai roto); 2 = hdp
“Locking Ring Attached” (Da gan Vong khéa); 3 = “Next” (Tiép theo).
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4. Nhap tén clia ngwoi van hanh. Thém bét ky lwu y ndo va nhap thé tich phan tng la 25.
Pam bao rang 1, 2, 3... dwoc chi dinh trong trwdng Sample Layout (BS cuc mau).
Nhép vao Next (Tiép theo) (Hinh 21).

New Run Wizard [‘S__<|
Thiz screen displays miscelanenus optiong for the run, Complete the fields, ;hlis bow ‘l:IiSDla-"'S )
clicking Mext when you are ready to move to the nest page. Elp on elements in
the W|;ard. Far help 1
el NAME your mouse over the
M . item for help. You
i=sh can also click on a
cormbo box to dizplay
help about its
available settings.
Reaction o5 =
Wolume [pL): =]
Sample Lapout : |1, 2.3 ﬂ 2
SkipWizand | << Back I et >> I 3
_—

Hinh 21. Nhap tén ciia ngw®i van hanh va thé tich phan trng. 1 = truong hop thoai “Operator” (Ngwoi van hanh)
va tredng hop thoai “Notes” (Lwu y); 2 = trwéng “Reaction Volume” (Thé tich phan (ng) va trwong “Sample Layout”
(B6 cuc mau); 3 = “Next” (Tiép theo).
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5. Nhép vao Edit Profile (Chinh stra hd so) trong hop thoai “New Run Wizard” (Trinh
hwéng dan 1an chay mai) (Hinh 22) va kiém tra cac thong s chay theo cac buéc sau.

New Run Wizard FZ|
Temperature Profile : Click thiz buttan to
edit the profile
showr in the box
above.

Edit Profile ...

Channel Setup :

Mame | Source | Detectar | Gain | Create New... |
Green 470nm  510nm 5 Edit
Wellww  530mm 555nm 5
Orange  585m  E10nm 1] Edit Gain...
Red E25nm  BEOnm 5
Crimzon  680nm #10hp 7 Remove
HR M 460nm  510nm 7 Feset Defaults
Gain Optimization...

Skipwizad | ccBack | Nestrr |

Hinh 22. “Edit Profile” (Chinh sira hd so) trong “New Run Wizard” (Trinh hwéng dan 1an chay méi)

6. Nhap vao Insert after (Chén sau) va chon New Hold at Temperature (Nhiét do giiv
mai) (Hinh 23).

M Edit Profile X
.Y H @

Newr Open  Save As Help
The run wall Lake sppeoamately 0 second(s) to complete. The graph below regresents the run to be pedomed

Clck on a cycle below to modly
=1 1
Cydng

Rl 2

Copy of Current Step

Hinh 23. Chén bwéc G ban dau. 1 = “Insert after” (Chén sau); 2 = “New Hold at Temperature” (Nhiét d6 gitr mai).
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7. Bat gia tri trong trvdng Hold Temperature (Nhiét d6 gilr) thanh 95°C va gia trj trong
trwong Hold Time (Thoi gian gitk) thanh 15 mins 0 secs (15 phut 0 gidy). Nhap vao
Insert After (Chén sau), sau d6 chon New Cycling (Chu ky m&i) (Hinh 24).

M Edit Profile
@ . & H ]

Hew Open SaveAs | Help

The run will take spproximately 16 minute(s] ta complete. The graph below represents the un to be perfarmed :

3

Click on a cycle below to madify it

Remove

Insert before.

Hold Temperatue 95 o
Hold Time : 1
old Time : 15 |mins 0 |secs

New Hold at Temperature
New HRM Step

Zopy of Current Step

Hinh 24. Bwéc G ban ddu & 95°C. 1 = “Hold Temperature and Hold Time” (Nhiét d6 git» va Thoi gian gid); 2 =
“Insert after” (Chén sau); 3 = “New Cycling” (Chu ky m&i).

8. Dat sb 1an 14p lai chu ky thanh 40. Chon bwéc dau tién va d&t thanh 95°C for 30
seconds (95°C trong 30 giay) (Hinh 25).

@ Edit Profile X
. 8 H o
New Save Az Help
The ol o - 98 mi 1 to complete. The Lol the 1 1o be perfomed :
Chck on & cycle below to modiy &

| B0C for 20 secs /

I Jimed 2 j I G5C fioe 30 sece _I = j 2
= | /
30 seconds | / '.I ./
| Mothomars / \ THCinBsecs [
™ Long Range IH

[13

Hinh 25. Bwéc chu ky & 95°C. 1 = hgp “Cycle repeats” (Lap lai chu ky); 2 = Bwéc mot: cai dat nhiét dg; 3 = Buwédc

mét: cai dat thoi gian.
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9. banh dau budc thir hai va dat thanh 60°C for 60 seconds (60°C trong 60
gidy). Nhap vao Not Acquiring (Khéng thu nhan) dé cho phép thu thap di liéu trong
bwéc nay. (Hinh 26).

M Edit Profile r§_|
@, & 2] W
New Open Save As | Hep

Thie s wall bl Spapecccimitents 125 rarae{2] o complete. The geaph below iepeessnts th iun bo be peifamed :

OBk o & Cycle besdows o vy 12
Held Inzert after.
Insest before.
Femove

This cycle tepests 40 | tmefs]
Chick: on onee of the steps below o modify 1, or press + of - 1o add and remove steps for thie cycle.

S for 30 secs jj
= 1
\ I ?Z'L'.famucx_/
1 I BLOPC for B0 secs I /
| |

Hinh 26. Bwéc chu ky & 60°C. 1 = Bwdc hai: cai dat nhiét do va thoi gian; 2 = “Not Acquiring” (Khong thu nhan).
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10. Chon Green va Yellow Iam kénh thu nhan. Nhap vao > dé chuyé&n cac kénh nay ti
danh sach Available Channels (Kénh kha dung) sang phan Acquiring Channels
(Kénh thu nhan). Nhap vao OK (Hinh 27).

Same as Previous : |(Mew Acauisition) |

Acquisition Configuration :

Avvailable Channels : Acquinng Channels :
Name | > |famal
Crimsan Green 1
HRM < vetow
Orange
Red 15|

To acquire from & channel, select it from the list in the left and click >. To stop acquiring fiom a
channel, zelect it in the right-hand list and click <. To remove all acquisitions, click <<.

Dye Chart > Help

Dye Channel Selection Chart

FAM SYER Green 14 Fluorescein, Evalireen ', Alewa Fluor 4884
555nm  [JOEL, VICY, HEX, TET, CAL Fluor Gold 5402, akima Yellow '
B10nm | ROX™, CAL Fluor Red 610+, Cy3.5, Texas Red, Alexa Fluor 568~
BE0nm | CyS', Quasas 670, Alexa Fluor 633

710hp | Quagar705* . Alewa Fluo 680

510nm  [SYTO 9%, EvaGireen'’

Hinh 27. Thu nhan & bwéc chu ky 60°C. 1 = Kénh da chon; 2 = “OK”.
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11. Danh diu bwdc thir ba va nhap vao - dé x6a. Nhap vao OK (Hinh 28).

1 Edit Profile X
@, 8 W @
Newr Open  Save As Help
135 complete. The the nun 1o be pedosmed :
Chick on & cycle below bo modify i :

Hold Iricest aftex
Ingert befors..
Femove

Thiz cycla speals 40 | Beme{s]
Click o one of the theps . o - sdd shape for this cpcle.
Tined Step =
7ac
20 second: \1

S fou 30 secs

Acgpang o Cyclng 8
on Green a‘

™ Long Rarge
I Touchdown

ﬁ
&
| L

B foe 60 et

| > B 3

Hinh 28. Loai bé bwé'c mé rong. 1 = Buwdc thiv ba; 2 = Xéa; 3 = “OK”.

12. Trong hop thoai tiép theo, nh&p vao Gain Optimisation (Téi wu hoa khuéch dai)
(Hinh 29).

New Run Wizard

ERTE available setfings.

Channel Setup :

Mame | Source | Detector Ge'm[ Create New... |
Green  470nm  510nm
“rellow 530nm  555nm
Orange  585nm  610nm
Red B25nm  BEOnm
Crimson  680nm  F10hp
HRM 480nm  510nm

~ N maoa
m
<
ol I
! E

Gain Optimisation.. | | 1

Skipwizad | <<Back | New» |

Hinh 29. Gain Optimisation (Téi wu héa khuéch dai) (1).
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13. Nhép vao Optimise Acquiring (T6i wu héa thu nhan). Cai dat kénh dwoc hién thj cho
méi kénh. Nhap vao OK dé chép nhan céc gia tri mac dinh nay cho ca hai kénh.
(Hinh 30).

Auto-Gain Optimisation Setup (x|

Optimisation :
Auto-Gan Optimisation will read the flucresence on the inserted sample at
L different gain levels urtil it finds one at which the fluorescence levels are
. plable. The range of flue you are looking for depends on the

chemistry you are performing.
Set temperature to I j degrees.

: Channel Settings :

Chaniree!

- TubePoston:  [1 =]
Taiget Sample Range: |6 ﬂﬂwto 10 ﬁFl

Acceplable GainRange: [10 = 1[I0 =

i

|  Manwal. |  Cose | Hep |

Hinh 30. T6i wu héa khuéch dai tw dong cho kénh Green. 1 = “Optimise Acquiring” (Téi wu hoéa thu nhan); 2 =
“OK”.
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14. Banh dau vao 6 Perform Optimisation before 1st Acquisition (Thwc hién toi wu hoa
trwéc khi thu nhan 1an 1), sau d6 nh&p vao Close (Péng) dé quay lai trinh huwéng dan
(Hinh 31).

Auto-Gain Optimisation Setup @
Oplimisation :
G Auto-Gain Optimization will read the fluorezence on the nseited sample at
'-N-\\\E' different gain levels untd it finds one at which the fluorescence levels are

acceptable. The range of fluorescence you are looking for depends on the
chemisty you ate perfoiming.

Set temperature to j degress,
Optimise Al | Oplimise Acquiing |

[ Pesform Optimisation At 60 Degrees At Beginning Of Run

Channel Settings

| T
Mame | Tube Position | Min Reading | Max Reading | Min Gain | Max Gain Edt. |
Green 1 5Fl 10F1 10 10

Yellow 1 5FI 101 0 10 _ Bemove |

Femove A |

£

e (o J—e—t— 2

Hinh 31. Lwa chon cac kénh Green va Yellow. 1 = hop kiém “Perform Optimisation Before 1st Acquisition” (Thuwc
hién tdi wu hoa trwdc khi thu nhan 1an 1); 2 = “Close” (Béng)
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15. Nhép vao Next (Tiép theo) (Hinh 32). Nhap vao Save Template (Lwu mau) dé lwu mau
therascreen EGFR RGQ PCR Kit (tép *.ret) vao vi tri thich hop.

New Run Wizard

Temperature Profile : (This bo displays
help on elements in
the wizard, For help
on an item, hover
your mouse over the
item for help. Y'ou
can ako click on a
combo box to dsplay
help about its
available sette

Edit Profl .. —

Channel Setup :

Mame | Source | Detector | Gan | Create New... |

Green  470nm  510nm 5

Yelow 53m  5%rm 5 _ e |

Orange  585hm  B10nm 5 Edit Gain..,

Red E28nm  BEOnm 5 _I

Crmson  680rm 710k 7 Remove

HRM 460nm  510nem 7

Reset Defavits
skpwizard | <cgack ([ Newr> Jm—— 1

Hinh 32. “Next” (Tiép theo) (1).
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Quy trinh (Thua cdng)

Giao thirc: Danh gia mau (Tha céng)

Giao thirc ndy dwoc str dung dé danh gia tdng s6 DNA c6 thé khuéch dai trong cac mau va

can dwoc thuye hién trwdc khi phan tich dét bién EGFR.

Chuén bi cac mau nhw mb ta trong phan Giao thirc: Danh gia mau, dén buéc 11.
Thiét 1ap 1an chay PCR trén dung cu Rotor-Gene Q MDx 5plex HRM nhw dwgc mo ta
trong phan Giao thic: thiét lap therascreen EGFR RGQ PCR Kit Rotor-Gene Q.

Sau khi 1an chay hoan tat, phan tich di¥ liéu theo hwéng dan trong phan Phan tich div

liéu danh gia méau.

Giao thirc: Phat hién dot bién EGFR (tha cong)

Khi da qua qua trinh danh gia mau, mau cé thé dwoc xét nghiém dé phat hién dot

bién EGFR.

Chuén bi cac mau nhw mb ta trong phan Giao thirc: Phat hién dot bién EGFR, dén
buéc 11.

Thiét Iap 14n chay PCR trén dung cu Rotor-Gene Q MDx 5plex HRM nhu dwoc mo ta
trong phan Giao thtrc: thiét Iap therascreen EGFR RGQ PCR Kit Rotor-Gene Q.

Sau khi 14n chay hoan tat, phan tich di¥ liéu theo hwéng dan trong phan Phan tich phat
hién dot bién EGFR.

84
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Giao thtre: thiét 1ap therascreen EGFR RGQ PCR Kit Rotor-Gene Q

Quy trinh
1. M& phan mém dong Rotor-Gene Q phién ban 2.3.5 tr& 1&n va mé bién dang nhiét d6
clia therascreen EGFR RGQ PCR Kit phu hop (tép *.ret).
Dé biét hwéng dan vé cach tao bién dang nhiét do va kiém tra cac thong sé lan chay,
hay xem Giao thirc: Tao bién dang nhiét dé.
2. Bam bao réng da chon dlng réto va chon hop Locking Ring Attached (P4 gan Vong
khéa). Nhap vao Next (Tiép theo) (Hinh 33).

New Run Wizard ﬁ__(

Welcome to the Advanced Run Wizard!

Rotor Type

B-i'ell Blo

Skip Wizard | || Mest >> |

Hinh 33. Hop thoai “New Run Wizard” (Trinh hwéng dan 1an chay méi) va man hinh chao mirng. 1 = “Rotor
type” (Loai réto); i .
2 = hop “Locking Ring Attached” (Ba gan Vong khoéa); 3 = “Next” (Tiep theo).
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3. Nhap tén clia ngudi van hanh. Thém bét ky lwu y nao, xac minh réng thé tich phan
&ng dwoc dat thanh 25 va trweeng Sample Layout (B cuc mau) chira gia tri 1, 2, 3....
Nhép vao Next (Tiép theo) (Hinh 34).

New Run Wizard F§|

Thiz box dizplays
help on elements in
the wizard. For help

. on an item, hover
Operater: I|N'&ME I_ 1 _f,tlour meEST 0\\;&[ the
item for help. Yiou
can also click on a
combo box bo display
help about itz
available settings.

This zcreen displays mizcellaneous options For the run. Complete the fields,
clicking Mext when you are ready to move to the next page.

Motes :

Reaction x| = 3

“Wolurme [pL]:

Sample Lapout : ||1,2, 3. L|_4

5
Skip'wizard | << Back I Mest »> |

Hinh 34. Man hinh tuy chon “New Run Wizard” (Trinh hwéng dan 1an chay méi). 1 = “Operator” (Ngudi van
hanh); 2 = truong “Notes” (Luu y); 3 = “Reaction Volume” (Thé tich phan (rng); 4 = trwdng “Sample Layout” (B cuc
mau); 5 = “Next” (Tiép theo)

Lwu y: Cira s tiép theo cho phép chinh sira bién dang nhiét do. (Khéng can chinh slra
vi bién dang nhiét dé da duoc tao theo hwdng dan trong Giao thire: Tao bién dang
nhiét do)
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4. Nhép vao Next (Tiép theo) (Hinh 35).
New Run Wizard r5__<|

Temperature Profile : This bew displays
help on elements in
the wizard. For help

on an item, hover
your mouse aver the
itemn far help. You
cah alzo click on a
conbo box ta display

help about itz
available settings.

Edit Profile ...

Channel Setup :

Marne | Source | Detector | Gait | Create New... |

Green 470nm  510nm Edit

“ellow 530nm  555nm

Orange  5885hm  B10nm Edit Gain...

Red E28nm  BEOnm

Crimzon  B80nm  710hp Remove

HRM 460nm  510nm Feset Defaults

:
Skip'wizard | << Back || DNewt > > |

Hinh 35. Hop thoai “New Run Wizard” (Trinh hwéng dan 1an chay méi) va man hinh chinh sira nhiét do (1 =
“Next” (Tiép theo)).

=~ N
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5. Xac minh ban tém tat va nhap vao Start Run (B4t dau chay) dé lwu tép 1an chay va bét
d4u chay (Hinh 36).

New Run Wizand FZ|

Summary :

S etting | Yalue

Green Gain &

‘ellow Gain 5

Auto-Gain Optimization Before First Acquisition

Fatar 724/ el Rator

Sample Lapout 1,23,

Reaction Yolume [in microliters] 25 1

| Start Run |
Once you've confirmed that your n settings are conect, click Stark Run to Save Template
begin the mn. Click Save Template to save settings for future runs.
Skipwizad | << Back |

Hinh 36. Hop thoai “New Run Wizard” (Trinh hwéng dan 1an chay méi) va man hinh tém tét (1 = “Start Run”
(Bat dau chay)).

6. Thwc hién mot trong cac bwdc sau trén ctra sd mai xuét hién sau khi 14n chay bat dau:
® Nhap tén mau.
® Nhép vao Finish (Két thic) va nhap tén mau sau. Dé thwc hién viéc nay, chon
Sample (M&u) trong khi chay ho&c sau khi 14n chay hoan tat.
Quan trong: Néu ban nhap vao Finish and Lock Samples (Két thic va khéa mau), ban
khong thé chinh stra t&én mau niva. Ban nén déc biét lwu y khi nhap tén mau dé dam
b&o viéc xét nghiém va phan tich mau chinh xac.
Lwu y: Khi d&t tén cho mau, nén dé tréng cac trwdng cho bng trong trong cot “Name”
(Tén).
7. Sau khi 14n chay hoan tat, phan tich di¥ liéu theo cac phan Phan tich di liéu danh gia
mau hodc Phan tich phat hién dot bién EGFR, néu thich hop.
8. Néu can bao cao dinh lvgng, nhap vao biéu twong Reports (Bao cao) trén thanh cong

cu trong tép l&n chay Rotor-Gene Q.
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9. Trong trinh duyét bdo cdo, nh&p vao Cycling A Green (trang 1) trong “Report
Categories” (Danh muc bao cao) (Hinh 37).

- Report Categories ~ Templates

gl
e . "S0TV Report
- Cycling A, Green [Page 1

- Cycling & Yellow [Page 1]

Hinh 37. Trinh duyét bao cao (1 = “Cycling A. Green [Trang 1]”).

10. Chon Quantitation (Full Report) (Binh lwgng (Béo cdo day da)) trong “Templates”
(MAu) (Hinh 38).

Report Browser

I ~ Repart Categories : i Templates |
o [General) i+
&- Quantitation
Cycling & Green (Page 1) 1
i Cycling A ¥ellow [Page 1)

Quantitation (Concise)

Quantitation (Full Report)

% Quantitation (Standard Report)

Coee_|

Hinh 38. Bao céo dinh lwgng (Bao cao day du) (1).
11. D& tao bao cdo, nhap vao Show (Hién thi).
12. Nhép vao Save As (Lwu duéi dang) dé Iwu phién ban dién ti.

13. Lap lai d6i v&i Cycling A Yellow (Trang 1).
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Gii thich Két qua (Thua cdng)

Sau khi chay therascreen EGFR RGQ PCR Kit (@& danh gia mau DNA hoac phan tich dot
bién EGFR), phan tich di¥ liéu theo cac quy trinh sau:

Cai dat phan mém dé phan tich

Phan tich danh gia mau DNA (thi cong)

Lwu y: Xem Bang 4 dé biét b cuc bng.

Phan tich phat hién dét bién EGFR (thi c6ng)
Lwu y: Xem Bang 7 dé biét b6 cuc bng.

Cai dat phan tich phan mém

. M& tép 1an chay thich hop (*.rex) bédng phdn mém dong Rotor-Gene Q phién ban 2.3.5

tré 1én.

. Néu mau khoéng dwoc dat tén trwde khi thwe hién 14n chay, nhap vao Edit Samples

(Chinh stra mau).

. Chén tén m&u vao cot Name (Tén).

Lwu y: D& tréng tén cta bat ky dng rdéng nao.

. Nh&p vao Analysis (Phan tich). Trén trang phan tich, nh&p vao Cycling A Yellow dé

kiém tra kénh Yellow (HEX).

. Nhé&p vao Named On (C6 tén trén).

Lwu y: Diéu nay dam bao réng cac éng réng khdng c6 trong phan tich.

. Chon Dynamic tube (Ong déng).
. Chon Slope correct (D6 déc chinh xac).

. Chon Linear scale (Ty l& tuyén tinh).
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10.
11.
12.
13.
14,
15.
16.

17.

. Chon Take Off Adj (Diéu chinh diém xuét phat) va nhap cac gia tri 15.01 (15,01) vao

hép trén cuing (“If take off point was calculated before cycle” (Néu diém xuét phat dwoc
tinh trwée chu ky)) va 20.01 (20,01) trong hdp dwdi cung (“then use the following cycle
and take off point” (sau d6 st dung chu ky sau va didm xuét phat)).

D&t ngwdng & 0.02 (0,02) va kiém tra cac gia tri Cr ctia kénh Yellow (HEX).
Trén trang phan tich, nhap vao Cycling A Green dé xem kénh Green (FAM).
Chon Named On (C46 tén trén).

Chon Dynamic tube (Ong déng).

Chon Slope correct (D6 déc chinh xac).

Chon Linear scale (Ty & tuyén tinh).

Chon Take Off Adj (Didu chinh diém xut phat) va nhap 15.01 (15,01) vao hop trén
cung (“If take off point was calculated before cycle” (Néu diém xuét phat dwoc tinh
trwée chu ky)) va 20.01 (20,01) trong hép dwdi cung (“then use the following cycle and
take off point” (sau d6 st dung chu ky sau va diém xuét phat)).

D&t ngwéng & 0.075 (0,075) va kiém tra cac gia tri Ct clia kénh Green (FAM).
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Phan tich d¥ liéu danh gia mau

Sau khi két thic 1an chay danh gia mau DNA, tham khao phan Cai dat phan tich phan mém

va phan tich di¥ liéu nhuw sau. (Xem Bang 4, trang 25 dé biét b6 cuc 6ng.)
Chay phan tich mau chirng
Mau chirng am

Dé& dam bao mau khéng bi nhiém ban, NTC khong dwoc tao gia tri Ct dwéi 40 trong kénh
Green (FAM).

Dé& dam bao réng 1an chay dworc thiét 1ap chinh xac, NTC phai hién thi mtc khuéch dai trong
khoang tir 29,85 dén 35,84 trong kénh Yellow (HEX). Cac gia tri dwoc chi dinh ndm trong
va bao gébm cac gia tri nay.

M3u chirng dwong

EGFR PC phai cho gia tri Ct trong kénh Green (FAM) trong khodng tir 28,13 dén 34,59. Gia

tri ndm ngoai khodng nay cho biét van dé thiét 1ap xét nghiém. Lan chay khéng thanh céng.

Lwu y: D liéu mau khéng dwoc s dung néu mau chirng dwong hodc am khéng thanh
cong.
Phéan tich mau

Néu cac mau chirng 1an chay danh gia mau DNA hop &, cé thé tién hanh phan tich. Gia tri
Ct mau chirng dbi v&i mot mau phai ndm trong khoang tir 23,70 dén 31,10 trong kénh Green

(FAM). Néu gia tri Ct cia mau ndm ngoai pham vi nay, huwéng dan sau sé duoc cung cap.

e Cr cla xét nghiém dbi chirng mau <23,70
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Cac mau co6 gia tri Cr clia mau ching <23,70 (ndng dd DNA cao) sé lam qua tai cac
xét nghiém dét bién va phai duwoc pha loang. Dé phat hién tirng dét bién & murc thap,
cac mau qua dam dic dwoc pha loang d& nam trong khodng Cr tir 23,70 dén 31,10.
Pha loang DNA m&u lam tang Cr (pha loéng theo ty & 1:1 lam tang gia tri Ct thém
khoang 1,0). Pha lodng mau béng nwéc dwgc cung cép trong bd dung cu (Nudc dé
pha loéng [Dil.]).

e Cr clia xét nghiém déi chirng mau >31,10
Nén tach chiét lai cac mAu c6 Ct clia mau chirng >31,10 trong kénh Green (FAM).
C6 mau DNA ban ddu khong da dé& phat hién tat ca cac dot bién EGFR & cac gia tri

ngwdng da néu cho xét nghiém.

Phan tich phat hién dot bién EGFR

M6t mau phai vwot qua danh gia mau DNA trwdce khi cé thé dwoc xét nghiém dé phat hién

dot bién EGFR (xem Phan tich di liéu danh gia mau).

Sau khi két thiic 14n chay phat hién dot bién EGFR, tham khao Cai d&t phan tich phdn mém

va phan tich di liéu nhw sau. (Xem Bang 7 dé biét bb cuc 6ng.)

Chay phan tich mau chirng

Tham khao so' d6 phan tich mau chirng 1an chay trong Hinh 39.
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Giati
FAM Cr ciia Mau
chirng am

FAM Cr c6 <40 khong? co

KHONG

HEX Cr c6 ndm trong
khoang tir
29,85 dén 35,84 khong?

Mau ching am Dat | «f—— CO KHONG

LAN CHAY THAT
BAI

Ong FAM
Cr ciia mAu ching 6 nam
trong khoang tir
28,13 dén 34,59 khong?

Giati
FAM Cr cia Mau
ching duong

Ong T790M FAM
Cr c6 nam trong khoang tir
30,22 dén 34,98 khong?

Ong FAM
o Cr M4t doan 6 nam trong

khoang tir
28,90 dén 34,90 khong?

KHONG KHONG KHONG

LAN CHAY THAT
BAI

LAN CHAY THAT
¥

KHONG KHONG KHONG

Ong L858R FAM
Cr c6 nédm trong khoang tir
29,97 dén 34,81 khong?

Ong L861Q FAM
Cr 6 ndm trong khodng tir
28,49 dén 34,02 khong?

Ong G719X FAM
Cr c6 nédm trong khoang tir
29,42 dén 34,19 khong?

Ong S768 FAM
Cr 6 ndm trong khodng tir
28,98 dén 35,19 khong?

co

co co

KHONG

LAN CHAY THAT
BAI

Ong
FAM Cr Thém doan c6 ném
trong khoang tir
7,92 dén 34,09 khong?

) 4

CO —Jp| Méu chirng duong Dat

Tién hanh phan tich mau )

Hinh 39. So d6 phan tich mau chirng 1an chay dé phat hién dot bién EGFR.

Mau chirng am

Dé dam bao mau khong bi nhiém ban, NTC cho mbi xét nghiém dét bién EGFR khéng dwoc
tao gia tri Cr dwdi 40 trong kénh Green (FAM).

D& dam bao réng 1an chay dworc thiét 1ap chinh xac, NTC phai hién thi mc khuéch dai trong
khoang tir 29,85 dén 35,84 trong kénh Yellow (HEX). Cac gia tri dwoc chi dinh ndm trong
va bao gdm céac gia tri nay.
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Mau chirng dwong
Déi v&i mbi xét nghiém dot bién EGFR PC phai cho gia tri Ct trong kénh Green (FAM) trong
khodng nhuw trinh bay trong Bang 16. Gia tri ndm ngoai khodng nay cho biét van dé thiét 1ap

xét nghiém. Lan chay khéng thanh céng.

Lwu y: D& liéu mau khong dwoc st dung ndu mau chivng 1an chay duwong hodc am khong

thanh céng.

Bang 16. Pham vi Cr chap nhan dwoc cho cac mau chirng dwong tinh véi phan trng (xét nghiém phat hién
dot bién EGFR)

H6n hop phan (rng Mau Kénh Pham vi ngwéng OCt
MA&u ching PC Green 28,13 dén 34,59
T790M PC Green 30,22 dén 34,98
Mét doan PC Green 28,90 dén 34,90
L858R PC Green 29,97 dén 34,81
L861Q PC Green 28,49 dén 34,02
G719X PC Green 29,42 dén 34,19
S768I PC Green 28,98 dén 35,19
Thém doan PC Green 27,92 dén 34,09

Phan tich mau — gia tri Ct kénh Green (FAM) ctia d6i chirng méu

Néu cac mau chirng duwong va am déi véi 1an chay phat hién dét bién EGFR hop 18, viéc
phat hién dot bién EGFR trong cac mau cé thé dwoc tién hanh.

Gia tri Ct cia mau chirng cho moét mau trong kénh Green (FAM) phai ndm trong khoang tir
23,70 dén 31,10. (Xem Bang 7 d& biét bb cuc éng.)

Néu gia tri Ct cGia dbi chixng mau ndm ngoai pham vi nay, hwéng dan sau sé dwoc cung cép.
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e Cr cla xét nghiém ddi chirng mau <23,70
Céc mau cd gia tri Cr clia mau chirng <23,70 (ndng d6 DNA cao) s& lam qua tai cac
xét nghiém dot bién va phai dwoc pha lodng. D& phat hién tivng d6t bién & murc thap,
cac mau qua dam dac dwoc pha lodng dé ndm trong khoang Cr tlr 23,70 dén 31,10.
Pha lodng DNA méu lam téng Cr (pha loang theo ty 1& 1:1 1am tang gia tri Ct thém
khoang 1,0). Pha lodng mau bang nwéc dwoc cung cap trong bd dung cu (Nwéc dé
pha loéang [Dil.]).

e Cr cla xét nghiém dbi chirng mau >31,10
Nén tach chiét lai cac mAu cé Cr clia mau chirng >31,10 trong kénh Green (FAM).
C6 mau DNA ban dau khoéng di dé phat hién tat ca cac dot bién EGFR & cac gia tri
ngw&ng da néu cho xét nghiém.

Tham khao so dd phan tich mau dé phat hién dot bién EGFR trong Hinh 40.
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Pha losng M3u  |€—— Mau Ylil;'t‘::u pha .

Bét dau Phat
hién dot bién

FAM Cr c6 <23,70
khong

FAM C ciia Xet nghigm
ching o6 nam trong khoang
123,70 dén

31,10 knong?

Gia tri FAM Cr clia
mau ching méu

FAM Cr 66 >31,10
knong

C6 bét ky gia tri
HEX Cy 86t bién nao

Cac gia tri HEX Cy
<29,85 khong?

ciia xét nghiém dot
bién méu

Mau khong dugc chira DNA
6 thé khuéch dai hogc co thé
chiva chét trc ch

FAM Cr clia dot bién
6 ném trong khodng tir

Céc gia i FAM Cr
00,00-40,00 khong?

clia xét nghiem dot

co
c

Ong duong tinh voi khuéch dai
FAM

v

‘Tinh toan gia tri DCT cho mdi ddt bién
DCT = Cr ca dot bién — CT ca méu

v

So sénh gia tri DCr v6i gié tri ngudng theo
a0t bién

Céc giati

HEX Cy clia xét

nghigm dot bién

méu ching ndi bd
mau

Xem Bang 17 trong s tay

Ong Khéng hop 1&

FEX Cr clia MAu ching ndi bo dgt
bién c6 ném trong khodng tir
29,85-35,84 khong

C6 bét ky gia tri DCr ndo
ném trong pham vi DCT duoc chi dinh cho xét
nghiém khong

M&u duong tinh va
Khong hop &

C6 phat hién bét ky a6t bién
EGFR nao khong?

KHONG.

Khéng phat hién dot bién M&u Khéng hop 1&

Phat hién dot bién EGFR
cho xét nghiém dot bién

Hinh 40. So d6 phan tich mau dé phat hién dot bién EGFR.
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Phan tich m&u — gia tri Cr kénh Yellow (HEX) cia m&u chirng ndi bd mau

Lwu y: Tham khao so dd phan tich mau dé& phat hién dét bién EGFR trong Hinh 40.

Tt ca cac dng ctia mbi mau phai dwoc phan tich. Kiém tra xem mdi ng c6 tao ra tin hiéu
HEX trong khodng tir 29,85 dén 35,84 t&» mau chirng ndi bo trong kénh Yellow (HEX) hay

khong. C6 3 két qua co thé xay ra.

e Néu Cr clia mau chirng ndi bd nam dwéi pham vi duwoc chi dinh (<29,85) dbi véi bat ky
xét nghiém dot bién nao, thi két qua khong hop 1& dbi véi khuéch dai kénh Yellow
(HEX). Khuéch dai kénh Yellow (HEX) cho éng d6 khéng hop 1é.

e Néu Cr clia mau chirng ndi bd ndm trong pham vi dwoc chi dinh (tr 29,85 dén 35,84),
thi két qua dwong tinh dbi véi khuéch dai kénh Yellow (HEX)

Khuéch dai kénh Yellow (HEX) cho éng hop 1&.

e Né&u Cr clia mau chirng ndi bd nam trén pham vi dwoc chi dinh (>35,84), thi két qua

am tinh déi véi khuéch dai kénh Yellow (HEX).

Néu c6 khuéch dai trong kénh Green (FAM) va [ICt cho phan (ng dé th4p hon hodc bang
ngwéng xét nghiém cho ng do, khuéch dai kénh Yellow (HEX) hop 1&. Néu c6 khuéch dai
trong kénh Green (FAM) cho 6ng d6 hodc gia tri [/Ct cao hon nguwdng xét nghiém, khuéch
dai kénh Yellow (HEX) khéng hop é.

Khuéch dai mau chirng noi bo trong kénh Yellow (HEX) cé thé bi 16i do trc ché PCR. Pha
lo&ng mau co thé lam gidm tac dung cla chét trc ché. Can lwu y rdng hanh dong nay ciing
lam loang DNA dich trong m&u. Pha loang mau bang nuwéc dwoc cung cap trong bd dung

cu (Nwéc dé pha loang [Dil.]).

Phan tich mau — gia tri Ct kénh Green (FAM) cla xét nghiém dot bién mau

Céc gia tri ctia kénh Green (FAM) cho ca bay hén hop phan (rng dot bién EGFR phai dwoc
kiém tra so v&i cac gia tri dwoc liét ké trong Bang 17. Cac gia tri dwoe chi dinh ndm trong va

bao gdm céc gia tri dwoc hién thi. (Xem Bang 7 d& biét bb cuc bng.)
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Bang 17. Cac gia tri chap nhan dwoc cho phan trng dét bién EGFR méu trong kénh Green (FAM) (xét nghiém
phat hién dot bién EGFR)

Xét nghiém Pham vi Cr Pham vi ngwéng OCt
T790M 0,00 dén 40,00 —10,00 = dén <7,40
Mét doan 0,00 dén 40,00 —-10,00 = dén <8,00
L858R 0,00 dén 40,00 —10,00 = dén <8,90
L861Q 0,00 dén 40,00 —10,00 = dén <8,90
G719X 0,00 dén 40,00 —-10,00 = dén <8,90
S768I 0,00 dén 40,00 —10,00 = dén <8,90
Thém doan 0,00 dén 40,00 —10,00 = dén <8,00

e Néu Cr cla kénh Green (FAM) cho mau ndm trong pham vi dwgc chi dinh, mau dwong
tinh v&i khuéch dai FAM.

e Néu Cr clia k&nh Green (FAM) cho m&u nam trén pham vi dwoc chi dinh, hodc khéng
c6 khuéch dai, mau am tinh v&i khuéch dai FAM.

Tinh gia tri OCt cho méi dng phat hién d6t bién EGFR dwong tinh véi khuéch dai FAM nhw
sau, dam bao rang cac gia tri Cr dot bién va mau chirng 14 tir cing moét mau. (Xem Bang 7

d& biét bb cuc 6ng.)
OCr = [gi4 tri Ct xét nghiém dot bién] — [gia tri Ct xét nghiém dbi chirng]

So sanh gia tri OCt ctia mau véi pham vi nguéng OCt cho xét nghiém duwoc dé cap

(Béang 17). Bam bao ap dung dung pham vi ngwéng [ICr.

Diém trén cta pham vi nguéng [IC la diém trén d6 tin hiéu dwong tinh cho mét xét nghiém
c6 thé do tin hiéu nén ctia mdi ARMS trén DNA kidu tw nhién gay ra. Néu gia tri ICt cla
mau cao hon pham vi nguéng [ICt cho mdt xét nghiém, mau dé dwoc phan loai 1a am tinh
hodc vuot qua gidi han phat hién clia bé dung cu cho xét nghiém do. Néu gia tri mau nam

dwéi bién dudi clia pham vi ngwéng [Cr, didu nay cé thé la do cac xao &nh huynh quang.
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Trang thai cia méi phan tng dot bién dbi véi mbi mau cé thé 1a maot trong nhivng trang
thai sau:

e Phat hién dot bién
e Khdng phat hién dot bién
e Khong hop &

Phat hién dét bién

Khuéch dai kénh Green (FAM) dwong tinh va gia tri CCt ndm trong pham vi ngwdng CICr.
Néu nhiéu dét bién dwoc phat hién véi mot mau, tat cd déu cé thé dwoc bao céo.

Khong phat hién dot bién
Khuéch dai kénh Green (FAM) dwong tinh va gia tri 1Cr cao hon pham vi nguwéng [ Cr.

Khuéch dai kénh Green (FAM) am tinh va khuéch dai kénh Yellow (HEX) (mau ching noi
bd) dwong tinh.

Khéng hop 1é
Khuéch dai kénh Yellow (HEX) (mau ching néi bd) khéng hop 8.

Khuéch dai kénh Green (FAM) am tinh va khuéch dai kénh Yellow (HEX) (mAu chirng ndi
bd) &m tinh.

Lwu y: Mot mau c6 thé am tinh véi khuéch dai kénh Yellow (HEX) trong mét éng nhuwng
dwong tinh véi khuéch dai kénh Green (FAM) trong éng the hai. Trong trwéng hop d6, két
qué “mutation detected” (phat hién doét bién) trong ng thir hai cé thé dwoc coi 1a hop 1&

nhwng dét bién cu thé dwoc xac dinh c6 thé khang phai la dat bién duy nhét ¢é trong mau do.
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DCr tinh toan ndm dwéi pham vi nguéng OCt va khuéch dai kénh Yellow (HEX) (m&u ching

ndi bd) ndm trong pham vi dy kién.
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Phu luc B: Cai dat therascreen EGFR CE Assay
Package

therascreen EGFR RGQ PCR Kit duoc thiét ké dé& s dung véi dung cu Rotor-Gene Q MDx
5plex HRM va 72-well rotor. therascreen EGFR CE Assay Package cé sin dé tai xubng tir
trang web s&n phdm therascreen EGFR RGQ PCR Kit Phién ban tai www.giagen.com. Diéu
hwéng téi Product Resources (Tai nguyén san phdm) > Supplementary Protocols (Giao thirc
bd sung) dé tai xudng géi xét nghiém. Géi xét nghiém bao gbm “therascreen EGFR CE
Control Run Locked Template” (Mau khéa Lan chay Déi chirng therascreen EGFR CE) va
“therascreen EGFR CE Locked Template” (Mau khoa therascreen EGFR CE).

Lwu y: therascreen EGFR CE Assay Package chi twong thich véi phan mém Rotor-Gene
Q phién ban 2.3.5 tr& [én. Dam bao cai d&t dung phién ban cta phan mém Rotor-Gene Q
trwée khi tiép tuc cai dat therascreen EGFR CE Assay Package. Néu dung cu Rotor-Gene
Q MDx cla ban dwoc cung cap cung véi phién ban phan mém cii hon, hay nang cap béng
cach tai xudng phan mém Rotor-Gene Q phién ban 2.3.5 tré 1&n tir trang san pham Rotor-
Gene Q MDx 5plex HRM (trong phan “Product Resources” (Tai nguyén san pham) trong
“Operating Software” (Phan mém van hanh)); xem www.qiagen.com/shop/automated-

solutions/pcr-instruments/rotor-gene-q-mdx/#resources.

Quy trinh

1. Tai xubng therascreen EGFR CE Assay Package tlr www.giagen.com va chuyén sang
thiét bi lwu trir USB khong c6 vi-rit.
Lwu y: G6i xét nghiém c6 sén trén trang web san pham therascreen EGFR RGQ PCR
Kit Phién ban 2. Di t&i Product Resources (Tai nguyén san phdm) > Supplementary
Protocols (Giao thirc bd sung) dé tai xuéng géi xét nghiém.

2. Cam thiét bj lwu trir USB vao may tinh dwoc két ndi véi dung cu Rotor-Gene Q MDx
5plex HRM.
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3. Tim tép therascreen EGFR CE Assay Package.

4. Nhép chudt phai vao therascreen EGFR CE Assay Package, sau d6 chon Extract all
(Giai nén tat ca) dé giai nén tép.

5. Nh&p dup vao therascreen_EGFR_CE_Assay_Package_3.0.6.exe dé bat dau cai
dat.
Néu khéng, dinh vi va khéi dong tép thyc thi nay béng trinh duyét tép trén may tinh
dwoc két nbi.

Trinh hwéng dan thiét 1ap therascreen EGFR CE Assay Package s& mé ra.

6. Nha&p vao Next (Tiép theo) dé tiép tuc (Hinh 41).

13 Setup - Rotor-Gene Q therascreen EGFR CE Assay Package 1=

Welcome to the Rotor-Gene Q
therascreen EGFR CE Assay
Package Setup Wizard

This will install Rotor-Gene Q therascreen EGFR CE Assay
Package 3.0.5 on your computer.

It iz recommended that you close all other applications befare
continuing

Click Mest to continue, or Cancelto exit Setup.

[ Mo = Canesl

Hinh 41. Hop thoai “Setup Wizard ” (Trinh hwéng dan thiét lap) (1 = “Next” (Tiép theo)).
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7. Boc Thda thuan Cap phép trong hdp thoai va chon | accept the agreement (T6i chap
nhan thda thuan). Nhap vao Next (Tiép theo) dé tiép tuc (Hinh 42).
Qua trinh thiét 1ap b4t dau tw dong.

18) Setup - Rotor-Gene Q therascreen EGFR Assay Package ol it

License Agreement
Please read the following important information before continuing.

Please read the following License Agreement. You must accept the terms of this
or 1t before c ing with the install

Licence Agreement -

1. In the following "Qiagen™ refers to Qiagen GmbH and its affiliated companies and £
"Software” means the programs and data supplied on this physical medium (eg. CD-
ROM) or over the Intemet with these condtions. (If you are unsure of any aspect of
this agreement or have any questions they should be emailed to

support @giagen.com.) The Software and any accompanying documentation have
Ibeen developed entirely at private expense. They are delivered and licensed as
“commercial computer software”.

2. Licence

[ <gaok [ tea> ][ conce ]

Hinh 42. Hop thoai “License Agreement” (Théa thuén Cép phép). 1 = “l accept the agreement” (T6i chap nhan
thda thuan); 2 = “Next” (Tiép theo)

104 S6 tav therascreen EGFR RGO PCR Kit 06/2020



8. Sau khi cai dit xong, nhép vao Finish (Két thuc) trong hop thoai Setup Wizard (Trinh
hwéng dan thiét 1ap) cudi cling (Hinh 43).

P ~
j5) Setup - Rotor-Gene Q therascreen EGFR Assay Package l_l_l_,'[c‘ L=

Completing the Rotor-Gene Q
therascreen EGFR Assay Package
Setup Wizard

Setup has finished installing Rotor-Gene Q therascreen EGFR
Assay Package on your computer. The application may be
launched by selecting the installed icons

Click Finish to exit Setup

&

Hinh 43. Hoan thanh trinh hwéng dan thiét 1ap (1 = “Finish” (Két thuc)).

9. Kh&i dong lai may tinh.
Céc phim tat cho ca “therascreen EGFR CE Control Run Locked Template” (M&u khoéa
Lan chay ddi chirng therascreen EGFR CE) va “therascreen EGFR CE Locked
Template” (Mau khoa therascreen EGFR CE) dwoc tao ty ddng va xuét hién trén man
hinh nén (Hinh 44).

tJ @
therascreen EGFR CE therascreen EGFR CE

Cantral Run Locke Locked Template
Template

Hinh 44. Cac biéu twong EGFR CE Control Run Locked Template (Mau khéa Lan chay Déi chirng EGFR CE)
va EGFR CE Locked Template (Mau khéa EGFR CE).
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Thong tin lién hé

D& duoc hd tro k§ thuat va biét thém thong tin, vui 16ng xem Trung tam H tro K§ thuat cia
chung t6i tai www.giagen.com/Support, goi 00800-22-44-6000, hoac lién hé véi mét trong
cac B6 phan Dich vy Ky thuat clia QIAGEN hodc cac nha phéan phdi dia phwong (xem bia

sau hodac truy cap www.qiagen.com).
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Thong tin DBat hang

San phadm Thanh phan S6 catalog
therascreen EGFR RGQ PCR Cho 24 phan (ng: Xét nghiém déi 874111
Kit (24) chirng, 7 Xét nghiém dét bién, Mau

chirng duwong, Tag DNA

Polymerase, Nwéc cho NTC va

Nuwdc dé pha lodng mau
therascreen EGFR Assay Gaéi giao thirc phdn mém dé sty Tai xubng
Package dung v&i therascreen EGFR RGQ

PCR Kit va dung cu QIAGEN

Rotor-Gene Q MDx 5plex HRM
QlAamp DNA FFPE Tissue Kit
QlAamp DSP DNA FFPE Cho 50 Ian chuén bj DNA: Cot 60404
Tissue Kit (50) QlAamp MinElute®, Proteinase K,

Chét dém va Collection Tubes (2 ml)
QlAamp DNA FFPE Tissue Kit ~ Cho 50 lan chudn bj: 50 QlAamp 56404
(50) MinElute Columns, Proteinase K,

Chéat dém va Collection Tubes (2 ml)

Rotor-Gene Q MDx 5plex HRM va cac phu kién
Rotor-Gene Q MDx 5plex HRM May luan nhiét real-time PCR va bd 9002033
System phan tich High Resolution Melt v&i

5 kénh (xanh 14, vang, cam, dé, dé
thAm) coéng v&i kénh HRM, may tinh
xach tay, phan mém, phu kién, bao
hanh 1 nam ddi v&i cac bd phan va
nhan céng, cai dat va dao tao
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San phadm Thanh phan S6 catalog

Rotor-Gene Q MDx 5plex HRM May luan nhiét real-time PCR va bd 9002032
Platform phan tich High Resolution Melt v&i

5 kénh (xanh 14, vang, cam, dé, dé

thAm) coéng v&i kénh HRM, may tinh

xach tay, phan mém, phu kién: bao

gdm bdo hanh 1 nam déi véi cac bo

phan va nhan cong, khéng bao gém

cai dat va dao tao

Loading Block 72 x 0.1ml Tubes  Khéi nhém cho thiét 1ap phan trng 9018901
thl céng vé&i pipet mot kénh
72 x6ng 0,1 ml
Strip Tubes and Caps, 0.1ml 250 que ctia 4 éng va nép cho 981103
(250) 1000 phan &ng
Strip Tubes and Caps, 0.1ml 10 x 250 que clia 4 6ng va nép cho 981106
(2500) 10.000 phan trng

D& biét thong tin cap nhat vé cip phép va tuyén b tir bé trach nhiém cu thé theo san pham,
xem sb tay hodc hwéng dan st dung bo dung cu QIAGEN twong trng. Sé tay va huwong dan
st dung bd dung cu QIAGEN c6 sdn tai www.qiagen.com hodc cé thé dwoc yéu cau tir Bo
phan Dich vu K§ thuat cia QIAGEN ho&c nha phan phéi tai dia phwong cta ban.
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Lich str Stra ddi Tai liéu

Ngay

Stra dbi

Ban stra ddi 5, thang 1
nam 2019

Ban stra doi 6, thang 10
nam 2019

Ban stra ddi 7, thang 6
nam 2020

B6 sung Dai dién dwoc Gy quyén (bia trwdc).
P4 cap nhat phan “Biéu twong’.

Thay dbi nha san xuat hop phap (trang bia)

Biéu chinh tén dung cu tir Rotor-Gene Q MDx thanh Rotor-Gene Q MDx 5plex
HRM dé phu hgp véi tén trén nhan dung cu

D4 thém diéu kién bao quan thudc thir vao phan Bao quan va X ly Thube thir
P4 cap nhat Bang 1 dé thém lwu y v& viéc loai bd COSM6254 khéi co sé dir liéu
COSMIC

P4 cap nhat phan Han ché véi théng tin lién quan dén xét nghiém méat doan exon
19 va xét nghiém L858R

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

D4 cap nhat sb phién ban clia EGFR Assay Package tir 3.0.5 1én 3.0.6

D4 cap nhat cac tham chiéu dén phan mém RGQ phién ban tir 2.3 [én 2.3.5 tré 1én
D4 cap nhat Bang 9 va 17 dé trién khai cac pham vi nguéng méi va diéu chinh tat
ca cac mo ta lién quan cho phul hop (trong toan bo sb tay)

Da cap nhat tat ca cac chuong ciia Giao thirc dé dua thong tin vé tam quan trong
cla viéc t'r(f)n‘vao cac phén'Nhl"mg diém quan trong trwée khi bat dau; dé' danh dau
cac chi tiét yé viéc trén & tat ca cac budc tron; Da thém cac bwdce tron bat cr khi
nao can thiét

Da thém nhan MUTATION_EARLY_Cr vao Bang 8

D4 xda tht ca cac tham chiéu dén CD va thay thé bng thong tin tai xubng
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Théa thuan Cap phép Gidi han cho therascreen EGFR RGQ PCR Kit
Viéc st dung san phdm nay biéu thj thda thuan clia bat ky ngwdi mua hodc ngudi ding san pham nao véi cac didu khoan sau:

1.

o rwN

San pham chi co thé duoc sui dung theo céc giao thirc dwoc cung cap kém theo san pham va s tay nay va chi duoc st dung voi cac thanh phan co trong
bang. QIAGEN khong cap gidy phép theo bét ky tai san tri tué nao dé st dung hodc két hup cac thanh phan kém theo clia bang nay Vi bét ky thanh phan
nao khéng cé trong bang trir khi dwore mo ta trong cac giao thirc dwoc cung cap cung Vi san pham, sb tay nay, va céc giao thirc bd sung co san tai
www.giagen.com. Mét s6 giao thirc b6 sung nay da dwoc ngwdi dung QIAGEN cung cép cho nguoi dung QIAGEN. Cac giao thire nay chua duoc kiém tra
hay ti wu héa k¥ lwéng béi QIAGEN. QIAGEN khang bao hanh chiing ciing khdng dam béo réing chting khdng vi pham céc quyén clia bén ther ba.

Ngoai céc gidy phép dugc néu rd rang, QIAGEN khdng bao dam réing bang nay va/hodc (cac) cdng dung clia nd khéng vi pham cac quyén cla bén tht ba.
Bang nay va céc thanh phan ciia bang duoc cip phép sir dung mét 1an va khong duwoc tai st dung, tan trang hoc ban lai.
QIAGEN dac biét tir chdi bat ky gidy phép nao khac, duoc thé hién rd rang hoac ngu ¥ ngoai nhiing gidy phép duoc néu.

Nguoi mua va ngu'm dung bang nay dong y khong thic hién hogc cho phép bét ky ai khac thuc hién cac budc co thé dan dén hoac tao diéu kién cho bat ky

hanh vi ndo bj cam & tren QIAGEN c6 thé thuc thi cac Iénh cdm clia Théa thuan Cap phép Han ché nay tai bat ky Téa &n nao va sé thu hdi tat ca cac chi phi
diéu tra va Toa 4n, bao gdm phi luat su, trong bét ky hanh dong nao dé thuc thi Théa thuan Cap phép Gidi han nay hoic bét ky quyén s& hitu tri tué nao lién
quan dén bd kit va/hodc céc thanh phan cia né.

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

Nhan hiéu: QIAGEN®, Sample to Insight®, QlAamp®, MinElute®, Rotor-Gene®, Scorpions®, therascreen® (Tap doan QIAGEN); FAM™, HEX™ (Thermo Fisher
Scientific Inc.); GIOTRIF® (Boehnnger Ingelheim), IRESSA® (Tap doan AstraZeneca). Céc tén, nhan hiéu, v.v. da dang ky duoc st dung trong tai liéu nay, ké ca khi
khéng dwoc danh dau cu thé nhw vay duoc coi la dugc bao vé vé phap ly.

Iljerascreen EGFR RGQ PCR Kit la bd dung cu chén doan dwoc danh dau CE theo Chi thj Chan doan Trong 6ng nghiém cta Chau Au 98/79/EC. Khéng c6 sén tai
tat ca cac nwéc.

1121935 06-2020 HB-1909-007 © 2020 QIAGEN, t&t ca quyén dwoc bao Iwu.
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