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Muc dich St dung

therascreen® KRAS RGQ PCR Kit Ia mét xét nghiém real-time PCR dinh tinh d& phat hién
7 d6t bién sinh dwéng trong codon 12 va 13 clia gen gay ung thw KRAS & nguoi béng cach
st dung dung cu Rotor-Gene Q MDx 5plex HRM. B6 dung cu nay duoc str dung véi DNA
tach chiét tv cac mau cb dinh formalin, gan parafin (Formalin-Fixed Paraffin Embedded,
FFPE) ctia cac mau ung thw dai trwc trang (Colorectal Cancer, CRC) hodc ung thw phéi
khong té bao nhé (Non-Small Cell Lung Cancer, NSCLC) c6 dwoc bang cach cét bd, sinh
thiét kim 16i (Core Needle Biopsy, CNB) hodc choc hut béng kim nhé (Fine Needle Aspiration,
FNA).

Dét bién sinh dwédng trong gen KRAS Ia chi d4u sinh hoc mang tinh dw doan kha nang khang
lai cac liéu phap hwéng téi yéu tb téng trwdng biéu bi (Epidermal Growth Factor, EGFR) &
ngwdi nhw panitumumab va cetuximab dé didu tri CRC. therascreen KRAS RGQ PCR Kit
cling nham hd tro xac dinh bénh nhan NSCLC dé diéu trj bang sotorasib (LUMYKRAS®)
dwa trén két qua phat hién dot bién KRAS G12C.

Dét bién sinh duéng trong gen KRAS ciing c6 thé dwoc chi dinh 1a chi d4u sinh hoc mang

tinh dw doan dé dwa ra quyét dinh diéu tri cho mot sé liéu phap NSCLC khac.

Trang thai dot bién cGa bénh nhan sé duwgc bac si 1am sang xem xét ciing véi cac yéu té
bénh khac dé dwa ra quyét dinh didu tri. Khdng nén chi dwa vao trang thai dot bién KRAS

dé& dwa ra quyét dinh diéu tri cho bénh nhan ung thw.

Khéng dung therascreen KRAS RGQ PCR Kit dé chan doan CRC, NSCLC hodc b4t ky bénh
nao khac.

therascreen KRAS RGQ PCR Kit Ia thiét bi y t& chan doan trong dng nghiém.

therascreen KRAS RGQ PCR Kit danh cho nhan vién dwgc dao tao trong moéi treéng phong

thi nghiém chuyén nghiép str dung.
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Tom tat va Gidi thich

Cac dot bién trong gen gay ung thuw KRAS thudng dwoc tim thdy trong bénh ung thu &
nguwdi (1-4). S& dung cong nghé ARMS® (Hé thdng Dot bién Khang Alen) va Scorpions®
(5, 6), therascreen KRAS RGQ PCR Kit cho phép phat hién 7 dét bién trong codon 12 va
13 clia gen gay ung thu KRAS dua trén nén DNA bd gen kiéu tw nhién (Bang 1). Dya trén
dir liéu trong co s& dir liéu COSMIC (2015 v72), 7 d6t bién dwoc therascreen KRAS RGQ
PCR Kit phat hién chiém >95% tdng sé dot bién KRAS dwoc bao cao & bénh nhan CRC va
>88% tdng s ddt bién dwoc béo cédo & bénh nhan NSCLC (7).

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

Dot bién Thay déi base ID COSMIC*
GLY12ALA (G12A) GGT>GCT 522
GLY12ASP (G12D) GGT>GAT 521
GLY12ARG (G12R) GGT>CGT 518
GLY12CYS (G12C) GGT>TGT 516
GLY12SER (G12S) GGT>AGT 517
GLY12VAL (G12V) GGT>GTT 520
GLY13ASP (G13D) GGC>GAC 532

* Céc ID COSMIC dwoc Iy tir Danh muc céc D6t bién Sinh dudng trong Ung thur (7)
(www.sanger.ac.uk/genetics/CGP/cosmic).

Xét nghiém nay cé dé dac hiéu va do nhay cao, cho phép phat hién ty 1& phén tram DNA doét
bién th&p trén nén DNA kiéu tw nhién. Néu cé du cac ban sao DNA, c6 thé phat hién 0,8%

dot bién trén nén DNA b6 gen kiéu tw nhién.

therascreen KRAS RGQ PCR Kit dwoc str dung trong quy trinh phan (rng chudi polymerase
(Polymerase Chain Reaction, PCR). Lgi ich ctia bé dung cu nay la d6 dac hiéu vé&i dich cao,

nhanh va hiéu qua va xac dinh két qua moét cach khach quan.
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Nguyén ly cia Quy trinh

therascreen KRAS RGQ PCR kit st¥ dung 2 céng nghé — ARMS va Scorpions — dé phat

hién cac dot bién trong real-time PCR.

H&n hop phan (ng dot bién

MbGi hén hop phan (ng st dung mét doan mdi ARMS déc hiéu véi dot bién dé khuéch dai
c6 chon loc DNA dét bién, sau do la doan mdi Scorpions dé phat hién san pham khuéch dai.

ARMS

Khuéch dai dac hiéu véi alen dat dwoc nhd ARMS khai thac kha ndng clia Tag DNA
polymerase trong viéc phan biét giva base khdp va khong khép & dau 3' ciia doan méi PCR.
Khi doan mdi khép hoan toan, khuéch dai tiép tuc véi hiéu qua day da. Khi base 3' khéng
khép, chi cé thé xay ra khuéch dai nén mirc thdp. Do do, trinh tw ddt bién duwoc khuéch dai

¢6 chon loc ngay ca trong cac mau ma phan Ién DNA khéng mang dot bién.

Scorpions

Viéc phat hién khuéch dai dwoc thue hién béng cach st dung Scorpions. Scorpions la cac
phan t& hai chévc ndng cé chira doan mdi PCR dwoc lién két cong hda tri véi mot doan do.
Doan do két hop fluorophore carboxyfluorescein (FAM™) va chét thu nhan tin hiéu. Chét
thu nhan tin hiéu s& nhan tin hiéu huynh quang cta fluorophore. Khi doan do lién két véi
san pham khuéch dai ARMS trong qua trinh PCR, fluorophore va chét thu nhan tin hiéu sé

tach ra, dan dén tang lwong huynh quang cé thé phat hién.
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Binh dang bd dung cu
therascreen KRAS RGQ PCR Kit bao gdm 8 xét nghiém:

e 1 xét nghiém déi chirng (H6n hop Phan (rng MAu chirng [CTRL])

® 7 xét nghiém dot bién (12ALA, 12ASP, 12ARG, 12CYS, 12SER, 12VAL, 12ASP)

HbAn hop phan trng 1a hdn hop kép, chira thube thir cé nhan FAM dé phat hién cac dich va
thudc thir cd nhan HEX™ dé phat hién cac mau ching ndi. H6n hgp phan tng va thude thir
mau ching dwong chira chat dém Tris EDTA, con mau chirng dwong chira RNA chat mang
Poly A.

Xét nghiém

therascreen KRAS RGQ PCR Kit bao gdm mét quy trinh 2 bwéc. Trong bwéc dau tién, xét
nghiém ddi chirng duoc thue hién dé danh gia tdng s DNA KRAS c6 thé khuéch dai trong
mot mau. Trong bwéc thir hai, ca xét nghiém dét bién va xét nghiém dbi chirng déu dwoc
thuc hién dé& xac dinh c6 hay khong co DNA dot bién.

Phan (rng mau chirng

CTRL str dung doan mdi Scorpions va doan mdi khdng c6 nhan dé khuéch dai mét trinh tw
exon 4 ngan ctia gen KRAS. Phan trng mau chirng dwoc st dung dé& xac dinh xem cé mirc
DNA c6 thé khuéch dai phi hop trong mau hay khéng va 1a mét yéu td dwoc st dung trong
cac phép tinh phan tich d& xac dinh trang thai dot bién.

Xét nghiém dbi chirng

Xét nghiém déi chirng, dwoc dan nhan FAM, dwoc st dung d& danh gia tbng sé DNA KRAS
c6 thé khuéch dai trong mot mau. Xét nghiém déi chirng khuéch dai viing exon 4 cta gen
KRAS. Doan mdi va doan do Scorpion dwoc thiét k& dé khuéch dai doc lap véi bat ky hién
twong da hinh KRAS da biét nao.

8 Hwéng dan Str dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022



Xét nghiém dot bién

M®i xét nghiém dot bién chira mét doan do Scorpion dwgc dan nhan FAM va mot doan mdi
ARMS dé& phan biét gitra DNA kiéu tw nhién va DNA dot bién dac hiéu.

Mau chirng

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

Mau ching noi

M®Gi hdn hop phan (rng cé chira mdt mau chirng ndi ngoai phan (rng dich. Lbi chi ra rdng cé
thé c6 chéat trc ché dan dén két qua khong chinh xac hodc da xay ra 16i thiét 1ap clia nguoi
van hanh dbi véi 6ng d6. Néu mau chieng noi that bai la do trc ché PCR, viéc pha lodng mau
c6 thé lam gidm tac dung clia cac chét (rc ché. Tuy nhién, can Lwu y réng diéu nay ciing
lam lo&ng DNA dich. M6t 6ng nwéc pha loang mau (Dil.) dwoc cung cip kém theo bd dung
cu. Phai thyc hién pha loang mau b&ng céach st dung nwéc pha lodng mau (Dil.).

Mau chirng dwong

M&i I4n chay phai chira mét mau chirng dwong trong cac éng 1-5. therascreen KRAS RGQ
Kit chira M3u chirng dwong (Positive Control, PC) KRAS dugc st dung lam mau trong phan
rng mau chirng dwong. Cac két qua mau chirtng dwong sé dwoc danh gia d& dam bao réng

bd dung cu hoat ddng trong cac tiéu chi chép nhan da néu.

Mau chirng am

M&i Ian chay phai chira mét mau chirng &m (MAau chirng Khéng mau) trong cac 6ng 9-13.
therascreen KRAS RGQ PCR Kit chira Nwéc cho NTC (NTC) dwoc siv dung lam méu cho
Méu chirng Khéng mau. Mau chirng Khong mau duoc stiv dung dé danh gia kha néng nhiém

ban trong qua trinh thiét 1ap 1&n chay va dé danh gia hiéu néng cia phan trng mau chirng noi.
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Panh gia mau

St dung H6n hop Phan (rng MAu chirng (CTRL) dwoc cung cip cung véi therascreen KRAS
RGQ PCR Kit d& danh gia tng DNA KRAS c6 thé khuéch dai trong mét mau. Xét nghiém
dbi chirng khuéch dai ving exon 4 ctia gen KRAS. Chung téi khuyén cdo ban chi thiét lap
cac mau véi xét nghiém ddi chirng béng cach str dung MAu chirng dwong (Positive Control,

PC) KRAS lam m4u chirng dwong va Nwéc cho NTC lam M&u chirng Khéng mau.

Nén tang va phdn mém

therascreen KRAS RGQ PCR Kit dwoc thiét ké déc biét d& st dung véi dung cu Rotor-Gene
Q MDx 5plex HRM. C6 thé tai xuéng Phan mém Rotor-Gene Q va therascreen KRAS Assay
Package trén web tai www.giagen.com hoac trén dia CD riéng.

e Tham khao Cac vat tw yéu ciu nhwng khéng dwoc cung clp, trang 12, dé biét phan
mém RGQ twong thich va cac phién ban therascreen KRAS Assay Package.

e Tham khao huwéng dan s dung dung cu dé biét thong tin lién quan dén dung cu.

e Pé giam thidu cac théng bao 16i cho cac mau chirng va mau, can tuan thi nghiém
ngat Huwéng dan Str dung therascreen KRAS RGQ PCR Kit db6i vé&i viéc dat dung cu
Rotor-Gene Q MDx 5plex HRM theo Quy trinh Lap dat va yéu ciu cla dia diém.

e Tham khdo Phu luc 2: Cai dat therascreen KRAS Assay Package, trang 131, dé biét
hwéng dan vé cach cai dit Rotor-Gene Q therascreen KRAS Assay Package.

Dung cu Rotor-Gene Q MDx 5plex HRM phai dwoc bao tri cac yéu cau trong huéng dan sir

dung dung cu. Tham khao hwéng dan st dung dé biét thong tin lién quan dén dung cu.

Xem huwéng dan 1ap dat & Phu luc 2: Cai d&t therascreen KRAS Assay Package.
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Vat tw dwoc Cung cap

Thanh phan b6 dung cu

therascreen KRAS RGQ PCR Kit (24)

S6 danh muc 874011

S6 lwging chuan bj Nhan dang éng 24

Mau séc  Nhan dang Thé tich

Mau dé Control Reaction Mix 1 CTRL 2 x 600 pL
(Hon hop Phan trng Mau chirng)

Mau tim 12ALA Reaction Mix 600 pL
(H3n hop Phan tng 12ALA) 2 12ALA

Mau cam  12ASP Reaction Mix 600 pL
(H6n hop Phan (rng 12ASP) 8 12ASP

Mau 12ARG Reaction Mix 600 pL

héng (Hn hop Phan &ng 12ARG) & (AS

Mau xanh  12CYS Reaction Mix 600 pL

E] (Hn hop Phan tng 12CYS) 5 12CYS

Mau vang 12SER Reaction Mix 600 pL
(H8n hop Phan tng 12SER) g (228K

Mau xam  12VAL Reaction Mix 600 pL
(H8n hop Phan tng 12VAL) 7 T2VAL

Mau xanh  13ASP Reaction Mix 8 13ASP 600 pL

duong (Hon hop Phan trng 13ASP)

Mau be KRAS Positive Control 9 pC 250 pL
(Mau chirng dwong KRAS)

Mau bac  Taq DNA Polymerase Taq 80 uL

ha

Mau Water for NTC (Nwéc cho NTC) 1,9 mL

P NTC

trang

Mau Water for Sample Dilution (Nwéc Dil 1,9mL

trang dé Pha loang M&u) :

Sé tay therascreen KRAS RGQ PCR Kit (Tiéng Viét) 1
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Céc vat tv yéu cau nhung khdng duoc
cung cap

Khi lam viéc vé&i héa chét, ludn mang 4o choang phong thi nghiém, géng 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) phu hgp, c6 sén tir nha cung cip san pham.

Thubc ther

e QIAamp® DNA FFPE Tissue Kit (s6 danh muc 56404)
® Xylene

e FEthanol (96-100%)*

Vat tw tiéu hao

e DAu tip pipet vo triing c6 bo loc (dé tranh nhidm ban chéo, chung t6i khuyén ban nén st
dung dau tip pipet ¢ tAm chén sol khi)

e Ong ly tm nho vé trung dé& chuan bj hén hop chinh

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

Thiét bi

® 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)

e Phan mém Rotor-Gene Q phién ban 2.3.1 tré |én da cai dat KRAS Assay Package (phién
ban 3.0.3) dé phat hién doét bién ty dong)

* Khéng st dung rwou bién tinh, cé chiva cac chat khac nhw methanol hodc methylethylketone.
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Lwu y: C6 thé s dung phdn mém Rotor-Gene Q khéng c6 KRAS Assay Package dé
phat hién dét bién theo cach tha cong. Xem Phu luc 1: Quy trinh Thi cong therascreen
KRAS RGQ PCR Kit.

e BO tron nhiét*, may G quy dao néng, khéi gia nhiét hodc bén nwéc cé kha nang G & 56 °C
va 90 °C

e May ly tam trén ban mayt c6 ré-to cho éng 1,5 mL

e May xody trén ban mayt

e Pipet chuyén dung (c6 thé diéu chinh) dé chuan bi maut

e Pipet chuyén dung (c6 thé diéu chinh) d& chuan bi hdn hop chinh PCR*

e Pipet chuyén dung (c6 thé didu chinh) dé phan phéi DNA mau*

* Dam bao réng cac dung cu da dwoc kiém tra va hiéu chuan theo khuyén nghj clia nha san xuét.
1 Khéng st dung rwou bién tinh, cé chiva cac chét khac nhw methanol hodc methylethylketone.
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Canh bao va Phong ngira

Duing cho muc dich st dung chdn doan trong éng nghiém

Dé st dung vé&i dung cu Rotor-Gene Q MDx 5plex HRM

Dé st dung v&i QlAamp DNA FFPE Tissue Kit

Théng tin an toan

Khi lam viéc v&i hoa chét, lubn mang 4o choang phong thi nghiém, géng tay diing mét 1an

va kinh bao ho phu hop. D& biét thém théng tin, vui 1dng tham khao bang chi dan an toan

(Safety Data Sheet, SDS) phu hop. Cac bang nay cé sén truc tuyén & dinh dang PDF thuan

tién va nhd gon tai www.qiagen.com/safety noi ban cé thé tim, xem va in SDS cho méi bd

dung cu QIAGEN va thanh phan cta bd dung cu.

Phong ngtra chung

Nguwi diing phai ludn chi ¥ dén nhitng diéu sau khi st dung therascreen KRAS RGQ PCR Kit:

Xét nghiém nay duoc st dung v&i cac bénh phdm mé cb dinh formalin, gén paraffin.
Tét ca céc hda chét va vat liéu sinh hoc déu c6 kha nang gay nguy hiém. Bénh pham va
mau c6 kha nang lay nhiém va phai dwoc coi la vat liéu nguy hiém sinh hoc.

Loai bd mau va chét thai xét nghiém phai tuan theo quy trinh an toan tai ctia dia phuong
cta ban.

Thuéc thir cho therascreen KRAS RGQ PCR Kit dwoc pha lodng téi wu. Khong pha lodng
thudc thtr thém vi didu nay cé thé dan dén mét hiéu ndng. Khéng st dung thé tich phan
&ng (hén hop phén (rng cdng v&i mau) nhé hon 25 .

Tét ca cac thude thir trong therascreen KRAS RGQ PCR Kit dwoc pha ché déc biét dé
st dung cho cac xét nghiém dwoc cung cap trong bd dung cu.

14
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e Tét ca cac thube thir dwoc cung clp trong therascreen KRAS RGQ PCR Kit chi duoc
str dung véi cac thudc thir khac trong therascreen KRAS RGQ PCR Kit. Khong thay thé
thudc thir trong céc therascreen KRAS RGQ PCR Kit vi diéu nay cé thé anh huwéng dén
hiéu nang.

e Chi str dung Taq DNA polymerase (6ng Taq) dwgc cung cép trong therascreen KRAS
RGQ PCR Kit. Khéng thay thé bang Tag DNA polymerase tir cac bd dung cu khac cling
loai hodc bt ky loai ndo khac hodc bing Tag DNA polymerase tir nha cung cap khac.

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

e Pé gidm thiéu nhan cho cac mau ching va mau, can tuan tha nghiém ngét Huéng dén
St dung therascreen KRAS RGQ PCR Kit bao gdm nhung khong gidi han &:

O Can trén thube thir ding cach va phai dam bao & mdi bwéc tron trong qua trinh thiét
1ap xét nghiém.

O Xép dat dung cu Rotor-Gene Q MDx 5plex HRM theo Quy trinh Lap d&t va yéu cau
cda dia diém.

Lwu y: Hay hét strc than trong d& ngan ngira nhidm ban mau ching va thudc thtr cia hén

hop phan &ng véi cac vat liéu tbng hop cé trong thubc thir cia mau chirng dwong.

Lwu y: S dung cac éng hut riéng biét, chuyén dung dé thiét 1ap hdn hop phan tng va thém
thubc thir mau chirng dwong.

Lwu y: Tién hanh chuan bj va phan phdi hdn hop phan trng trong mét khu virc tach biét véi

khu vuc duwoc st dung dé& bd sung mau chirng dwong.
Lwu y: Khéng mé dung cu Rotor-Gene Q MDx 5plex HRM cho dén khi da chay xong.
Lwu y: Khéng mé cac dng Rotor-Gene Q khi da chay xong.

Lwu y: Can chi y dé dam bao thtr nghiém mau chinh xac nh&n manh dén sai muc mau, 16i
tai va 16i hut.
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B&o quan va X ly Thudc thir

therascreen KRAS RGQ PCR Kit dwoc van chuyén trén da khd. Néu bt ky thanh phan nao
cla therascreen KRAS RGQ PCR Kit khéng déng bang khi dén, néu bao bi bén ngoai da
dwoc mé trong qua trinh van chuy&n hodc 16 hang khéng co ghi chi déng goi, sb tay hodc
thudc thir, vui long lién hé véi mot trong cac B6 phan Dich vu K§ thuat ciia QIAGEN hodc
nha phan phéi tai dia phwong ciia ban (xem bia sau hoéc truy cap www.giagen.com).

therascreen KRAS RGQ PCR Kit phai duwgc bdo quan ngay lap tic sau khi nhan & —30 dén
—15 °C trong budng déng lanh nhiét 6 6n dinh va tranh &nh sang. Ciing nhw tat ca cac phan
t&r dwore dan nhan huynh quang, Scorpions phai dwoc bado vé khdi anh sang dé tranh hién

twong tay trdng anh va mét hiéu néng.

Khi dwoc bao quan trong cac didu kién bao quan dwoc khuyén nghi trong bao bi ban dau,
therascreen KRAS RGQ PCR Kit 6n dinh cho dén ngay hét han da néu. Tranh rd dong va

déng lanh nhiéu 1an. Khéng vwot qua téi da 6 chu ky déng lanh—ra déng.
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Thu thap Bénh pham, Chuéan bj Phan tich va
Bao quan

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 tr mdé FFPE. Bé&nh pham phai dwoc

van chuyén theo phuong phap bénh hoc tiéu chuan dé dam bao chat lwgng bénh pham.

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

Chuéan bi mau moé
Lwu y: St dung dao md kho. Khéng thwe hién buéc nay trong budng thdi khi hodc hut khoi.

e Nao mo6 khéi u tlr cac doan vao dng ly tdm nhé cé dan nhan bang dao mé méi cho méi

mau.

Chuén bi cac mau mo cho tach chiét DNA tir md CRC

e SUr dung céc vat lieu va phwong phép tiéu chuan, cb dinh bénh phdm mé trong 10%
formalin d&m trung tinh (Neutral Buffered Formalin, NBF) va g&n bé&nh phdm mé vao
parafin. S& dung thiét bj vi phau, cat cac doan néi tiép 5 um tir khéi parafin va gén ching
Ién lam kinh.

® M6t ca nhan dwoce dao tao (vi du nhw nha nghién cltru bénh hoc) phai danh gia mét doan
nhudm Hematoxilyn & Eosin (H&E) d& xac dinh ham lwong va dién tich khéi u. Panh dau
trén lam kinh nhuém @& phan biét khdi u véi mé binh thwérng. S& dung cac doan néi tiép
dé tach chiét DNA.

Hwéng dan St dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022 17



S® dung céac doan c6 ham lwgng khéi u >20% theo dién tich dé x& ly ma khéng can béc
tach vi mo (xem bén dwdi).

Déi véi cac doan c6 ham lwong khdi u <20% theo dién tich, boc tach vi mé mét hodc
nhiéu doan. Loai bd mé khéng phai khdi u.

Déi v6i cac doan cé dién tich <4 mm?2, xt ly 2 hodc nhiéu doan dé téng téng dién tich
khéi u 1&n it nhat 4 mm? (&p dung cho ca cac mau c6 va khdng béc tach vi mé). Loai bd
mo khong phai khéi u.

St dung dao mb méi, vé tring dé nao lwgng parafin du thiva ra khdi mé.

Lwu y: S&r dung dao méd khd. Khong thue hién buwéc nay trong budng thdi khi hodc hut
khoi.

Nao md khéi u tir cac doan vao 6ng ly tdm nhd c6 dan nhan béng dao md méi cho méi
mau.

Chuén bi cac mau mo cho tach chiét DNA tr md NSCLC

S dung cac vat liéu va phwong phap tiéu chuan, cé dinh bénh pham mé trong 10% NBF
va gan bénh phadm mé vao parafin. Str dung thiét bi vi phau, cat cac doan ndi tiép 5 um
tr khéi parafin va gén ching lén lam kinh.

Mot ca nhan dwec dao tao (vi du nhw nha nghién cltru bénh hoc) phai danh gia mot doan
nhudm H&E dé xac dinh sw hién dién cia khdi u. St dung cac doan néi tiép dé tach
chiét DNA.

St dung dao mb méi, vé tring dé nao lwgng parafin du thiva ra khdi mé.

Dan nhan, x Iy va lwu tri¥ cac bénh pham khéi u, khéi, lam kinh, mau va éng ly tam nhé
s&n sang dé tach chiét mot cach co kiém soat theo quy trinh cla dia phwong.

B&o quan bénh pham

Bao quan cac khéi FFPE va cac lam kinh & nhiét d6 phong. Cac lam kinh c6 thé dwoc bao

quan & nhiét dd méi trwdng trong t6i da 4 tuan trudc khi tach chiét DNA.

DNA bd gen c6 thé dwoc bao quan & 2—-8 °C trong 1 tudn sau khi tach chiét, sau d6 & —25

dén —15 °C trong tbi da 8 tuan trwéc khi st dung.
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Quy trinh

Tach chiét DNA cho mau CRC

S& dung QlAamp DNA FFPE Tissue Kit (QIAGEN, s danh muc 56404) v&i cac stra déi dbi
véi quy trinh dwoc md ta bén dwdi dé loc DNA bd gen tlr cac mau dwoc chudn bj tir cac
bénh phadm FFPE CRC.

Lwu y: therascreen KRAS RGQ PCR Kit da dwgc xac nhan dé st dung DNA da tach chiét
b&ng QIAamp DNA FFPE Tissue Kit. Khong s dung bat ky san pham tach chiét DNA nao
khac.

Tién hanh tach chiét DNA theo hwéng dan trong Sé tay QIAamp DNA FFPE Tissue Kit
(Phién ban 1) Lwu y nhitrng diéu sau:

e Xem Sé tay QlAamp DNA FFPE Tissue Kit d& chuan bi mau trwdc khi tach chiét DNA.
® Chidwoc st dung QlAamp DNA FFPE Tissue Kit theo cach thi coéng.
e Khong s dung budc RNase dwoc mé ta trong S tay QlAamp DNA FFPE Tissue Kit.

e Khong str dung Deparaffinization Solution ctia QIAGEN dwogc cung cép trong QlAamp
DNA FFPE Tissue Kit. Chi st dung phuong phap xylene/ethanol dé& khiv parafin nhuw
dwoc mo ta trong S tay QlAamp DNA FFPE Tissue.

e Sir dung ethanol cap sinh hoc phan ti cho tat ca cac bwéc can thiét.*
® S dung 1 lam kinh cho méi 1&n tach chiét.

e Qua trinh phan hay Proteinase K (bwéc 11 trong Sé tay QlAamp DNA FFPE Tissue Kit)
phai dwoc thwe hién trong 1 gio.

e Cac mau phai dwoc rira gidi bang chat dém riva giai 200 ul (Buffer ATE) tir QIAamp DNA
FFPE Tissue Kit.

* Khéng st dung rwou bién tinh, cé chiva cac chat khac nhw methanol hodc methylethylketone.
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Lwu y: Bdo quan DNA bd gen & 2-8 °C trong 1 tudn sau khi tach chiét, hodc & —25 dén

—15 °C trong 8 tuan trwéc khi st dung.

Tach chiét DNA cho mu NSCLC

S& dung QlAamp DNA FFPE Tissue Kit (QIAGEN, s danh muc 56404) v&i cac stra déi dbi
véi quy trinh dwoc mo ta bén dwdi dé loc DNA bd gen tlr cac mau dwoc chudn bi tir cac
bénh phdm FFPE NSCLC.

Lwu y: therascreen KRAS RGQ PCR Kit d& dwoc xac nhan dé& sir dung DNA déa tach chiét
b&ng QlAamp DNA FFPE Tissue Kit. Khdng st dung bat ky san pham tach chiét DNA nao
khac.

Tién hanh tach chiét DNA theo hwéng dan trong Sé tay QlAamp DNA FFPE Tissue Kit

Lwu y nhitng didu sau:

e Khong s dung buéc RNase dwoc mé ta trong S tay QlAamp DNA FFPE Tissue Kit.

e Khong str dung Deparaffinization Solution ctia QIAGEN dwgc cung cép trong QlAamp
DNA FFPE Tissue Kit. Chi st dung phuong phap xylene/ethanol dé& khiv parafin nhw
dwoc mo ta trong S6 tay QlAamp DNA FFPE Tissue.

e Sir dung ethanol cap sinh hoc phan ti cho tat ca cac bwéc can thiét.*

® S dung 2 doan 5 ym cho méi Ian tach chiét.

® Chi dwoc sir dung QlAamp DNA FFPE Tissue Kit theo cach thu céng.

e Khéng s dung bwéc RNase trong Sé tay QlAamp DNA FFPE Tissue Kit.

e Khéng st dung Deparaffinization Solution cia QIAGEN dwoc cung cép trong QlAamp
DNA FFPE Tissue Kit. Chi st dung phwong phap xylene/ethanol dé khiv paraffin duoc
mo ta trong Sé tay QlAamp DNA FFPE Tissue Kit.

* Khéng st dung rwou bién tinh, cé chiva cac chat khac nhw methanol hodc methylethylketone.
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e Qua trinh phan hay Proteinase K (budc 11 trong Sé tay QIAamp DNA FFPE Tissue Kit)
phai dwoc thwe hién trong 1 gio.

e Thém 60 pl chat dém rira giai (ATE) tr QlAamp DNA FFPE Tissue Kit va G trong 2,5
phut & nhiét do phong.

e Ly tam & tbc do t6i da trong 1 phut.

e Thém 60 pl chat dém rira giai (ATE) khac tr QlAamp DNA FFPE Tissue Kit va G trong
2,5 phat & nhiét dé phong.

e Lytam & téc do téi da trong 1 phut.

Lwu y: Bao quan DNA bd gen & 2-8 °C trong 1 tudn sau khi tach chiét, hodc & —25 dén
—15 °C trong 8 tuan trwéc khi siv dung.

Hwéng dan St dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022 21



Quy trinh: Danh gia mau DNA

Quy trinh nay dwoc st dung dé& danh gia tdng sé DNA c6 thé khuéch dai trong cac mau
béng cach sir dung KRAS CE Sample Assessment Locked Template (Assay Package) dé
danh gia mau tw dong.

Lwu y: D& danh gia mau thi cong, hay tham khao Phu luc 1: Quy trinh Thi céng therascreen
KRAS RGQ PCR Kit.

Nhirng diém quan trong trwde khi bat dau

Lwu y: Danh gia mau DNA khéng dwoc thiét ké dé phat hién sw hién dién cta chét (e ché
PCR vi chi tdng s6 DNA c6 thé khuéch dai trong mét mau dwoc danh gia bang cach s dung

phan trng dbi chirng.

Lwu y: Diéu quan trong 1a s& dung H&n hop Phan rng Mau chirng nhuw dwoc mo ta dwéi

day cho danh gia nay chir khéng phai phuong phap do quang phd hodc cac phuong phap

thay thé khac. DNA bj suy bién ndng c6 thé khdng khuéch dai ngay ca khi doan mdi tao ra

cac doan DNA ngén.

e (o6 thé danh gia tbi da 24 mau béng cach s dung Hén hop Phan (rng Mau chirng (6ng
CTRL) c6 san.

e Sirdung CTRL @& danh gia DNA truéc khi xét nghiém véi xét nghiém danh gia dot bién.

e Dé sr dung hiéu qua cac thudc thtr trong therascreen KRAS RGQ PCR Kit, hay xt ly
hang loat cac mau DNA cang nhiéu cang tét dé tao du cac Ian chay. Xét nghiém cac
mau riéng 1é hodc vé&i sb lwong nhé hon st dung nhiéu thubc thtr hon va gidm téng sé
lwong mau cé thé dwoc xét nghiém bang mot therascreen KRAS RGQ PCR Kit duy nhét.

e Khong xody Tag DNA polymerase (6ng Taq) hodc bat ky hén hop ndo cé chira Tag DNA
polymerase, vi didu nay cé thé lam bat hoat enzym.

e Hut pipet Tag DNA polymerase bdng cach can than dat dau tip pipet ngay dwdi bé mat

chét 16ng dé tranh dAu tip bi phi bdi qua nhiéu enzym.
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e D4 gidm thiéu nhan cho mau chirng, cAn phai tuan tha nghiém ngat Huéng dan St dung
therascreen KRAS RGQ PCR Kit lién quan dén viéc tron thudc thtr chinh xac va phai
dam bao & mbi bwdc tron trong qua trinh thiét 1ap xét nghiém.

Nhirng viéc can lam truwéc khi bat dau

e Dam bao cai dit phan mém Rotor-Gene Q therascreen KRAS Assay Package twong
&ng v&i phién ban phdn mém Rotor-Gene trudc khi st dung dung cu Rotor-Gene Q
MDx 5plex HRM I&n d4u tién (xem Phu luc 2: Cai dat therascreen KRAS Assay Package).

e Trwéc mbi lan st dung, tat ca thudc thtr cn dwoc rd déng hoan toan trong téi thiéu 1
gi& & nhiét do phong (15-25 °C), trdén bang cach dao ngwoc 10 1an va ly tdm nhanh dé
thu cac thanh phan dwdi day éng. Phai dadm bao tron thudc thir chinh x&c trong qua trinh
thiét 1ap xét nghiém.

e Dam bao rang Taq DNA polymerase (dng Taq) & nhiét do phong (15-25 °C) trwéc mdi
lan st dung. Ly tdm éng nhanh dé thu enzym & day éng.
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Quy trinh

1. R& déng hoan toan hén hop phdn ng mau chirng (dng CTRL), nwéc khéng co
nuclease cho Mau chirng Khéng mau (No Template Control, NTC) va Mau ching
duwong (Positive Control, PC) KRAS & nhiét dd phong (15-25 °C) trong téi thidu 1 gio.

Thoi gian dé ra dong thudc thir, thiét Iap PCR va bao quan trwdc khi bat dau chay dwoc
chi ré trong Bang 2.

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

Thei gian ra dong Nhiét do bi}o quan* Thoi gian thiét lap '
< 2 . sau khi thiét lap PCR PCR va bao quan toi
Toi thieu Toi da da
1 gio 4,5 gior Nhiét do phong 7 gior
(15-30 °C)
1 gio 4,5 giov 2-8°C 18 gi’

* Bao 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: Viéc thiét lap PCR phai dwgc thwe hién & nhiét do phong.

2. Tron thube thtr da dwoc rd dong bang cach ddo nguwoc méi 6ng 10 1an dé tranh ndng
dé mudi tap trung tai mét ving, sau d6 ly tam nhanh dé thu cac thanh phan dwéi day
éng.

Lwu y: Khéng xody Tag DNA polymerase (Taq) hodc bat ky hdn hep ndo cé chiva Tag,
vi didu nay cé thé& lam bat hoat enzym.
Lwu y: Phai dam bao tron thudc thr chinh xac trong qua trinh thiét 1ap xét nghiém.

3. Chuan bj @i hén hgp chinh (H&n hop Phan ¢ng Mau chivrng [CTRL] cong véi Tag DNA
polymerase [Taq]) theo thé tich trong Bang 3 cho:

® T4t ca cac mau DNA

® 1 phan &ng M3u chirng dwong (Positive Control, PC) KRAS

® 1 phan rng nwéc khéng c6 nuclease cho Mau chirng Khéng mau (No Template
Control, NTC)

® 1 mau b sung dé co di lweng dw cho qua trinh thiét 1ap PCR

24 Hwéng dan Str dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022



H&n hop chinh clia xét nghiém déi chirng chiva tit ca cac thanh phan can thiét cho PCR

ngoai trlr mau.
Bang 3. Chuan bi Hon hop chinh xét nghiém ddi chirng

Thanh phan Thé tich

Hén hop Phan &ng Mau ching (CTRL) 19,76 ul x (n+1)*
Taq DNA polymerase (Taq) 0,24 pl x (n+1)*
Téng thé tich 20 pl/phan (ng

*n = S6 lwong phan trng (mAu cdng v&i mau chirng).
Chuén bi @i hén hop chinh cho mét mau bd sung (n+1) dé c6 dd lwong dw cho thiét Iap PCR. Gia tri n khong dwoc
Vot qua 24 (cong thém mau chirng) vi 24 1a sb lwgng mau téi da co thé vira trong mot 1an chay.

Lwu y: Khi chuan bi hdn hop chinh, thé tich can thiét ctia H6n hop Phan ¢ng Mau
chirng (CTRL) dwoc thém vao éng lién quan trwéc va Tag DNA polymerase (Taq) dwoc
thém vao sau cung.
Lwu y: Hut pipet Tag DNA polymerase bang cach cin than dat dau tip pipet ngay dwéi
bé& mét chat 16ng dé tranh dAu tip bi pht béi qua nhidu enzym.

4. Dat sb lwong 6ng 4 dai PCR thich hop (mbi dai c6 4 6ng) vao khdi nap theo bd cuc
trong Bang 4. Khong day nap éng.
Lwu y: D& ndp trong hop dung bang nhwa cho dén khi can.

Bang 4. B cuc lan chay trong khéi nap dé danh gia mau DNA

Xét nghiém

Mé&u chirng 1 (PC) 9 17 25 - = - - -
Mé&u chirng 2 (NTC) 10 18 26 - - - — _
Mé&u ching 3 11 19 = = - - - _
Mé&u ching 4 12 20 - - - - — _
Mé&u ching 5 13 21 = = - - - _
Mé&u ching 6 14 22 - - - - — _
Mé&u ching 7 15 23 = = - - - _
MAu chirng 8 16 24 - - _ _ _ _

* Cac sb biéu thi cac vi tri trong khdi nap va cho biét vi tri ré-to cudi cling.
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10.

11.

12.

13.

. D4t pipet dén thé tich thap hon téng thé tich ctia hdn hop chinh cia phan (rng va tron

ky béng cach hut 1&n xudng 10 1an.

Lwu y: Phai dam bao tron thudc thr chinh xac trong qua trinh thiét 1ap xét nghiém.

. Thém ngay 20 pl hdn hop chinh vao méi éng dang dai PCR.

Lwu y: Xem Bang 4 dé biét b6 cuc &ng. D& danh gia mau DNA, hdn hop chinh clia xét
nghiém Déi chirng nén dwoc thém vao mét dng PC, mot 6ng NTC va mét éng cho méi
mau DNA.

. Thém ngay 5 pl nwéc khéng cé nuclease cho Mau chirng Khéng mau (No Template

Control, NTC) vao éng NTC (6ng & vi tri 2) va day nap bng.

. Thém 5 pl méi mau DNA vao céac éng mau (vi tri ng 3-26) va day nép bng.

. Thém 5 pl M&u ching dwong (Positive Control, PC) KRAS vao 6ng PC (bng & vi tri 1)

va day ndp 6ng.

Lwu y: MAi 6ng phai chira tdng thé tich phan (ng la 25 pl (20 ul hdn hop chinh dwoc
chudn bj & Bang 3 cong v&i 5 ul NTC/mau/PC).

St dung but danh dau khéng phai, danh d4u cac nap clia cac éng dau tién & vi tri sb
th&p nhat trong méi éng 4 dai PCR (vi du nhw vi tri 1, 5 va 9, v.v.) dé hién thi hwéng
nap cac 6ng vao roé-to 72 lo ciia dung cu Rotor Gene Q MDx 5plex HRM.

DPao ngwoc cac ng cé nap 4 1an dé trén mau va hén hop phan &ng.

Lwu y: Phai dam bao tron thudc thr chinh xac trong qua trinh thiét Iap xét nghiém.
D4t tat ca cac dng 4 dai PCR vao céc vi tri thich hop trong ré-to 72 lo theo bd cuc 1an
chay (Bang 4) s dung cac dau dé dinh hudng.

Lwu y: Néu ro-to chua ddy, phai I&p day tat ca cac vi tri chwa st dung trén ro-to
bang mot éng rdng, day nap. Piéu nay dam bado rang hiéu ndng nhiét ctia dung cu
Rotor-Gene Q MDx 5plex HRM duweoc duy tri.

Dat ré-to 72 lo vao dung cu Rotor-Gene Q MDx 5plex HRM. Bam bao vong khoéa (dwgc
cung cép v&i dung cu Rotor-Gene Q MDx 5plex HRM) dwoc dat trén dau ro-to dé gity

chat cac bng trong qua trinh chay.
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14. Nhép dup vao biéu twong therascreen KRAS QC Locked Template trén man hinh
may tinh xach tay dwoc két ndi véi dung cu Rotor-Gene Q MDx 5plex HRM (Hinh 1) gé&
kh&i dong phan mém Rotor-Gene Q.

®
»

&
(LEraSCreen)
[KRASIGHUE

LOCKET]

LEpIate

Hinh 1. Biéu twong therascreen KRAS QC Locked Template.

Thé Setup (Thiét Iap) xuét hién theo mac dinh (Hinh 2).
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Hinh 2. Thé Setup (Thiét 1ap) va hop Locking Ring Attached (D3 gén Vong khoa). 1 = thé Setup (Thiét lap), 2 = hop
Locking Ring Attached (D& gan Vong khéa).
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15.

16.

Dam bao réng vong khoa da dwoc gan va chon hop Locking Ring Attached (D4 gan
Vong khéa). Béng nép cla dung cu Rotor-Gene Q MDx 5plex HRM.

Nhap ID 1&n chay vao truéng Run ID (ID 14n chay) theo quy wéc dat tén ctia dia phwong
ban. Nhap tén mau vao truérng Sample Name (Tén méau) 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 dudi 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 didu hop hut pipet) & phia bén phai sé cap nhat dé bao gém t&n mau (Hinh 3).

Ngoai ra, cac tén mau dwoc lwu trir & dinh dang *.smp (t&p mau Rotor-Gene Q) ho&c
*.csv (cac gia tri dwoc phan tach bang dau phay) c6 thé dwoc nhap bang nut Import
Samples (Nhap mau). Tén mau sé duoc dién tw dong bang phwong phép nay.

Lwu y: Trong bang Layout of the pipetting adapter (B cuc bo diéu hop hit pipet), kiém
tra xem viéc thém tén mau cé dwoc danh dau béng suw thay dbi vé mau séc khong va
tén mau cé & vi tri mau khéng (Hinh 3).

Lwu y: Tén mau cé nhidu hon 8 ky tw c6 thé khéng dwoc hién thi hoan toan trong bang
Layout of the pipetting adapter (Bb cuc bo diéu hop hut pipet).

Hinh 3. Nhap Run ID (ID 1an chay) va Sample Name (Tén mau). 1 = trwéng hop thoai Run ID (ID 1an chay), 2 = nat
Import Sample (Nhap m&u) 3 = trwdng hop thoai Sample Name (Tén méau), 4 = Sample List (Danh sach mau), 5 =
bang Layout of the pipetting adapter (B6 cuc b diéu hop ht pipet).
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17. Lap lai bwéc 16 & nhap tén cla tat ca cac mau bd sung (Hinh 4).
Lwu y: D& chinh stra tén mau, nhip vao Sample Name (Tén mau) trong danh sach
mau va mau da chon sé xuét hién trong trwérng Sample Name (Tén mau) & trén. Chinh
stra tén mau theo quy wéc dét tén cua dia phwong ban va nhan phim Return (Quay
lai) dé cap nhat tén.

" Witoe foome Cf Sarien Softwace VITLIAL MAOGE - themacreen ERAS CE O Locked Termplae 3114675, 78 1) « JOIAS Anabys]
Fie e

[
i N :
Tonmplats Wi i
Fem 1D e

*1 —| gt S amgies |

[ e

G e [Famgin §
[Emel @ [Sanpie biama

T Sample 1

T Sampie

Saeyie

4 Sanpie &

£ Sampie's

& Sample

Sah?

2 e

wher) e s e v e caefemed ok St Flan o begerie P St e

Pk liorn 0 Socms Sofre 211 mszcovar S Mockie [ VITLAL MO Cumnt Usee LA rermed] W)

Hinh 4. Nhap tén mau bé sung vao trwong hdp thoai Sample Name (Tén mau). *1 = nat Import Sample (Nhap
méu), 2 = trwdng hop thoai Sample Name (Tén mau) va Sample List (Danh s&ach mau), 3 = bang Layout of the
pipetting adapter (B6 cuc bd diéu hgp hut pipet) véi tén mau bd sung.

18. Khi tt ca cac tén mau da dwoc nhap, hdy xac minh rdng ching chinh xac. Thém bét
ky théng tin bd sung nao vao trwong Notes (Lwu y) néu can, sau d6 nhap vao Start
Run (B4t dau chay) (Hinh 5).
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Lwu y: Néu bat ky vi tri rd-to nao khdng dugc st dung, mdt thong bao canh bao sé
xuét hién (Hinh 5 va Hinh 6) dé& nh&c ngudi dung rang tat ca cac vi tri khong dwoc sir
dung trén ro-to phai duwoc 14p day bing mot dng rdng, day nap. Kiém tra xem tat ca cac
vi tri ré-to khong duoc st dung da duoc l1ap day bdng mot 6ng réng, day nép chua va

nhap vao OK dé tiép tuc.
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Hinh 5. Trwéng hop thoai Notes (Lwu y), Start Run (Bt dau chay) va Warning (Canh bao) ctia cac vi tri ré-to
khéng dwoc sir dung.
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Layout of the pipetting adapter.

Positiort1 Position'd
PC

Sample 7
Control Control

a9

7Rctor-Gene Q Series Software @

i Warning - There are unused Rotor Tubes.

Please fill all unused positions with empty tubes. 1
Da you wish to continue?

e

ample
Control

Positiorc5
Sample 3
Contral

Hinh 6. 1 = Warning (Canh bao) cua cac vi tri r6-to khong dwoc sir dung.

19. Hop thoai Save As (Lwu dwdi dang) xuét hién. Chon mét tén tép thich hop va lwu 1an
chay PCR dudi dang tép lan chay *.rex vao vi tri da chon. Nhap vao Save (Lwu)
(Hinh 7).

ersion = 1714 %

Save As

DA S ample Asses Savein [ Deskiop =] ok @
z (IMy Documents
: [Sample 8 3 My Computer
= | it My Recent  &dpy Network Places
Documents
Isale Mame —

T Samgle | [j
2 Sample 2
3 Sample 3 Desklop
4 Sample 4
5 Sample 5 —
& Sample 6
7 Sample 7 My Documents
B Sample 8 .

e

My Computer
: s
2 My Network | File name: ‘DNA Sample Assessment - I Save 3
Save as lype: \Flm File [".rex) - Cancel
Control 1 ]
Pasition:&

Hinh 7. Lwu tép 1an chay. 1 = Civa sb Save As (Lwu dwéi dang), 2 = Tén tép va luu dwéi dang loai tép *.rex,
3 = Save (Lwu).
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Lan chay PCR béat dau.

Lwu y: Khi 14n chay b4t d4u, thé Run Progress (Tién trinh chay) sé tw déng mé ra dé
hién thi du vét nhiét do va thdi gian chay con lai (Hinh 8).

Hinh 8. Thé Run Progress (Tién trinh chay).

Sau khi két thuc 1&n chay, thé Analysis (Phan tich) sé tw dong mé ra.

Lwu y: Néu thé Analysis (Phan tich) khéng mé, nhap vao thé Analysis (Phan tich)
(Hinh 9).

Lwu y: Giai thich v& phwong phap tinh toan dwoc trinh bay trong Giai thich Két qua.
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Fie Hep =8|
ew 2
o T BnPopes T —1
Bepca
‘Sample OC Resull Table:
Tube 1D | Sample Hame Flogs M asrings Stalus.
1 FC Connol %50 - Vaid
2 HIC Corhol D Vaki
3 wrone nn- Vaid
4 orrone 7% Vaid
5 wrnors 007 - Voki
& orore %5 Vaid
I 037710748 2% - Voki
o wTIorR - Vaid
4 oz 2% - Vaki
10 o a0 vad
n ooz e Vald
P = _2
13 Coaalal] 26 vaid
14 wrnoes N Vakd
15 oroas ne vald
15 ety B0 Vaki
17 wnoEe 29 Vokd
18 o3r710a78 03 Veld

Hinh 9. Thé Analysis (Phan tich) va bao cao két qua. 1 = thé Analysis (Phan tich), 2 = Sample QC Result Table
(Bang Két qua QC Mau).

Lwu y: Két qua dbi chirng dwoc bao cao nhw sau trong Sample QC Result Table (Bang
Két qua QC Mau) (2 trong Hinh 9).
® Cac mau chivrng lan chay (PC va NTC, céac vi tri dng 1 va 2 twong &ng): Valid
(Hop 1&) dugc hién thi néu két qud ndm trong pham vi chdp nhan duwoc. Néu
khong, két qua Invalid (Khéng hop 1&) sé& xuét hién.
® Cr cta phan trng mau chirng mau >32,00: Invalid (Khéng hop 1&) dwoc hién
thi. S6 lwong DNA khong du cho phan tich dét bién. Xét nghiém lai mau. Néu sb
lwong DNA van khéng da, tach chiét thém mé khéi u néu cé (xem Giai thich Két
qua (Thua cong).
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Gii thich Két qua (Thua cdng)

Sau khi chay danh gia mau hodc phan tich dét bién xong, phan tich dir liéu theo quy trinh

Sau.

Cai dat phan tich phan mém

10.
11.

12.

13.

. M& tép thich hop bang phdn mém Rotor-Gene Q series 2.3.

. Néu ban chwa dat tén mau trwée khi thue hién 1an chay, nhap vao Edit Samples (Chinh

stra Mau).

. Chén tén mau vao coét Name (Tén).

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

xem kénh HEX.

. Nhép vao Named On (C6 tén trén).

Lwu y: Didu nay dam bao rang cac vi tri dng réng khéng cé trong phan tich.

. Chon Dynamic Tube (Ong déng).
. Chon Linear Scale (Ty |é Tuyén tinh).

. Nhép vao Outlier Removal (Loai bé Diém ngoai lai) va nhap 10% vao truéng NTC

Threshold (Ngudng NTC).

. Bat ngwdng & 0.05 (0,05) va kidm tra cac gia tri HEX CT.

Trén trang phan tich, nh&p vao Cycling A. Green dé& xem ké&nh FAM.

Xac minh réng Dynamic Tube (Ong dong) dwoc danh diu. Nhép vao Linear Scale
(Ty 1& Tuyén tinh).

Nhép vao Outlier Removal (Loai bé Biém ngoai lai) va nhap 10% vao trwerng NTC
Threshold (Nguwdng NTC).

D4t nguwéng & 0.05 (0,05) va kiém tra cac gia tri FAM CT.
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Phan tich di¥ liéu danh gia mau

Phan tich mau ching 1an chay

Tham khao so dd Phan tich mau chirng 1an chay trong Hinh 42.

e Ma&u chirng am: D& dam bao réng khdng c6 hién twong nhi&m ban hén hop phan tng,
Mau chirng Khéng mau khong duoc tao gia tri Cr trong kénh green duéi 40. Bé dam
bao réng dia dwoc thiét 1ap chinh xac, NTC phai hién thi mic khuéch dai tir 31,91-35,16
trong kénh yellow. Cac gia tri dwoc chi dinh ndm trong va bao gém cac gia tri nay.

e MAu chirng dwong: Mau chirng dwong (Positive Control, PC) KRAS phai cho gia tri Cr
la 23,5-29,5 trong kénh green trong mdi xét nghiém trong s 8 xét nghiém. Cac gia tri
dwoc chi dinh ndm trong va bao gdbm cac gia tri nay. Gia tri ndm ngoai khodng nay cho
biét cé van dé vé thiét lap xét nghiém, do d6 1an chay that bai.

Lwu y: Khéng dwoc st dung div liéu mau néu mét trong hai mau chirng 1an chay nay
khong thanh céng.

V&i diéu kién ca hai mau chirng Ian chay déu hop Ié, méi gia tri Ct clia mau phai ndm
trong pham vi tir 21,92—-32,00 trong kénh green. Néu mau ndm ngoai pham vi nay, hwéng
dan sau sé& duoc cung cap.

Phan tich mau — xét nghiém dbi chirng

e Cr cua xét nghiém ddi chirtng mau <21,92: Cac mau c6 Cr mau chirng <21,92 phai
dwoc pha loang vi diéu nay thé hién dau thap cia pham vi xét nghiém da dwoc xac nhan.
Dé& phat hién tirng dot bién & mire thap, cac mau qua dam déc phai dwoc pha lodng dé
nam trong pham vi trén trén co s& pha lodng mét nira sé& lam ting Cr thém 1. Néu mau
gan béng 21,92 thi nén pha lodng d& dam bao thu dwoc két qua tir 1An chay xét nghiém
mau (phat hién dot bién KRAS). Nén pha lodng mau bing nwéc dwoc cung cip trong
bd dung cu (Nwéc Khdng cé Nuclease dé Pha loang [Dil.]).

e Cr cua xét nghiém déi chirng mau >32: Nén tach chiét lai mau vi khong cé di mau
DNA ban dau dé phat hién tit cd cac dot bién & cac gia tri ngwéng da néu cho xét
nghiém.

Hwéng dan St dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022 35



Phan tich phat hién dot bién KRAS

Phan tich mau ching 1an chay

Tham khao so @b Phan tich mau chirng 1an chay (Hinh 10).

Mau chirng am: D& dam bao khong c6 hién twong nhiém ban hén hop phan ng, Mau
chirng Khéng mau khéng dwoc tao gia tri Ct trong kénh green duéi 40. Dé dam bao réng
dia dwoc thiét 1ap chinh xac, NTC phai hién thi mirc khuéch dai tir 31,91-35, 16 trong
kénh yellow. Cac gia tri dwoc chi dinh ndm trong va bao gém céc gia tri nay.

Mau chirng dwong: Mau chirng dwong (Positive Control, PC) KRAS phai cho gié tri Ct
la 23,5-29,5 trong kénh green trong mdi xét nghiém trong s 8 xét nghiém. Cac giéa tri
dwoc chi dinh ndm trong va bao gém cac gia tri nay. Gia tri ndm ngoai khodng nay cho
biét c6 van dé vé thiét 1ap xét nghiém, do d6 Ian chay that bai.

Lwu y: Khéng duwoc s dung di liéu mau néu mét trong 2 mau ching 1an chay nay

khéng thanh céng.
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Mau ching
Duong
Gid tri FAM C;

Mau chirng Am
Gid tri FAM Cr

Gng FAM
Cx mau chimg c6 ném
rong khoang tir 23,5-29,
khong?

FAM C; 6 <40 khong?

THAT BAI

COr LAN CHAY THAT BAI

LAN CHAY THAT BAI/Méu chimg ndi

KHONG N CHAY

khang hop & o
KHONG +
) Ong 12ALA FAM

ES
z
S
z
)

Cr ¢6 ném trong khoang tir
23,5-29,5 khéng?

Y

0

HEX Cr ¢6 nédm trong
khoang tir 31,91-35,
16 khong?

HEX Cr mau chimg ndi cé
<31,91 khéng?

Bng 12ASP FAM
Cr ¢6 ném trong khoang tir
23,5-29,5 khong?

=
z
<3
z
)

LAN CHAY
THAT BAI

KHONG |
«©

Bng 12ARG FAM
Cr ¢6 ném trong khoang tir
23,5-29,5 khong?

=
z
<3
z
)

LAN CHAY
~ THAT BAI
HEX Cr mau chimg ndi c
35,16 khong?

[«
o
A Gng 12CYS FAM
o C: c6 nim trong khodng tir KHONG o
* 23,5-29,5 khong?
LAN CHAY THAT BAI/Khuéch dai @
HEX mau chirng ndi 4m tinh
A
Bng 12SER FAM Y
f AU 5 N CHAY
. Cr 6 ném trong khoang tir KHONG:
Mau chirng 4m Dat 23.5-20,5 khong? THAT BAI
(<]
Bng 12VAL FAM N CHAY
Cr ¢6 ndm trong khoang tir KHONG: THAT BAI
23,5-29,5 khong?
6
Ong 13ASP FAM 5
Cr ¢6 nm trong khodng tir KHONG m‘i?;’:lv
23,5-29,5 khong?
co
Chuyén dén “Phan tich mau”, trang 85 |« M3u chirng duong Dat

Hinh 10. So’ d phan tich mau chirng lan chay.
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Phan tich mau
Tham khéo so d6 Phan tich mau trong Hinh 11.

Gia tri FAM CT clGia m4u chirng mau

V6i diéu kién ca hai mau chirng 1an chay déu hop 1é cho xét nghiém dbi chirng, méi gia tri
Cr clia mAu chirng mau phai ndm trong pham vi tir 21,92-32,00 trong kénh green.

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

e Cr cua xét nghiém déi chirng mau <21,92: Cac mau cé gia tri Cr mau chirng <21,92
sé lam qua tai cac xét nghiém dot bién va phai dwoc pha loang. DPé& phat hién tirng dot
bién & mirc thap, cac mau qua dam déc phai dwoc pha lodng dé ndm trong pham vi trén
trén co s& pha lodng mét niva sé lam tang Ct thém 1. Nén pha lodng mau bang nwéc
dwoc cung cap trong bd dung cu (Nwéc Khdng cé Nuclease dé& Pha loang [Dil.]).

e Crcla xét nghiém dbi chirng mau >32: Giai thich mét cach than trong vi cac dot bién

& murc rat thap co thé khong dwoc phat hién.
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Gid tri FAM Cr cla FAM C; clia Xét nghiém d6i chimg c6 ném
mau chirng mau

trong khoang tir 21,92-32,00 khong?

o,

Céc gid tri HEX C; ciia
xét nghiém dot bién
m3u ching ndi ctia

mau

HEX Cr c6 <31,91 trong bt ky xét nghiém
nao khéng?

KHONG

HEX Cr ¢6 >35,16 trong bt ky xét nghiém
nao khong?

KHONG

Cac gid tri FAM Cr
clia xét nghiém dot
bién mau

M&i FAM Cr dot bién c6 ném trong khoang
tir 00,00-40,00 khéng?

o

v

Bng duang tinh véi khuéch dai FAM

Tinh céc gid tri ACr cho mdi ddt bién
ACr = C; dt bién - C; mu ching

\ 4

S0 sénh cdc gid tri ACy v8i cic gid tri ngudng
theo dot bién
Xem Bang 24 trang 87

C bat ky gia tri AC nao ndm trong khoang ACr
duogc chi dinh cho xét nghiém (duong tinh véi
khuéch dai) khong?

co

Phat hién dot bién KRAS cho xét nghiém
dot bién véi ACr nhé nhat

Hinh 11. So’ d6 phan tich mau.

Mau khéng hop l&
X Iy than trong két qua
D& xem giai thich thém, xem trang 82

Gng khong hop 18
Khéng st dung két qua 6ng

Gng am tinh véi khuéch dai HEX
& xem gidi thich thém, xem trang 85

Bng am tinh v&i khuéch dai FAM
Xem hinh 37 (trang 84 ) va trang 85

Khéng phat hién dét bién
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Gia tri HEX CT clia xét nghiém dét bién mau chirng noi ciia mau
Tham khéo so d6 Phan tich mau trong Hinh 11.
TAt ca cac vi tri dng clia mdi mau phai dwec phan tich. Kiém tra xem méi vi tri dng c6 tao ra

tin hiéu HEX t mau ching ndi hay khong. C6 3 két qua co thé xay ra.

e Né&u Cr mau ching ndi ndm trong pham vi dwoc chi dinh (31,91-35,16) thi két qua
dwong tinh v&i khuéch dai HEX.

e Né&u Cr mau chirng n6i ndm trén pham vi dwoc chi dinh (>35,16) thi két qua am tinh vé&i
khuéch dai HEX.

e Néu Cr mau chirng ndi ndm dudi pham vi dwoc chi dinh (<31,91) thi két qua khong
hop €.

e Né&u 16i mau chirng ndi 1a do &c ché PCR, viéc pha loang mau c6 thé lam gidm tac dung
ctia chét trc ché, nhwng can Lwu y rdng diéu nay ciing sé lam lodng DNA dich. Mot 6ng
Nuwéc dé Pha loang Mau (Dil.) dwoc kém theo bo dung cu.

Gia tri FAM CT cla xét nghiém dot bién mau

Céc gia tri FAM cho ca 7 hén hop phan (rng d6t bién phai dwoc kiém tra so véi cac gia tri

duorc liét ké trong Bang 5.

Bang 5. Gia tri phan (rng dot bién mau chap nhan dwoc (FAM)*

Xét nghiém Pham vi Ct chap nhan dwoc APham vi Ct
12ALA 0,00-40,00 <8,00
12ASP 0,00-40,00 <6,60
12ARG 0,00-40,00 < 8,00
12CYS 0,00-40,00 < 8,00
12SER 0,00-40,00 <8,00
12VAL 0,00-40,00 <7,50
13ASP 0,00-40,00 <7,50

* Céc gia tri chdp nhan dwoc nam trong va bao gdm cac gia tri dwoc hién thi.
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e Néu FAM CT nam trong pham vi dwgc chi dinh thi két qua dwong tinh véi khuéch dai
FAM.
e Néu FAM CT nam trén pham vi duwoc chi dinh hodc khdng c6 khuéch dai thi két qua am
tinh v&i khuéch dai FAM.
e Tinh gia tri DCT cho méi 6ng dét bién dwong tinh véi khuéch dai FAM nhw sau, d@m bao
rang cac gia tri CT d6t bién va mau chirng la tlr cing mét mau.
ACt = Cr d6t bién — Ct mau chirng
So séanh gia tri ACt cia mau véi diém ngwéng cho xét nghiém duoc dé cap (Bang 22), dam
bao rang diém ngwdng chinh xac dwoc ap dung cho méi xét nghiém.
Diém nguéng la diém trén do tin hiéu dwong tinh cé thé do tin hiéu nén ctia doan mdi ARMS
trén DNA kiéu tw nhién gay ra. Néu gia tri ACT mau cao hon diém ngwéng, né dwoc phan
loai la @am tinh hoac vwot qua gidi han phat hién cta bd dung cu.
DPéi v&i mbi mau, mdi phan (rng dot bién sé dwoc clp trang thai mutation detected (phat
hién dot bién), mutation not detected (khéng phat hién dot bién) hodc invalid (khéng hop 1&)
béng cach str dung cac tiéu chi sau:

Phat hién dot bién:

e Duong tinh v&i khuéch dai FAM va DCT béng hodc th4p hon gia tri ngwéng. Néu nhiéu
doét bién dwgc phat hién, dét bieén dwgc bao cao sé la dét bien cé gia tri DCT nhé nhét.

Khéng phat hién dot bién:

e Duong tinh v&i khuéch dai FAM va DCT cao hon gia tri ngwéng.

e Am tinh v&i khuéch dai FAM va dwong tinh véi khuéch dai HEX (m&u chirng néi).

Khéng hop lé:

e HEX (mau ching ndi) khéng hop Ié.

e Am tinh v&i khuéch dai FAM va am tinh v&i khuéch dai HEX.

Néu mét mau am tinh véi khuéeh dai HEX trong mét 6ng nhwng dwong tinh véi khuéch dai
FAM trong mét 6ng khac thi k&t qua mutation detected (phat hién d6t bién) trong éng khac
van c6 thé dwoc coi 1a hop 1é nhung dét bién cu thé dwoc xac dinh ¢c6 thé khéng duoc chi
dinh mét cach dang tin cay.
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e Néu mot mau am tinh véi khuéch dai HEX va dwong tinh véi khuéch dai FAM trong cuing
mot 6ng thi két qua mutation detected (phat hién dét bién) sé dwoc coi la hop 1&.
e Néu mot 6ng khong hop 18 vai HEX (mau chirng néi), khdng dwoc st dung két qua cua

éng do.

Chi dinh trang thai dét bién mau

Khi tat ca cac 6ng phan trng dét bién dwoc danh gia, trang thai dot bién clia mau dwoc xac

dinh nhw sau:

e Phat hién dot bién: M6t hodc nhiéu trong sé 7 phan trng dot bién dwong tinh. Néu nhiéu
dot bién dwoc phat hién, dot bién dwoc bao cao sé la dot bién co gia tri DCT nhé nhét.

e Khéng phat hién dot bién: Ca 7 phan (rng d6t bién déu am tinh.

e Khéng hop 1&: Khéng cé phan (rng dét bién ndo dwong tinh va mét hodc nhiu phan trng
dot bién khong hop 1&.

Lwu y: therascreen KRAS RGQ PCR Kit nham phat hién cac dét bién trong gen KRAS trong

mot mau DNA. Khi mét mau dwoc goi 1a phat hién dot bién KRAS, chi nén bao cao mot dot

bién cu thé. Néu nhiéu d6t bién dwoc phat hién, dot bién dwoc bao cao sé 1a dot bién co gia

tri ACt nhd nhét.

C6 thé xay ra mét s6 phan trng chéo gitka cac phan (rng d6t bién. Vi du, néu quan sat thay

mot dot bién 12ALA & mirc cao, mét sé phan (rng dét bién khac cling co6 thé cho két qua

dwong tinh. Didu nay la do cac doan mdi ARMS phat hién cac ddt bién khac cé cling trinh

tw twong tw véi nhau. Néu xét nghiém dét bién thir hai cho két qué dwong tinh, day cé thé

l& phan (ng chéo. Da quan sat thay cac dot bién kép, mac du nhirng trwdng hop nay rét

hiém.

Néu mot hodc nhiéu phan (rng ddt bién khong hop 1& nhwng mét hodc nhiéu phan ¢ng

dwong tinh, mau van cé thé dwoc goi 1a phat hién dot bién KRAS vi c6 dét bién. Tuy nhién,

dot bién cu thé dwoc bao cdo cé thé khéng chinh xac va co thé Ia két qué ctia phan (ng

chéo. Do d6, mau chi nén duwoc goi la phat hién dot bién KRAS.
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® Cr cda phan rng mau chirtng mau <21,92: Invalid (Khéng hop 1&) dwoc hién
thi. Néng do6 DNA qua cao dé phan tich dét bién. Pha loang véi Nuwdc Khong cé
Nuclease dé Pha lodng (Dil.) va xét nghiém lai. Pha loang vé& Cr trong khoang
21,92-32,00. Ty Ié pha lodng 1:1 lam téng gia tri Ct thém khoang 1,0.
® Crcua phan trng mau chirng mau trong khoang 21,92-32,00 (21,92 < Ct méu
chirng = 32,00): Valid (Hop 18) dwoc hién thi Nong dd DNA phi hop dé& phan tich
dot bién.
Lwu y: Néu can tach chiét lai hodc pha loang, 14p lai phan (ng mau chirng dé xac nhan
réng néng dd DNA phu hop dé st dung.

14. Dé tao tép bao céo, hay nhap vao Report (Bao céo). Clra sb Report Browser (Trinh
duyét Bao cao) sé xuat hién. Chon KRAS Analysis Report (Bao cao Phan tich KRAS)
trong Templates (MAu), sau d6 nhap vao Show (Hién thi) (Hinh 12).

Lwu y: C6 thé lvu bao céo vao mét vi tri thay thé & dinh dang Lwu trir Web béng cach
nhép vao nit Save As (Lwu dwdi dang) & géc trén cling bén trai ctia méi bao cao.

he Feb =181

‘ View | H

o
a7neme
s

Hinh 12. Chon KRAS Analysis Report (Bao cao Phan tich KRAS). 1 = Report (Bao cao), 2 = ctra sd Report
Browser (Trinh duyét Bao c4o), 3 = lva chon KRAS Analysis Report (B4o cao Phan tich KRAS), 4 = Show (Hién thj).
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Quy trinh: Phat hién Dot bién KRAS

Quy trinh nay la dé phat hién cac dot bién KRAS.

Nhirng diém quan trong trwéc khi bat dau

M6t mau co thé dwoc xét nghiém bang xét nghiém dot bién KRAS khi mau dé da dat
danh gia mau.

Dé st dung hiéu qua therascreen KRAS RGQ PCR Kit, cac mau phai dwoc nhém thanh
cac 16 7 mau (d& lam day roé-to 72 1o). Kich thwéc 16 nhd hon ¢6 nghia 1a it m&u hon cé
thé dwoc xét nghiém véi therascreen KRAS RGQ PCR Kit.

Mau phai dwoc xét nghiém bang cach st dung tat ca cac hén hop phan tng dwoc cung
cép trong therascreen KRAS RGQ PCR Kit.

Khong xody Tag DNA polymerase (6ng Taq) hodc bat ky hdn hop nao cé chira Tag DNA
polymerase, vi didu nay cé thé lam bat hoat enzym.

Hut pipet Tag DNA polymerase bang cach can than dat dau tip pipet ngay dudi bé mat
chét 16ng dé tranh dAu tip bi phi bdi qua nhiéu enzym.

Dé giam thiéu nhan cho mau chirng va mau, can phai tuan thi nghiém ngat Huéng dan
St dung therascreen KRAS RGQ PCR Kit lién quan dén viéc tron thubc thtr chinh xac
va phai dam bdo & méi bwdc trén trong qua trinh thiét 1ap xét nghiém.

Dam bao cai dit dung phan mém therascreen KRAS Assay Package twong &ng véi
phién ban phan mém Rotor-Gene Q trwéc khi st dung dung cu Rotor-Gene Q MDx 5plex
HRM Ian dAu tién.

Nhirng viéc can lam trwéc khi bat dau

Trwéc mbi lan siv dung, tat ca thude thir can dwoc rd dong hoan toan trong téi thidu 1
gi& & nhiét dd phong (15-25 °C), trén bang cach dao ngwoc 10 1an va ly tdm nhanh dé

thu cac thanh phan duéi day éng.

44

Hwéng dan Str dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022



e Dam bao ring Tag DNA polymerase (6ng Tag) & nhiét d6 phong (15-25 °C) trwéc méi
lan st dung. Ly tdm éng nhanh dé thu enzym & day dng. Phai dadm bao tron thudc thir
chinh x&c trong qua trinh thiét 1ap xét nghiém.

Quy trinh

1. R4 déng hoan toan tat ca cac 6ng hdn hop phan trng, nwéc khdng cé nuclease cho
mau chirng khéng mau (No Template Control, NTC) va Mau ching dwong (éng PC)
KRAS & nhiét do phong (15-25 °C) trong téi thiéu 1 gio.

Thoi gian dé ra déng thude thir thiét 1ap PCR va bao quan trwdc khi bat diu chay dwoc

chi ré trong bang bén dwaoi.

Bang 6. Thoi gian dé ra dong thubc thir

Thei gian ra dong

Té6i thiéu Téi da Nhiét do bao quan sau khi  Thei gian thiét 1ap PCR va
thiét lap PCR bao quan t6i da

1 giev 4,5 giov Nhiét d6 phong (15-25°C) 7 giv

1 giev 4,5 giov 2-8°C 18 gior

Lwu y: Viéc thiét 1ap PCR phai dwoc thwe hién & nhiét do phong. Thuat ngty “bdo quan”
chi thoi gian tir khi hoan thanh thiét lap PCR dén khi bat ddu chay PCR trén dung cu
Rotor-Gene Q MDx.
Lwu y: Dwa Tag DNA polymerase (Taq) v& nhiét do phong (15-25 °C) cuing lic véi cac
thudc ther khac (xem Bao quan va X& ly Thudc thir). Ly tam éng nhanh dé thu enzym
& day 6ng.

2. Khi thuéc ther da dwoc ra dong, tron ching bang cach dao nguwoc méi dng 10 [an dé
tranh ndng d6 mudi tap trung tai mét viing, sau dé ly tam tryc tiép dé thu cac thanh
phan dudi day éng.

Lwu y: Phai dam bao tron thudc thr chinh xac trong qua trinh thiét 1ap xét nghiém.
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3. Dan nhan 8 éng ly tam nhé (khéng dwoc cung cép) theo tivng hén hgp phan (ng twong
&ng nhw trinh bay trong bang bén dwéi. Chuan bj di hén hop chinh (hdn hop phan ting
mau chirng hodc dét bién [bng CTRL, 12ALA, 12ASP, 12ARG, 12CYS, 12SER, 12VAL
hodc 13ASP] cong v&i Tag DNA polymerase [Taq]) cho cac mau DNA, mét phan tng
MA&u chirng dwong KRAS (6ng PC) va mét phan (ng clia nuwéc khdng cé nuclease cho
mau chirng khéng mau (6ng NTC) theo céc thé tich trong bang. Bao gdm thudc thir cho
1 méu bd sung dé co6 da lwgng dw cho qua trinh thiét 1ap PCR.

Lwu y: Cac hén hop chinh chira tat ca cac thanh phan can thiét cho PCR ngoai triv

mau.

Bang 7. H6n hop chinh va thé tich twong (rng

Ong xét nghiém va hén hop phan
trng

Thé tich hdn hop phan trng

Thé tich Taq
DNA polymerase

Mé&u chirng (6ng CTRL)

12ALA (5ng 12ALA)
12ASP (6ng 12ASP)

12ARG (6ng 12ARG)
12CYS (bng 12CYS)
12SER (6ng 12SER)
12VAL (6ng 12VAL)

13ASP (6ng 13ASP)

19,76 plx (n + 1)
19,76 ulx (n + 1)
19,76 plx (n + 1)
19,76 plx (n + 1)
19,76 plx (n + 1)
19,76 plx (n + 1)
19,76 plx (n + 1)

19,76 plx (n + 1)

0,24 plx (n+ 1)
0,24 plx (n + 1)
0,24 plx (n+1)
0,24 plx (n+1)
0,24 plx (n+1)
0,24 plx (n+1)
0,24 plx (n+1)

0,24 plx (n+1)

*

n = s6 lvgng phéan (ng (m&u cong v&i mau chirng). . )

Chuan bi du hon hop chinh cho 1 mau bo sung (n + 1) dé c6 di luveng du cho thiét Iap PCR. Gié tri n khong
dwoc vuot qua 7 (cong thém mau chirng) vi 7 1a sb lwong mau téi da cé thé vira trong mét 1an chay.

Lwu y: Khi chuén bi cac hén hop chinh clia xét nghiém, thé tich can thiét ctia hén hop phan ¢ng mau chirng
hodc phan (rng dét bién dwoc thém vao bng lién quan trwéc va Taq DNA polymerase (6ng Taq) dwoc thém vao
sau cung.
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4. Pat sé lwong éng 4 dai PCR thich hop (méi dai cé 4 éng) vao khéi nap theo b cuc

trong Bang 4. B6 cuc lan chay trong khéi nap d& danh gia mau DNA. Céac sb biéu thi
céc vi tri trong khéi nap va cho biét vi tri ro-to cudi cung. Khéng day nép éng.

Lwu y: D& nap trong hdp dwng béng nhwa cho dén khi can.

. D4t pipet dén thé tich th&p hon tdng thé tich cia hdn hgp phan (ng va trén ky hén hop
chinh béng cach hat 1&n va xudng 10 1an.

Lwu y: Phai dam bao tron thudc thr chinh xac trong qua trinh thiét 1ap xét nghiém.

Pé phat hién cac dot bién KRAS, hon hop chinh clia xét nghiém nén dwoc thém vao 8
éng PC, 8 6ng NTC va 8 dng cho méi mau DNA.

. Thém ngay 20 ul hdn hop chinh vao méi éng dang dai PCR thich hop.

Lwu y: Xem Bang 8 dé biét cach bd tri 6ng trong khi thiét 1ap hén hop phan (ng. Dé
phat hién cac dot bién KRAS, hdn hop chinh nén dwoc thém vao 8 éng PC, 8 éng NTC

va 8 6ng cho mdi mau DNA.

Bang 8. B cuc lan chay trong khéi nap dé phat hién cac dot bién KRAS

Mau chirng S6 mau

Xét nghiém PC NTC 1 2 3 4 5 6 7

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

* Cac sb biéu thi cac vi tri trong khéi nap va cho biét vi tri ro-to cudi cuing.
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10.

11.

12.

13.

14.

. Thém ngay 5 ul nwdc khéng cé nuclease cho Mau chirng Khéng méu (No Template

Control, NTC) vao cac 6ng NTC (éng & vi tri 9-16) va day nép 6ng.

. Thém 5 pl méi mau DNA vao cac dng mau (vi tri dng 17-72) va day nép 6ng.

. Thém 5 pl Mau ching dwong (Positive Control, PC) KRAS vao cac dng PC (bng & vi

tri 1-8) va day nép 6ng.

St dung but danh dau khong phai, danh d&u cac nép cla cac dng dau tién & vi tri sb
thap nhat trong méi ng 4 dai PCR (vi du nhw vi tri 1, 5 va 9, v.v.) dé hién thi hwéng
nap cac 6ng vao ro-to 72 lo ctia dung cu Rotor-Gene Q MDx 5plex HRM.

Do nguoc cac éng cé nap 4 1an dé trén mau va hén hop phan ¢ng.

Lwu y: Phai d@m bao tron thudc thtr chinh xac trong qua trinh thiét 1ap xét nghiém.
D4t tht ca cac 6ng 4 dai PCR vao céc vi tri thich hop trong ré-to 72 lo theo bd cuc 1an
chay (Bang 8) s dung cac dau d& dinh huéng.

Lwu y: C6 thé bao gém tdi da 7 mau trong méi Ian chay PCR. Néu ré-to chwa day, phai
l4p day tAt ca cac vi tri chwa st dung trén ré-to bang mét éng réng, day nap. DBiéu nay
dam bao ring hiéu ndng nhiét cia dung cu Rotor-Gene Q MDx 5plex HRM dwoc duy
tri.

Dt ré-to 72 lo vao dung cu Rotor-Gene Q MDx 5plex HRM. Bam bao réng vong khoéa
(dwoc cung cép véi dung cu Rotor-Gene Q MDx 5plex HRM) dwoc dat trén dau ro-to
dé gitr chat cac 6ng trong qué trinh chay.

Nhap dup vao biéu twong therascreen KRAS Locked Template trén man hinh may
tinh xach tay dwoc két ndi véi dung cu Rotor-Gene Q MDx 5plex HRM (Hinh 13) dé
khéi ddong phdn mém Rotor Gene Q MDx 5plex HRM.

Seed
.
2
therascreen
KRAS

Locked
Template

Hinh 13. Biéu twong therascreen KRAS Locked Template (Mau khoa therascreen KRAS).
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Thé Setup (Thiét 1ap) xuét hién theo méc dinh (Hinh 14).

i [ _3hn

Hinh 14. 1 = Thé Setup (Thiét Iap) va 2 = hop Locking Ring Attached (Pa gan Véong khoéa).

15.

16.

17.

Dam bao réng vong khoéa da dwoc gan va chon hop Locking Ring Attached (D3 gan
Vong khoa). Béng np clia dung cu Rotor-Gene Q MDx 5plex HRM.

Nhap ID 14n chay vao trudng Run ID (ID 1&n chay) theo quy wéc dét tén clia 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 dwdi va gan cho mau dé mét
Sample ID (ID m&u) (1, 2, 3, v.v.). Ngoai ra, bang Layout of the pipetting adapter (B
cuc bo didu hop hut pipet) & phia bén phai sé cap nhat d& bao gdm tén mau (Hinh 15).
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 déi v& mau sic khong va
t4t ca 8 xét nghiém trong c6t dwdi vong tron mau cé duwgc danh dau khong (Hinh 15).
Lwu y: C6 thé thém téi da 7 mau. Céac ID mau (trong cac vong tron mau) sé dwoc chi
dinh tw dong tr 1 dén 7.
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Lwu y: Tén mau co6 nhidu hon 8 ky tw c6 thé khéng dwoc hién thi hoan toan trong bang
Layout of the pipetting adapter (Bb cuc bd diéu hop hut pipet).

Ngoai ra, cac tén mau dwoc lwu triv & dinh dang *.smp (t&ép mau Rotor-Gene Q) ho&c
*.csv (cac gia tri dwoc phan tach bang diu phay) cé thé dwoc nhap bang nat Import

Samples (Nhap mau). Tén mau sé dwoc dién tu dong bang phuong phap nay.

7

teon Vet kS et [ Metfin |

oz 525

Hinh 15. Nhap Run ID (ID Ian chay) va Sample Name (Tén mau). 1 = trwong hop thoai Run ID (ID 1an chay),
2 = Import Sample (Nhap mau) (khdng cé sén v&i phién ban phan mém 2.1), 3 = trwéng hdp thoai Sample Name (Tén
mau), 4 = Sample List (Danh sach mau), 5 = Layout of the pipetting adapter (B6 cuc bd diéu hop hat pipet), 6 = Vong
tron mau duoc danh dau va cot gdm 8 xét nghiém bén dwéi.
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18. Lap lai bwéc 14 dé nhap tén cla tAt ca cac mau bd sung (Hinh 16).
Lwu y: D& chinh sira t&n mau, nhap vao Sample Name (Tén mau) trong danh sach
mau va mau d& chon sé xuét hién trong tréng Sample Name (Tén mau) & trén. Chinh
stra tén mau theo quy wéc dat tén cia dia phwong ban va nhan phim Return (Quay

lai) d& cap nhat tén.

Hinh 16. Nhap tén mau bd sung vao trwong hop thoai Sample Name (Tén mau). 1 = trudng hop thoai Sample
Name (Tén mau), 2 = Sample List (Danh sach mAu), 3 = bang Layout of the pipetting adapter (B cuc bd diéu hop hut
pipet) véi tén mau bd sung.

19. Khi tat ca cac tén mau da dwoc nhap, hdy xac minh rang ching chinh xac. Thém bét
ky théng tin bd sung nao vao trwong Notes (Lwu y) néu can, sau d6 nhap vao Start
Run (Bat dau chay) (Hinh 17).

Lwu y: Néu bat ky vi tri ro-to nao khong dwoc str dung, moét théng bao canh bao sé
xuét hién (Hinh 17 va Hinh 18) d& nhac nguéi dung rang tt ca cac vi tri khong dwoc
st dung trén ré-to phai dwoc 1ap day bang moét 6ng rong, day ndp. Kiém tra xem tat ca
céc vi tri rd-to khéng dwoc stv dung da dwoc l1ap day bang mot 6ng réng, day nap chua

va nhap vao OK dé tiép tuc.
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Hinh 17. 1 = trwong hop thoai Notes (Lwu y), 2 = Start Run (B4t dau chay) va 3 = Warning (Canh bao) clia cac vi tri
ro-to khong dwoc st dung.

-
Rotor-Gene () Series Software | P J

1 Warning - There are unused Rotor Tubes,

Please fill all unused positions with empty tubes,
Do you wish to continue?

oK Cancel

Hinh 18. Warning (Canh bao) cta cac vi tri ro-to khong dwec sir dung.
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20. Trong ctra sb “Save As” (Lwu dwéi dang), chon mét tén tép thich hop va lwu 1an chay

PCR du6i dang tép 1an chay *.rex vao vi tri da chon (Hinh 19).

—
B Save As WV [
@Uv‘! Desktop » 4&,” e > 2|

Organize v Newfolder 2 @
[ Favorites e Libraries
1M Computer
G Libraries i Network
{8 Computer
€l Network 1
f—
2 File name: therascreen KRAS QC Locked Template 2014-11-27 (1) -
Save as type: [Run File (".rex) -
“ Hide Folders I Save I Cancel 3

Hinh 19. Lwu tép Ian chay.

Lan chay PCR bét dau.
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Lwu y: Khi 14n chay bét dau, thé Run Progress (Tién trinh chay) sé& tw déng mé ra dé

hién thi d4u vét nhiét do va thdi gian chay con lai (Hinh 20).

1

oy 0
e ]

i [ e ]

1o remanny

“Tompratura Traca - Temp [C) vs Toss (min)

[P i et et 705 Mo

Hinh 20. Thé Run Progress (Tién trinh chay).
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Sau khi két thuc 1an chay, thé Analysis (Phan tich) sé tw dong mé ra.

Lwu y: Néu thé Analysis (Phan tich) khéng m&, nhép vao thé Analysis (Phan tich)
(Hinh 21).

Lwu y: Gidi thich v& phwong phap tinh toan dwoc trinh bay trong phan Giai thich

Fie Hep =lelx]
em
Sow T R o T =] | 1
Begon

Run Controls. Positive Contral

Rolor Posdion | Assay I TPostsrs Coniral Stahus

T ] ok

z 1204 Vel

— | 12u5P v

: 12086 s

5 12005 Vaid

6 125€R )

7 T2vaL Vol

- — —

Run Controls. Negative Control:

Rotor Posiion | Assay [HTC I T uring: THegativs Contel Stahur

s Conkl ok Vaid Vaid

i 124 ok Vet v

— 1 1265 et Vit it

12 12486 vt vokd Vol

3 12005 Vol vaid od

1 125€R Vet ok Vol

15 T2vAL vaid oid vaid

15 T3P i Vot Vi
ERAS Stst ] JKRAS Mukation Stahas
Ho Mitaten Datecied HoMusion Deecied
Ho Mudaion Delecled HoMudafion Delecied
Ho Mutaicn Detected
Mutston
Ho M e
Ho M
Mun Poskins
——

Hinh 21. Thé Analysis (Phan tich) va bao cao két qua. 1 = thé Analysis (Phan tich), 2 = bang Run Controls, Positive
Control (M&u chirng Lan chay, MAu chirng dwong), 3 = bang Run Controls, Negative Control (MAu chirng Lan chay,
M&u chirng am), 4 = Sample Result Table (Bang Két qua Mau), 5 = c6t KRAS Mutation Status (Trang thai Dot bién
KRAS).

Két qua xét nghiém sé dwoc bao cao nhu sau (Hinh 21).
® Bang Run Controls, Positive Control (Mau chirng Lan chay, Mau chirng
dwong): Néu két qua ndm trong pham vi chap nhan duwgc, Positive Control Status
(Trang thai MAu chirng dwong) sé hién thi Ia Valid (Hop 1&), néu khong két qua
Invalid (Khéng hop 1&) sé& xuét hién.
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® Bang Run Controls, Negative Control (Mau chirng Lan chay, Mau chirng am):
Néu ca két qua NTC va Internal Control (M&u chirng ndi) ndm trong pham vi chap
nhan dwoc, Negative Control Status (Trang thai MAu chirng 4m) sé& hién thj la Valid
(Hop 1&), néu khong két qua Invalid (Khdng hop [&) sé xuét hién.

® Bang Sample Result Table (Bang Két qua Mau): Cac dot bién cu thé sé duoc
bao cao cho cac mau Dwong tinh véi Dot bién trong c6t KRAS Mutation Status
(Trang thai Dot bién KRAS).

21. Dé tao tép bao cdo, hay nhép vao Report (B4o cao). Clra sé Report Browser (Trinh
duyét Bao cdo) sé xuat hién. Chon KRAS Analysis Report (Bao céo Phan tich KRAS)
trong Templates (M&u), sau d6 nhap vao Show (Hién thi) (Hinh 22).

Lwu y: C6 thé lvu bao cdo vao mat vi tri thay thé & dinh dang Lwu trir Web béng cach

nhép vao Save As (Lwvu duéi dang) & goc trén cling bén trai ctia mdi bao cao.

WiN

Hinh 22. Chon KRAS Analysis Report (B4o cao Phan tich KRAS). 1 = Report (Bao cao), 2 = clra sb Report Browser
(Trinh duyét Bao céo), 3 = Iwa chon KRAS Analysis Report (Bao cao Phan tich KRAS), 4 = Show (Hién thi).

Lwu y Chi danh cho cac mau NSCLC: Dé tranh két qua dot bién G12C (12CYS) gia,
(cac) mau cé nhan liét ké bén dwéi phai dwoc hiéu Ia Invalid (Khéng hop 18).
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e SAMPLE_INT CTRL_EARLY_CT
e SAMPLE_POSITIVE_AND_INVALID
e SAMPLE_INT_CTRL_FAIL

e MUTATION_EARLY_CT

e SAMPLE_INVALID DATA
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Giai thich Két qua

Cac lénh goi phan tich va dot bién dwoc thwc hién tw dong bdi Rotor-Gene Q therascreen
KRAS Assay Package khi I&n chay hoan tat. Théng tin sau giai thich cach Rotor Gene Q
therascreen KRAS Assay Package thuwc hién cac [énh goi phan tich va dot bién.

Céc 1énh goi phan tich va dét bién

Chu ky PCR ma tai d6 huynh quang tir mét phan (ng cu thé di qua gia tri ngwéng dwoc xac
dinh |4 gia tri Ct. Gia tri Ct cho biét sé lwong DNA dau vao cu thé. Gia tri Cr thdp cho biét
mirc DNA d4u vao cao hon va gia tri Ct cao cho biét mirc DNA d4u vao thap hon. Cac phan

&ng c6 gia tri Ct dwoc phan loai la khuéch dai dwong tinh.

Phan mém Rotor-Gene Q ndi suy cac tin hiéu huynh quang gitra 2 gia tri dwoc ghi lai bat
ky. Do d6, gia tri Ct c6 thé 1a bat ky sé thuc nao (khéng gi¢i han & sb nguyén) trong pham
vi ttr 0 dén 40.

Déi v6i therascreen KRAS RGQ PCR Kit, gia tri ngwéng dwoc dét & 0,05 don vi huynh
quang twong déi. Gia tri nay dwoc dinh ciu hinh trong therascreen KRAS Assay Package
cho cd hai kénh huynh quang cho Green va Yellow. Gia tri nguwdng dwgc xac dinh trong qua
trinh phét trién therascreen KRAS RGQ PCR Kit.

Mot phép tinh dwoc thwe hién dé& xac dinh gia tri ACT bdng phwong trinh:
ACT = [gia tri Ct xét nghiém ddt bién] — [gia tri Ct xét nghiém dbi chirng]
Céac mau chirng 1&n chay (mAu chirng dwong, NTC va mau chirng ndi) duwoc danh gia dé

dam bao dap ng cac gia tri Cr chap nhan dwoc va cac phan (rng dang hoat déng chinh
xac.
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Céc gia tri ACT mau duwoc tinh bing hiéu sb gitra Ct xét nghiém dot bién va Cr xét nghiém
dbi chirng tlr cing mot mau. Cac mau dwoc phan loai 1a dwong tinh véi dot bién néu ching
cho gia tri ACt nhé hon hodc bang gia tri ACT nguwéng cho xét nghiém d6. Trén gia tri nay,
mau co6 thé chlra it hon ty 1& phan trdm dot bién c6 thé dwoc phat hién bing therascreen
KRAS RGQ PCR Kit (vwgt qua gi¢i han clia xét nghiém) hodc mau am tinh vai dot bién ma

duwoc béo céo la No Mutation Detected (Khéng Phat hién Dot bién).

Khéng c6 khuéch dai ndo trong cac phan trng dot bién sé dwoc ghi la No Mutation Detected
(Khéng Phat hién Dot bién). Cac gia tri ACT dwoc tinh tir khuéch dai nén dy kién sé& Ién hon
céac gia tri ACT ngwéng va mau sé dwoc phan loai la No Mutation Detected (Khéng Phat hién
Dot bién).

Két qua xét nghiém sé& dwoc hién thj 1a [mutation name] Detected” (Phat hién [tén dot bién]),
No Mutation Detected (Khdng Phat hién D6t bién), Invalid (Khéng hop &) hodc Run Control
Failed (M&u chirng LAn chay Khong thanh céng) néu mét mau ching 1an chay khéng thanh

cong. Ddi v&i cac mau dwong tinh véi dét bién, cac dot bién cu thé sé dwoc bao céo.

D& giai thich cac nhan dwoc tao béi Rotor-Gene Q therascreen KRAS Assay Package, xem
Cac nhan dwoc tao béi therascreen KRAS Assay Package.

Lwu y: Hiém khi mot khdi u co thé chira nhidu hon mot dét bién. Trong nhirng trwdng hop
nhw vay, dot bién cho gia tri ACT th&p nhét s& dwoc xac dinh.
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Han ché

Xét nghiém duoc thiét ké dé& phat hién 7 dot bién trong codon 12 va 13 ctia gen KRAS. Cac
mau co két qua dwoc bao cdo 1a No Mutation Detected (Khéng Phat hién Dot bién) co thé
chira cac dot bién KRAS khong dwoc xét nghiém phat hién (vi du: 13CYS).

Viéc phat hién cac dot bién phu thudc vao tinh toan ven clia mau va sé lwong DNA cé thé
khuéch dai c6 trong bénh pham. Quy trinh phai dwoc I&p lai trong trwéng hop danh gia ban
d4u ctia DNA trong mau cho thay rang sb lwong khong da hodc qua cao dé& phan tich dot

bién.

therascreen KRAS RGQ PCR Kit dwoc st dung trong quy trinh phan ¢ng chudi polymerase
(Polymerase Chain Reaction, PCR). Nhw v&i tAt ca cac quy trinh PCR, mau c6 thé bi nhiém
bén b&i cac ngudn DNA bén ngoai trong méi trudng xét nghiém ho&c DNA trong mau chirng
dwong. Can than trong dé tranh nhiém ban mau va thuéc thir ctia hén hop phan ¢ng.

Khong dung therascreen KRAS RGQ PCR Kit dé chan doan bat ky bénh nao khéc.

Déi véi mau CRC, chi st dung therascreen KRAS RGQ PCR Kit cho muc dich phan biét
gitra cac mau kiéu tw nhién va dot bién. Xét nghiém dwoc thiét ké sao cho méi phan (rng
dot bién nhay nhat déi voi dét bién cu thé dwoc do lweng. Tuy nhién, trong cac mau phat
hién mot dot bién, cé thé xay ra phan trng-chéo véi cac phan (rng ddt bién khac. Néu co
nhiéu hon mét phan (rng dét bién dwong tinh thi két qua la phan (ing cé ACT thap nhét.

therascreen KRAS RGQ PCR Kit chi dwoc xac nhan déi véi mé ung thw dai trwc trang duoc

c¢b dinh formalin, gén parafin va mé ung thw phdi khéng phai t& bao nhd.

therascreen KRAS RGQ PCR Kit chi dwoc xac nhan dé si dung véi QlAamp DNA FFPE
Tissue Kit. Chi c6 Rotor-Gene Q MDx 5plex HRM da dwoc xac nhan dé st dung véi
therascreen KRAS RGQ PCR Kit.
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DPac tinh Hiéu nang
Hiéu nang phén tich

Céc déc tinh hiéu néng cu thé cla therascreen KRAS RGQ PCR Kit dwoc xac dinh béng
cac nghién ctru lien quan dén mau mé FFPE dwoc |4y tir bénh nhan CRC va bénh nhan
NSCLC. Phuwong phap thu nhan mau NSCLC bao gdém sinh thiét kim 16i (Core Needle
Biopsy, CNB), choc hut bang kim nhé (Fine Needle Aspiration, FNA) va cat bd. Dbi v&i mai
loai m4u, 8 dong t& bao & nguoi FFPE, trong d6 7 dong chira dot bién KRAS da biét dwoc
phat hién béi xét nghiém va moét kiéu tw nhién KRAS (nghta 1a khong c6 dot bién tai codon
12 va 13) da dwoc st dung. Trang thai dot bién clia cac mau dwoc xac nhan bang gidi trinh

tw Sanger hai chiéu.
Nguwdng

S dung phwong phép theo hwéng dan trong CLSI EP17-A (2004) (8), 225 mau FFPE da
duwoc xét nghiém dé thiét 1ap cac nguéng cho xét nghiém. Pham vi Ct phan trng mau chirng
dworc thiét lap 1a tlr 21,92 dén 32,00. Céac gia tri nguéng dwa trén Cr ctia phan (ng mau
ching trir tir Ct ctia phan trng dot bién (ACT) dworc trinh bay trong Bang 9.

Bang 9. Cac gia tri ngwdong da thiét 1ap cho méi xét nghiém dat bién.

Xét nghiém dot bién
12ALA 12ASP 12ARG 12CYS 12SER 12VAL 13ASP
Ngwong (SDC7) 8,0 6,6 8.0 8,0 8,0 75 75
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Gidi han trong

Dé danh gia hiéu ning clia therascreen KRAS RGQ PCR Kit trong truéng hop khéng co
mau dwong tinh dot bién va dé dam bao réng mau tréng khéng tao ra tin hiéu phan tich cé
thé chi ra ndng d6 dét bién thap, mau khong cé khudn mau dugc danh gia. Két qua cho thay
khong cé gia tri Ct mau chirng ho&c dot bién c6 thé phat hién trong bat ky édng phan (ng
mau chirng ho&c ddt bién nao (tat ca cac tri Ct mau chirng ndi déu hop 18).

So sanh véi phwong phap tham chiéu phan tich: CRC

Hai nghién ctru da dwoc thwe hién dé& chirng minh sy phi hop vé trang thai dot bién cua
cac mau CRC duoc xét nghiém béng therascreen KRAS RGQ PCR Kit v&i gidi trinh tw hai
chiéu. Téng cong 137 mau FFPE tra vé& két qua hop I& cho ca therascreen KRAS RGQ PCR

Kit va gidi trinh tw hai chiéu.

Két qua tdng thé dwoc trinh bay trong Bang 10. Bang 11 cho thdy phan tich dinh chuén
therascreen KRAS RGQ PCR Kit va giai trinh tw hai chiéu.
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Bang 10. therascreen KRAS RGQ PCR Kit so v&i giai trinh tw Sanger hai chiéu

Lénh goi dot bién cua giai trinh tw hai chiéu
t?:; 12ALA  12ARG  12ASP  12CYS 12SER 12VAL 13ASP  Téng

Am tinh 80 - - 1 - - - 1 82

Dwong
tinh - 3 - - - - - - 3
12ALA

Dwong
tinh - - - 1 - - - - 1
12ARG

Dwong
tinh - - - 20 - - - - 20
12ASP

Dwong
tinh - - - - 3 - - - 3
12CYS

Dwong
tinh - - - - - - - - 0
12SER

Dwong
tinh 2 - - - - - 14 - 16
12VAL

Dwong
tinh 1 - - - - - - 11 12
13ASP

Tong 83 3 0 22 3 0 14 12 137

Lénh goi cua therascreen KRAS RGQ PCR Kit

Bang 11. Phan tich dinh chuan

Do dinh chuén Tan suét (%) Khoang tin cay
(Confidence Interval, Cl) 95%

Binh chuan ty 1& phan tram tdng thé 132/137 (96,35) 92,69-98,21
Binh chuan phan tram dwong tinh 52/54 (96,30) 89,41-98,77
Binh chun phan tram am tinh 80/83 (96,39) 91,30-98,55

B6 mau duy nhét th» hai dwoc danh gia dé bd sung dir liéu tir nghién cieu dau tién. C6 duwgc
mot bd 271 mau FFPE CRC; 250 mau c6 trang thai dot bién chwa biét va 21 mau cé trang
thai dot bién da biét (d& ting cwéng cho cac dot bién hiém gap) dwoc so sanh véi giai trinh

tw Sanger hai chiéu, nhw da mo ta & trén.
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Phan tich sw phu hop dwoc thwe hién trén 247 mau véi ca két qua hai chiéu va therascreen
KRAS RGQ PCR Kit hop 1&. Cé 9 mau khong phi hop. Binh chuén tbng thé 1a 96,4%. D
lieu chirng minh hiéu nang chinh xac clta therascreen KRAS RGQ PCR Kit (Bang 13 va
Bang 14).

Bang 12. therascreen KRAS RGQ PCR Kit so v&i giai trinh tw Sanger hai chiéu (nghién ctwu thi hai)

Lénh goi dot bién cua giai trinh tw hai chiéu

1%
>
< O
E g S g & ¢ & 2 § o
- c << | < << O (%] = < «O
S N < o~ ] N N N 32} [
X < ~ 4 - ~ — -~ ~ ~
& S
o &
g . 26 -
(4 Am tinh - - - - - - 1 262
0 1
S
Dwong tinh
X _ _ _ _ _ _
s 12ALA ! 4 ! 6
2 Duong tinh -
8 12ARG - - 3 - - - - - 3
S .
©
‘3 Duwong tinh -
° 6 - - - 35 - - - 41
'g; 12CYS
e Dwong tinh 2 - _ _ _ _ _ _ _ 2
& 12SER
4
Dwong tinh -
12VAL 5 - - - - 1 17 - 23
Dwong tinh -
13ASP L - - - - - - 4 S
Téng 280 4 1 3 14 35 1 17 5 360
Bang 13. Phan tich dinh chuén (nghién ctru thi hai)
Do dinh chuén Tan suét (%) Khoang tin cay
(Confidence Interval, Cl) 95%
Binh chuén ty 1é phan trdm tong thé 340/360 (94,44) 92,03-96,29
Binh chuén phan tram dwong tinh 79/80 (98,75) 94,21-99,94
Binh chun phan trdm am tinh 261/280 (93,21) 90,20-95,51
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So sanh vé&i phwong phap tham chiéu phan tich: NSCLC

Dé& chirng minh sw phu hop vé trang thai dot bién clia cac mau NSCLC dwoc xét nghiém
béng therascreen KRAS RGQ PCR Kit khi so sanh v&i gidi trinh tw Sanger hai chiéu, cac
mau FFPE NSCLC lam sang thu dwoc théng qua cat bd, CNB hodc FNA dwoc st dung
trong nghién ctru nay. DNA dwoc tach chiét tr mdi mau trwdc khi xét nghiém bang
therascreen KRAS RGQ PCR Kit. Két qua tir xét nghiém nay duoc so sanh véi két qua thu

dwoc théng qua gidi trinh tw Sanger hai chiéu.

Téng s6 360 mau tra v& két qua hop |é cho ca therascreen KRAS RGQ PCR Kit va gidi trinh
tw Sanger hai chiéu, v&i 340 mau cé két qua phu hop.

Dinh chuan gitra therascreen KRAS RGQ PCR Kit va gidi trinh tw hai chiéu dwoc trinh bay
trong Bang 14. Hai mau tra v& cac lénh goi dot bién kép bang giai trinh tw Sanger hai chiéu.
Vi mét dét bién gidng véi két qua cla therascreen KRAS RGQ PCR Kit, cac mau nay dwoc
phan loai la phu hgp cho phan tich dinh chuén tdng thé, dinh chudn dwong tinh va dinh
chuan am tinh (Bang 15).
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Bang 14. therascreen KRAS RGQ PCR Kit so v&i giai trinh tw Sanger hai chiéu

Lénh goi dot bién cua giai trinh tw hai chiéu

(2] |
. g
<
= é g| 8 é g ﬁl § é g
g E & 4 & 8§ & ¢ & 3 %
& g Q
o - -
o
[¢] —
o -
[ Am tinh 261 - - - - - - 1 262
7]
<
N Dwong tinh 1
T 1aA L = - - - - - - ®
)
g Duwong tinh
2 12ARG - - C - - - - g
S
Q Dwong tinh -
£
S 12asP 4 14 18
=3 ,
) Dwong tinh _ - _ _ _ _ _
.g; 12CYS 6 35 41
= Dwong tinh -
& 12SER 2 - - - - - - - 2
- D tinh
wong _ - _ _ _ _
12VAL 5 1 17 23
Dwong tinh -
13ASP 1 - - - - - - 4 5
Téng 280 4 1 3 14 35 1 17 5 360
Bang 15. Phan tich dinh chuan
Po dinh chuan Tan suét (%) Khoang tin cay
(Confidence Interval, Cl) 95%
Dinh chuan ty I& phan tram téng thé 340/360 (94,44) 92,03-96,29
Binh chuén phan tram dwong tinh 79/80 (98,75) 94,21-99,94
Dinh chuén phan tram am tinh 261/280 (93,21) 90.20-95.51
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Gi¢i han phat hién (Limit Of Detection, LOD)

Pham vi hoat dong cla therascreen KRAS RGQ PCR Kit dia trén sé lwgng DNA c6 thé
khuéch dai trong bénh phdm dwoc xac dinh béi gia tri Ct phan ¢ng mau chirng. Pham vi
d4u vao da néu cho xét nghiém dwoc xac dinh bdi Cr mau chirng & pham vi dwoc chi dinh
trwde tlr 21,92 dén 32,00. LOD 13 ty 1& phan trdm t6i thidu cia DNA d6t bién c6 thé dwoc
phat hién trén nén kiéu tw nhién khi tbng s6 DNA c6 thé& khuéch dai ndm trong pham vi dau
vao da néu va van dwdi gia tri ACt gi¢i han nguéng.

CRC

Mét nghién clru da dwoc thwe hién d& xac dinh LOD clia tirng phan (rng trong sé 7 phan
&ng dac hiéu véi dot bién dwoc tich hop trong therascreen KRAS RGQ PCR Kit. Déi véi
therascreen KRAS RGQ PCR Kit, gi¢i han phat hién DNA dot bién trén nén DNA kiéu tw
nhién dwoc xac dinh 14 hé s pha lodng thAp nhat ma tai d6 95% ban sao xét nghiém dbi
véi mdi mau duong tinh véi dot bién dwoc xac dinh la dwong tinh.

Cac md hinh hdi quy logistic dwgc ap dung cho tirng xét nghiém riéng 1& cho cac bd di liéu
DNA d3u vao th4p va cao. Trong cac mé hinh nay, bién phan trng la d4u ra nhj phan cta
dat bién dwoc phat hién (phat hién = 1) va dot bién khéng dwoc phat hién (phat hién = 0),
bién giai thich lién tuc la log2 % pha lodng d6t bién. Cac LOD dworc tinh toan duéi dang
phan trdm pha lodng dét bién cho xac suét phat hién dy doan 1a 0,95 (Bang 16).
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Bang 16. Gia tri LOD cho méi xét nghiém dét bién bing cach str dung cac dong té bao FFPE

LOD Cos_ . N
Xét nghiém (ty 1é phan tram DNA dot bién & DNA kiéu tw nhién
12ALA 0,8
12ARG 2,6
12ASP 6,4
12CYS 1,5
12SER 5,6
12VAL 1,6
13ASP 6,4

NSCLC

LOD cho cac xét nghiém therascreen KRAS RGQ PCR Kit da dwoc xac dinh va xac minh
béng cach str dung mé CRC. Cac két qua LOD nay da dwoc xac minh lai déi véi md NSCLC.

Nghién ctu gdm 2 phan. Trong Phan 1, 60 ban sao cla 7 dong té bao FFPE NSCLC dot
bién dai dién cho mdi d6t bién da dwoc pha lodng vé LOD cla xét nghiém twong (ng va
dwoc xét nghiém. T4t ca 60 ban sao dong té bao FFPE hop & cho méi mau dwoc danh gia
da chirng minh khad ndng phat hién 100% di voi phan (rng dét bién twong (rng tai LOD
dwoc danh gia.

Trong Phan 2, 96 ban sao ctia cac mau FFPE NSCLC lam sang, dai dién cho méi dot bién
trong ca 3 phwong phap thu nhan (cat bé, CNB va FNA), da dwoc xét nghiém sau khi pha
lodng vé LOD clia xét nghiém twong &ng.

96 ban sao hop 1é cho 12ALA, 12ASP, 12ARG, 12VAL va 13ASP cho théy Iénh goi chinh xac
100%. Céc xét nghiém cho 12CYS va 12SER cho thay kha néng phat hién 95,8% & LOD.

Didu nay chirng t6 réng gia tri LOD da xac dinh trwdc d6 dwoc xac minh cho tat c& cac xét
nghiém dét bién khi danh gia mé NSCLC va dong té bao FFPE NSCLC/FFPE |am sang/méau
phu hgp v&i bénh nhan.
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DPau vao DNA va dd tuyén tinh

Anh hwéng clia mirc diu vao DNA dén gia tri ACT

Khi mau & cac mirc DNA toan phan khac nhau chira cing mot ty 1& DNA dét bién, dw kién
réng cac gia tri ACt do dwoc sé& van nhat quan. Muc tiéu cta nghién ctru la d& chirng minh
rang hiéu suét cla therascreen KRAS RGQ PCR Kit 1a nhat quan trén pham vi tbng s6 DNA
dau vao (CT mau chirng) clia xét nghiém. DNA tach chiét tir 8 dong té bao FFPE duoc st
dung d& chuén bj cac nhém DNA c6 Ct phan trng mau chivng thap nhét c6 thé dat duoc.
Sau do, cac lvgng dw DNA dam dac dwoc pha loang dé tao DNA mé rébng pham vi hoat

dong (tdng cong 5 dung dich pha lodng bao gdm ca lwgng dw dam déc ban dau).

Déi v&i mbi diém trong pham vi lam viéc, da chuén bi dd vat liéu dé thwc hién 6 thir nghiém
I&p lai. Pham vi pha lodng cho méi phan (rng dot bién va gia tri ACT trung binh thu duwoc tir
cac két qua dwoc trinh bay trong Bang 17 va Bang 18. Gia trj ACT tdng thé nhéat quan trong
pham vi hoat déng clia therascreen KRAS RGQ PCR Kit cho t4t ca cac xét nghiém, chivng
minh rdng m&c DNA sé khéng anh hwéng dén d6 chinh xac cta lénh goi dot bién mau.

Bang 17. Anh hwéng ctia ddu vao DNA dén gia tri ACt trén pham vi Ct phan trng mau chirng dau vao — Dong
té bao FFPE CRC

ACt
Xét nghiém Do phaloang1 Do phaloing2 Do phaloidng 3 Do phaloidng4 D6 phaloing 5
~20-21Cr ~23-24 Cr ~26-27 Cr ~29-30 Cr ~32-33 Cr

12ALA 1,56 1,25 1,16 1,14 1,27

12ASP* 2,46 2,18 2,11 2,11 1,75

12ARG 1,18 0,63 1,08 0,94 1,06

12VAL 0,29 0,25 0,15 0,26 -0,1

12SER 2,91 2,21 2,15 2,15 2,08

12CYS 0,98 0,71 0,58 0,81 0,67

13ASP 3,57 2,84 2,54 2,46 2,62

* Tdng sb ban sao cho 12ASP 13 27.
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Bang 18. Anh hwéng cia dau vao DNA dén gia tri ACr trén pham vi Cr phan (rng mau chirng dau vao — Mau
FFPE NSCLC

ACr

Xét nghiém Do phaloing 1 Do phaloing2 Pophaloing3 Do phaloing 4 Do phaloang 5
~20-21Cr ~23-24 Ct ~26-27 Ct ~29-30 Ct ~32-33 Ct

12ALA 3,40 3,25 3,11 2,90 3,31

12ASP 3,63 2,92 2,55 2,46 =

12ARG 2,49 2,22 2,25 2,23 1,40

12VAL 1,34 1,23 1,18 1,13 0,97

12SER 5,34 4,50 4,30 3,92 —*

12CYS 1,70 1,71 1,70 1,77 1,01

13ASP 6,24 5,36 5,14 4,87 —*

* Khong cé Cr phan (rng dét bién nao dwoc tra vé do néng do DNA thap, do d6 khong tinh toan duoc ACT.

Do tuyén tinh/hiéu qua khuéch dai dwdi dang ham clta dau vao DNA

Do tuyén tinh va hiéu qua khuéch dai ctia PCR déi véi mdi phan (ng dét bién, so véi Phan
&ng Mau ching, trén pham vi hoat dong cla therascreen KRAS RGQ PCR Kit da dwoc
ching minh. Hiéu qua khuéch dai dwoc tinh toan cho mdi phan (rng dét bién va phan &ng
mau chirng la [10(—1/dd dbc)] —1.

Hiéu qua khuéch dai cia mau chirng so v&i phan (rng d6t bién chi ra rdng ACr, va do d6
lénh goi d6t bién, nhat quan trong pham vi hoat déng ciia xét nghiém. Tém tat di¥ liéu dwoc
trinh bay trong Bang 19 (mau CRC) va Bang 20 (NSCLC MA&u).
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Bang 19. Hiéu qua khuéch dai trong cac phan (rng dét bién va mau chirng: Dong té bao CRC

o Gi¢i han
Sai so tincay  Giéihan Chénh
tidu . 95%2 tin cay l&ch higu
chuan i Sai so bén 95% 2 qua
. cua Do doc tiéu dwéi (@6  béntrén  Hiéu qua khuéch
. Giao  giao  dwoc  chuan  ggc) (@6 déc)  khuéch dai  dai
Mau diém  diém  tinh (d6 dbc)
CrMau
: 21,060 0,060 -1,008 0,007  -1.023 -0,993 0,989 0.03
12ALA chtngCr 55476 0103 -0987 0013  -1013  -0,961 1,019 ’
12ALA
CrMau
L 20,825 0,083 -1,035 0,01 -1,056 -1,014 0,954 0/056
12ARG chingCr 5337 ('og3 0,993 0011  -1.016 -0,97 1,01 :
12ARG
CrMau
! 20,385 0,13 -1,013 016  -1.046 -0,98 0,982 -0.003
12ASP ching Cr 51'347 0065 -1015 0008  -1.032  -0,999 0,979 ’
12ASP
CrMau
! 23,437 0,063 -0981 0,01 -1,003 -0,96 1,026 0.032
12CYS ching Cr 5,989 0039 -0,961 0006  -0.974  -0,947 1,058 ’
12CYS
Cr M§u
! 22,568 0,050 -1,003 0,008  -1.02 -0,986 0,996 0.105
12SER ohing Cr 55515 0087 -0934 0014  -0963  -0,904 1,101 ’
12SER
— Cﬁ;f’:"ag 21208 0047 -0,995 0006  -1.007  -0,983 1,007 0.033
95T 21532 0043 -0,972 0.005 -0,983 -0,961 1,04 ’
12VAL
CrMau
! 23,207 0,056 -1,001 0,009 -1,02 -0,982 0,999 0.145
13ASP Cq;’;‘\gs& 26.466 0.106 -0,009 0.017  -0,945 -0,873 1,144 '
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Bang 20. Hiéu qua khuéch dai trong cac phan (rng dét bién va mau chirng: Mau NSCLC

o Gi¢i han
Sai so tin cay Gi&i han
tleux s 95% 2 tin cay Chénh
chuan  ~ Sais0 pen 95% 2 1éch hiéu
) cua Do doc  tiéu dwéi(d6  béntrén Hiéuqua  qua
. Giao  giao dwoc  chuan  g4¢) (d6 déc)  khuéch dai  khuéch dai
Mau diém  diém  tinh (dé déc)
CrMau
! 2274 004  -015 0,02 0,19 -0,11 0,94
12ALA ching Cr 2411 0.16 106 0.07 -1.20 -0.93 1,01 0,069
12ALA
CrMau
L 2192 003  -0,07 0,01 -0,09 -0,05 0,94 0.093
12ARG chingCr 2,75 005 yeg oot -0.96 -0,96 1,04 '
12ARG
CrMau
! 21,73 005 -0,13  -0,02 0,17 -0,08 0,96 -0.001
12ASP chingCr 2269 003  -097 001 100 -0,95 0.96 '
12ASP
CrMau
L 2173 004  -0,11 0,01 -0,14 -0,08 0,98
12CYS chéngCr 5. g b g 103 099 100 0,019
s 2w O 1,01 0,01 d ! d
Cr Méu
! 22,03 005  -0,06 0,02 -0,10 -0,02 0,97 0.127
12SER ching Cr 2534 0.03 0,97 0,01 -0,99 0,94 1,09 ’
12SER
CrMau
T 2213 004  -003 0,02 -0,07 0,01 0,92 0.011
12VAL ching Cr 23.34 0,08 0,95 0,03 -1,01 -0,88 0,91 ’
12VAL
CrMau
! 2263 002  -002 0,01 0,001 -0,04 0,94 0,066
13ASP chon9ST 2514 007 094 003 1,00 -0.88 1,01 '

Do tuyén tinh/hiéu qua khuéch dai dwdi dang ham cda ty 1& phan trdm dét bién

Muc tiéu clia nghién ctru nay la danh gia anh hwéng ctia mau dwong tinh véi dét bién duwoc
pha lodng tudn tw d6i véi hiéu qua khuéch dai, trén pham vi hoat déng cla therascreen
KRAS RGQ PCR Kit, bat dau vé&i mirc dau vao Cr & khoadng 22-23 Cr.

DNA tach chiét tir cac dong t& bao FFPE CRC va cac mau NSCLC dwoc danh gia ban dau
bang cac chi sb OD trwdc khi thuc hién PCR bang therascreen KRAS RGQ PCR Kit. Sau
d6, céc lwgng dw DNA dwoc chuan bj dén Cr Phan (ng MAu chirng twong (rng véi khodng
23 Cr. Céc lwong dw dwoc pha lodng tuan tw gép hai lan méi 14n bang cach st dung DNA
kiéu tw nhién, d& duy tri tdng s6 DNA kiéu tw nhién khéng di trong khi thay déi ty & phan

tram DNA dét bién trong mau.
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Cac nhom DNA du cho 6 ban sao trén moi dot bién da dwoc chuan bi. D lieu Ct va ACT
cho mdi dét bién tai mdi diém pha loang da dwoc tinh toan. M6t mé hinh hdi quy tuyén tinh
dwoc gén voi Cr phan trng dot bién so véi logz pha lodng dau vao DNA. Nghién cru cho
thdy pha lodng cac dot bién trén nén c6 ndng dd DNA kiéu tw nhién khong ddi dan dén hiéu
quéa khuéch dai khong thay ddi dang ké ngoai cac gia tri duwgc xac dinh trong nghién clru

tuyén tinh & trén.
Céc chét gay nhiéu

Muc tiéu cGa nghién ctvu nay 13 danh gia tac dong cla cac chat cé kha néng gay nhiéu ddi
v6i hiéu néng cla therascreen KRAS RGQ PCR Kit. Nghién clru nay dwoc thuc hién béng
cach phan tich tac déng cla tirng chét dbi vai gia tri ACt va trang thai dét bién clia cac mau
xét nghiém béng cac thi nghiém pha & cac ndng dd khac nhau. Cac chét cé kha nang gay
nhidu tlr qua trinh tach chiét DNA dwoc xét nghiém 1a Buffer AL, Buffer ATL, ethanol, sap
parafin, Proteinase K, Wash Buffer AW1, Wash Buffer AW2 va xylene. Chét dém rira gidi

cudi cung tir bd dung cu, Buffer ATE, cling dwoc xét nghiém & dang mau ching tréng.

O ndng dd du kién gap trong qua trinh st dung binh thudng, khdng cd chat co kha nang
gay nhidu nao duogc danh gia tac dong dén kha nang phan biét gitra cac mau dwong tinh
vGi dot bién va am tinh véi dot bién clia therascreen KRAS RGQ PCR Kit.

Ngoai nghién ctru vé cac chat gay nhiéu, tac déng tiém an cla hoai t& trong cac mau 1am
sang cling dwoc danh gia dé& xac dinh xem mrc dd méd hoai t&r cao trong cac mau khéi u cd
anh hwéng dén kha nang tao ra di¥ liéu hop 1& hay khong. Tty tdng s6 421 mau dwoc danh
gid nhw mét phan cla nghién ciru So sanh véi Phwong phap Tham chiéu Phan tich, 29 méu
¢6 hoai t&r & mirc >50% dwoc xac dinh béng danh gia bénh ly. Trong s6 29 mau nay, 28
mau tra vé két qua hop 1é phu hop véi gidi trinh tw Sanger hai chiéu. Mét két qua khéng hop
I& do khdng di DNA.
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Nhiém ban chéo

Muc tiéu ctia nghién ctru nay 1a xac dinh mirc d6 nhidm ban chéo gira cac mau DNA bang
cach st dung therascreen KRAS RGQ PCR Kit, c6 kha néng dan dén két qua dwong tinh
gia. Cac ngudn nhiém ban chéo tiém an bao gdm:

® Tach chiét mau (vi du: nao lam kinh)

®  Hut pipet mau

® Viéc déng (d6ng nép) cac dng mau

®  Nhiém ban thubc ther bé dung cu trong qua trinh st dung

®  Viéc nap 6ng xét nghiém vao dung cu Rotor-Gene Q MDx 5plex HRM

Déi v&i nghién cu nay, cac tiéu chudn FFPE da dwoc siv dung: tiéu chuan kiéu tw nhién va

tiéu chuan 12ALA (vi phdn (ng 12ALA |a phan (ng cé LOD thép nhéat trong bo dung cu).

Nghién cu bao gdm 10 1an chay PCR duwoc thiét k& d& tim hiéu khd nang nhiém bén ca
trong va gitva cac lan chay dung cu Rotor-Gene Q MDx 5plex HRM. Trong nhi¥ng 1&n chay
xét nghiém nay, cac &ng chira DNA kiéu tw nhién dwoc str dung dé kiém tra xem cé nhiém
ban tir DNA ddt bién khéng.

Két qua clia nghién ctru nay chi ra rang khéng c6 nhidm ban cé thé phat hién trong bét ky
DNA tach chiét kiéu tw nhién nao nhdm muc dich phat hién nhi&m ban chéo.

Tinh loai trie/phan ng chéo

therascreen KRAS RGQ PCR Kit bao gébm 8 phan (ng riéng biét, gdm mét phan (ng mau
ching phat hién viing khéng da hinh cia gen KRAS va 7 phan (ng déc hiéu véi-dot bién.
Khéng c6 phan (rng nao do lwdng cu thé trinh tw KRAS kiéu tw nhién tai codon 12 hoéc 13.
Két qua No Mutation Detected (Khdng Phat hién Dot bién) KRAS (ttrc 13 kidu tw nhién) dwoc
xac dinh khi khéng c6 bat ky dot bién nao trong sb 7 dot bién dan dén két qua dot bién
dwong tinh.
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Do d8, can phai chirng minh lwong khuéch dai khdng déc hiéu hodc phan (rng chéo xay ra
trong méi phan (ng vé&i lwgng DNA kiéu tw nhién du thira cia KRAS d& dam bao khéng xay
ra két qua duwong tinh gid. Twong tw, khuéch dai khéng déc hiéu dwoc danh gia dbi véi cac
dot bién KRAS khong nhdm muc dich dwoc phat hién bing xét nghiém. Diéu nay ching td
réng sb lwgng phan (ng chéo giira cac phan (rng ddt bién khdng dan dén cac lénh goi dot
bién sai khi c6 lwong DNA dot bién dw thira. Vi du vao DNA cho xét nghiém nay dwa trén
pham vi Ct mau chirng (21,92-32,00), néng d6 DNA dau vao cao nhét dwa trén viéc co gia
tri Cr mau chirng xap xi 22.

Khuéch dai khéng dac hiéu/phan (rng chéo: DNA clia KRAS kiéu tw nhién

Sé lwong khuéch dai khéng déc hiéu ctia DNA kiéu tw nhién theo cac hén hep phan ting dwoc
thiét k& dé& khuéch dai cac dot bién cu thé da dworc chira. Téng cong 60 ban sao DNA dong té
bao FFPE kiéu tw nhién va 60 mau NSCLC da dwoc danh gia & ndng dd cao nhét clia mirc
d4u vao DNA co thé khuéch dai béng cach str dung therascreen KRAS RGQ PCR Kit.

Gia tri Cr mau ching xap xi 22—-23. Két qua da chirng minh rang cac gia tri ACt vwot qua
ngwéng da thiét 1ap va it nhat 95% ban sao kiéu tw nhién dwoc goi dung.

Khuéch dai khéng dac hiéu/phan (rng chéo/tinh loai triv: DNA ciia KRAS dwong
tinh voi dot bién

Cac mau dot bién c6 ndng dd DNA dau vao cao dwoc xét nghiém dwa trén tat ca cac hén
hop phan &ng. Cac mau DNA dwoc chuan bj tir méi dong té bao FFPE CRC va NSCLC dé
Ct Phan &ng Mau chirng twong ng v&i khoang 23. T cac pha lodng nay, 6 ban sao cla
mdi mau ddt bién dwgc danh gia. Ty 1& phan trdm ddt bién trong mau bj chi phdi bdi ty I&
phan tram dét bién trong DNA dong té bao.

Gia tri ACt trung binh dworc trinh bay trong Bang 21 va Bang 22 chirng minh rang c6 phan
&ng chéo gitka cac phan (rng dét bién. Trong tat ca cac trwdng hop, két qua cho thay rang
I&nh goi dét bién dung véi phan ting dot bién da khép (nghia Ia gia tri ACT nhd nhét I [énh
goi dot bién dung). T4t ca cac trwdng hop xét nghiém khac déu khéng duoc phat hién hodc
nam ngoai nguéng ACr.
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Bang 21. Phan &ng chéo (ACr) giira cac phan (rng dot bién sir dung DNA dong té bao FFPE CRC & pham vi
dau vao cao

AC+t xét nghiém

Ei'g‘: 90t Ngweng  12ALA 12ASP 12ARG  12CYS  12SER  12VAL  13ASP
12ALA 8 1,42+ 12,66 53::39 ap 581t 2,78t 6,311 13,21
12ASP 6,6 12,56 2,42* Khongap  Khongap 4344 11,21 13,55
dung dung
12ARG 8 13,12 11,56 1,12* 11,42 53%‘9 P 13,43 12,66
12cYS 8 14,2 12,48 9,23 0,98* mﬂ’gg ap 796t 12,88
12SER 8 Khdngap 4339 13,31 Khongap 3 g+ 12,99 13,97
dung dung
12VAL 7,5 6,83 Khong ap  Khongdp  Khongdp 13 3g 0,28* 13,74
dung dung dung
13ASP 7,5 Khong ap 43 o9 13,89 Khong ap  Khongdp 14 34 4,5*
dung dung dung

Khong ap dung: Khdng c6 phan trng chéo.
*  Gia tri ACt tlr cac phan trng khép.
T ACr tlr cac phan trng chéo dwdi ngwdng gidi han.

76 Hwéng dan St dung therascreen KRAS RGQ PCR Kit (S6 tay) 04/2022



Bang 22. Phan (rng chéo (ACr) giira cac phan (rng dot bién siv dung DNA dong té bao FFPE NSCLC & pham vi
dau vao cao

ACt xét nghiém
Ei'g‘:‘ 90t Ngusng12ALA  12ASP  12ARG 12CYS 12SER 12VAL 13ASP
12ALA 8 1,31 12,8 5&‘;’39 ap 501t 2,261 5,57t 12,65
12ASP 6,6 12,61 1,66* Khéng ap  Khdng ap Khong &p 10,3 12,60
’ ’ ! dung dung dung ’ ’
12ARG 8 12,98 11,08 0,81* 11,24 dKSr?Sg ap 12,66 12,62
Khéng ap + s Khéng ap
12cYs 8 dung 12,22 7,84 0,56 dung 13,06 11,84
Khéng ap Khéng ap 5
12SER 8 dung 12,87 13,21 dung 1,93 13,25 12,93
+ Khéng ap  Khoéng ap s
12VAL 7,5 5,93 14,29 dung dung 13,14 0,45 12,39
Khéng ap Khéngap Khéngap Khong ap Khéng ap Khéng ap *
13ASP 7.5 dung dung dung dung dung dung 2,02

Khong ap dung: Khdng c6 phan trng chéo.
*  Gia tri ACt tlr cac phan trng khép.
T ACr tlr cac phan trng chéo dwdi ngwdng gidi han.

Tinh Iap lai va tinh tai lap

D& chum cla therascreen KRAS RGQ PCR Kit dwgc xac dinh bing cach st dung quy trinh
két hop cac khia canh clia CLSI EP12-A va EP5-A2 (21, 22). Cac mau CRC lam sang duoc
st dung cho danh gia nay. Mot mau kiéu tw nhién va mét mau cho mdi dét bién da duoc xét
nghiém bang therascreen KRAS RGQ PCR Kit v&i 2 ngudi van hanh tai méi trong 3 dia
diém, xét nghiém tét ca cac mau va mau chirng trén 3 |6 therascreen KRAS RGQ PCR Kit,
mdi ngay trong 5 ngay, 2 I&n chay méi ngay va 2 ban sao cho méi mau trong méi lan chay.
Céc gia tri Ct va ACt thu dwoc cho méi phan (rng trong mdi mau ciing dwoc phan tich béng
phwong phéap phan tich thanh phan bién déi.

Kha nang tai lap cla therascreen KRAS RGQ PCR Kit d& dwoc chirng minh déi véi cac mau
dot bién & murc thap (3xLOD) va cac mau kiéu-tw nhién véi it nhat 39/40 1&nh goi d6t bién
chinh xac cho t4t c& cac xét nghiém trén nhiéu 16, nén tdng va ngudi van hanh, cho ca trong
va gilra cac thi nghiém trong phong thi nghiém. Cac wéc tinh vé phwong sai dwoc chirng
minh (d6 1&ch chudn 1x) bang cach st dung cac mau C50 va 3xLOD duoc liét ké trong
Bang 23 va Bang 24.
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Bang 23. Uéc tinh phwong sai xét nghiém

%CV ch? Cr dot N

%CV cho ACt bien %CV cho Cr mau chirng
Xét nghiém 3xLOD C50 3xLOD C50 3xLOD C50 WT
12ALA 13,14 8,32 1,87 2,02 0,97 1,12 1,12
12ARG 10,79 8,04 1,59 1,96 1,24 1,51 1,15
12ASP 12,86 5,87 1,11 1,00 0,90 0,90 1,04
12CYS 17,61 10,83 1,86 2,02 1,54 1,22 1,15
12SER 13,97 10,43 1,71 2,11 0,94 1,19 1,15
12VAL 9,66 15,47 1,52 1,65 1,11 3,74 1,26
13ASP 13,73 9,35 1,91 2,08 1,11 1,41 1,19

Bang 24. Uéc tinh dé chum kha néng lap lai

%CV ch? Cr dot N

%CV cho ACt bien %CV cho Cr mau chirng
Xét nghiém 3xLOD C50 3xLOD C50 3xLOD C50 WT
12ALA 10,71 7,51 1,69 1,76 0,77 0,90 0,79
12ARG 9,83 8,04 1,21 1,76 0,84 1,33 0,90
12ASP 10,16 4,08 0,93 0,89 0,80 0,76 0,76
12CYS 13,15 8,80 1,31 1,76 1,40 1,01 0,76
12SER 6,76 6,18 1,10 1,48 0,80 0,90 0,90
12VAL 9,21 15,32 1,40 1,42 0,91 3,49 0,94
13ASP 8,67 7,01 1,30 1,65 0,91 1,19 0,97
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Ty & xét nghiém mau 3xLOD wéc tinh dwdi dang mau dot bién va mau kidu tw nhién da
dwoc bao cdo téng thé va trong tirng dia diém. Déi v&i tit ca cac xét nghiém va té hop mau,
it nhat 79 trong sé 80 ban sao cho ra lénh goi d6t bién dung. Ty I& cac 1énh goi chinh xac la
99,6% (1115/1120); 99,6% (558/560) déi voi mAu duong tinh véi dot bién (3xLOD) va 99,5%
(557/560) dbi véi maiu khong phat hign dot bién (kidu tw nhién) (Table 25).

Bang 25. Lénh goi chinh xac téng thé

Lénh goi chinh xac
Dot bién M&u 3xLOD Mau kiéu ty nhién (thap)
12ALA 79/80 80/80
12ARG 80/80 79/80
12ASP 80/80 80/80
12CYS 79/80 80/80
12SER 80/80 79/80
12VAL 80/80 79/80
13ASP 80/80 80/80
NSCLC

Do chum cla therascreen KRAS RGQ PCR Kit trong phong thi nghiém (kha nang lap lai) da
duwoc danh gia. Ca do chinh xac clia két qua ddt bién va do chum cdia gia tri ACT (chénh léch
vé& gia tri Cr gita Phan (rng D6t bién va Phan (rng Mau chirng) déu duoc bao céo.

Téng codng, 15 thanh phan nhém da dwoc chuén bi; mot cho mai dot bién trong sé 7 dot bién
duwoc phat hién béi bo dung cu KRAS (& LOD va 2xLOD) va mét thanh phan nhém kiéu tw
nhién (Wild Type, WT). C4c thanh phan nhém dot bién dwoc dai dién béi mot dong té bao
FFPE hodc mo6t mau lam sang tly thudc vao tinh trang sén c6. Tt ca cac mau dwoc chuan
héa thanh Ct mau chirng 1& 27 va cac mau doét bién dwoc pha loéing trong DNA kiéu tw nhién
dé tao du vat lieu cho cac mau & mdrc dot bién 1x LOD va 2x LOD.

Ty lé cac lénh goi chinh xac dwoc trinh bay trong Bang 26 cho méi nhém thir nghiém va céac
gia tri d6 chum dinh lvgng dwoc trinh bay trong Bang 27.
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Bang 26. Ty Ié cac Iénh goi dot bién chinh xac

Cac bién phan nhém Ty lé Gi&i han tin cay 95% hai bén
Mirc mau Xét nghiém Phan sé Ty Ié phan Dwéi Trén
tram

2xLOD 12ALA 28/28 100,00% 87,66% 100,00%
12ARG* 28/28 100,00% 87,66% 100,00%
12ASP 28/28 100,00% 87,66% 100,00%
12CYS 28/28 100,00% 87,66% 100,00%
12SER* 28/28 100,00% 87,66% 100,00%
12VAL 28/28 100,00% 87,66% 100,00%
13ASP* 28/28 100,00% 87,66% 100,00%

LOD 12ALA 39/40 97,50% 86,84% 99,94%
12ARG 40/40 100,00% 91,19% 100,00%
12ASP 40/40 100,00% 91,19% 100,00%
12CYS 40/40 100,00% 91,19% 100,00%
12SER* 40/40 100,00% 91,19% 100,00%
12VAL 40/40 100,00% 91,19% 100,00%
13ASP* 38/40 95,00% 83,08% 99,39%

WT Tatca 28/28 100,00% 87,66% 100,00%

* Dwoc dai dién béi dong té bao FFPE
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Bang 27. Cac thanh phan bién db6i vé SD va% CV - kha nang lap lai

5 . z = c
£ g & 3 4
E > 5 o € o o k=3 g ] X
£ g £ g £ 8 5 e 3 2. 3
c o € S 2 © © © © o c o
@ =] 3 o =] =] =] =] =R = el 6
o = X @ — 0] 9] <] 0o Oc o -
Delta 2xLOD  12ALA 28 5,54 (0,0000, (0,1221, (0,0443, (0,0385, (0,0000, (0,1335, (0,1843,
cr 0,00%)  220%)  0,80%)  0,70%)  0,00%)  241%)  3,33%)
12ARG 28 4,80 (0,0000, (0,1891, (0,0000, (0,0000, (0,0000, (0,3244, (0,3737,
0,00%)  3.94%)  000%)  000%)  000%)  676%)  7,79%)
12ASP 28 4,72 (0,0860, (0,1446, (0,0000, (0,1463, (0,1374, (0,1751, (0,2797,
1,82%)  3,06%)  0,00%)  3,10%)  2,91%)  3,71%)  593%)
12CYS 28 5,66 (0,0563, (0,0000, (0,0995, (0,0000, (0,0390, (0,2306, (0,2498,
0,99%)  0,00%)  1,76%)  0,00%)  0,69%)  4,08%)  4,41%)
12SER 28 5,36 (0,1429, (0,0274, (0,0000, (0,0647, (0,0000, (0,1753, (0,2129,
2,67%) 0,51%) 0,00%) 1,21%) 0,00%) 3,27%) 3,97%)
12VAL 28 4,26 (0,0000, (0,1016, (0,0593, (0,1128, (0,0000, (0,2095, (0,2457,
0,00%)  2,39%)  139%)  2,65%)  000%)  4.92%)  577%)
13ASP 28 523 (0,0000, (0,2892, (0,0157, (0,0000, (0,0000, (0,2171, (0,3575,
0,00%)  553%)  0,30%)  0,00%)  0,00%)  4,15%)  6,83%)
LOD 12ALA 40 6,36 (0,0000, (0,1584, (0,0000, (0,0000, (0,0000, (0,2346, (0,2819,
0,00%) 2,49%) 0,00%) 0,00%) 0,00%) 3,69%) 4,43%)
12ARG 40 5,45 (0,0036, (0,1639, (0,0000, (0,0000, (0,0797, (0,1674, (0,2397,
0,07%) 3,01%) 0,00%) 0,00%) 1,46%) 3,07%) 4,40%)
12ASP 40 4,73 (0,0000, (0,2485, (0,1087, (0,0000, (0,0816, (0,1041, (0,2837,
0,00%) 5,25%) 2,30%) 0,00%) 1,72%) 2,20%) 6,00%)
12CYS 40 6,62 (0,1688, (0,0000, (0,0000, (0,2056, (0,0000, (0,2909, (0,3652,
2,55%) 0,00%) 0,00%) 3,11%) 0,00%) 4,40%) 5,52%)
12SER 40 6,37 (0,1006, (0,3153, (0,0000, (0,0340, (0,0000, (0,2253, (0,3854,
1,58%) 4,95%) 0,00%) 0,53%) 0,00%) 3,54%) 6,05%)
12VAL 40 5,13 (0,2874, (0,0976, (0,0227, (0,0874, (0,0000, (0,1629, (0,2965,
5,60%) 1,90%) 0,44%) 1,71%) 0,00%) 3,18%) 5,78%)
13ASP 38 6,26 (0,3433,  (0,1227,  (0,0778,  (0,0000,  (0,0000,  (0,3459,  (0,4738,
548%)  1,96%)  124%)  0,00%)  000%)  552%)  7,57%)
* 8D, %CV

Bang tiép tuc & trang sau
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Bang tiép tuc tw trang trudc )
Bang 27. Cac thanh phan bién dbi vé SD va %CV - kha ning l3p lai (tiép)

:ﬁ x z 2 c
g 3 g 3 2
= 5 5 c £ o o - 2 B
« « @ o £ « p p %
g g 5 g £ S ] @ 3 2, 3
c o c 5 2 © © © © = c o
& =1 % = El =1 =1 =1 =2 =4 b &
o = X 7] = ] ] (O] 0o O c o =
Cr 2xLOD  12ALA 28 32,09 (0,0000, (0,1314, (0,0000, (0,0675, (0,1073, (0,1158, (0,1957,
Xanh 0,00%)  041%)  000%)  021%)  033%)  036%)  0,61%
luc
12ARG 28 31,50 (0,0000, (0,2598, (0,0000, (0,0000, (0,0000, (0,3324, (0,4189,
0,00%)  0,82%)  000%)  0,00%)  000%)  1,06%)  1,33%
12ASP 28 31,30 (0,0000, (0,1891, (0,0000, (0,0920, (0,0000, (0,1800, (0,2667,
0,00%)  0,60%)  000%)  029%)  000%)  058%)  0,85%
12CYS 28 32,07 (0,0000, (0,2523, (0,0000, (0,1606, (0,2011, (0,1512, (0,3388,
0,00%)  0,79%)  000%)  050%)  063%)  047%)  1,06%
12SER 28 32,06 (0,0000, (0,2049, (0,0000, (0,1250, (0,177, (0,1263, (0,2648,
0,00%) 0,64%) 0,00%) 0,39%) 0,37%) 0,39%) 0,83%
12VAL 28 30,65 (0,0000, (0,1772, (0,0000, (0,1198, (0,1063, (0,1656, (0,2639,
0,00%) 0,58% 0,00%) 0,39%) 0,35%) 0,54%) 0,86%
13ASP 28 31,98 (0,0000, (0,3773, (0,0497, (0,0000, (0,0000, (0,1813, (0,4138,
0,00%)  1,8%)  0,6%)  0,00%)  0,00%)  057%)  1,29%
LOD 12ALA 40 32,86 (0,0000, (0,2332, (0,0516, (0,0840, (0,1319, (0,1780, (0,3144,
0,00%)  0,71%)  0,6%)  0,26%)  040%)  054%)  0,96%)
12ARG 40 31,90 (0,0000, (0,2186, (0,0000, (0,0000, (0,2289, (0,1519, (0,3106,
0,00%)  0,69%)  000%)  0,00%) 072%)  048%)  0,97%)
12ASP 40 31,02 (0,0000, (0,1762, (0,1093, (0,1296, (0,2492, (0,1005, (0,2908,
0,00%) 0,57%) 0,35%) 0,42%) 0,80%) 0,32%) 0,94%)
12CYS 40 33,14 (0,1216, (0,0493, (0,0000, (0,3468, (0,0501, (0,3155, (0,4216,
0,37%) 0,15%) 0,00%) 1,05%) 0,15%) 0,95%) 1,27%)
12SER 40 33,08 (0,0832, (0,2591, (0,0000, (0,2424, (0,0000, (0,2258, 0,3864,
25%) 0,78%) 0,00%) 0,73%) 0,00%) 0,68%) 1,17%
12VAL 40 31,62 (0,2858, (0,0951, (0,0000, (0,2244, (0,0344, (0,1763, 0,3432,
0,90%) 0,30%) 0,00%) 0,71%) 0,11%) 0,56%) 1,09%
13ASP 38 33,09 (0,3237, (0,1009, (0,1409, (0,0000, (0,0000, (0,2785, 0,4133,
0,98%) 0,31%) 0,43%) 0,00%) 0,00%) 0,84%)
* 8D, %CV

Bang tiép tuc & trang sau
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Bang tiép tuc tw trang trudc )
Bang 27. Cac thanh phan bién dbi vé SD va %CV - kha ning l3p lai (tiép)

Bién phan tich
Mdrc mau
Xét nghiém

CrVang 2xLOD  12ALA

12ARG

12ASP

12CYS

12SER

12VAL

13ASP

LOD 12ALA

12ARG

12ASP

12CYS

12SER

12VAL

13ASP

s6 lwgng quan sat

N
®

28

28

28

28

28

28

40

40

40

40

40

40

40

Trung binh

w
o«
[N
o

33,05

33,00

33,19

32,85

33,11

33,03

33,37

33,14

32,98

33,31

33,08

33,29

33,13

Gilra Cac ngay*

(0,0000,
0,00%)

(0,1397,
0,42%)

(0,0597,
0,18%)

(0,0646,
0,19%)

(0,0525,
0,16%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,1254,
0,38%)

(0,3133,
0,94%)

(0,1101,
0,33%)

Gitra L&n chay N*

(0,0515,
0,16%)

(0,1321,
0,40%)

(0,2131,
0,65%)

(0,0971,
0,29%)

(0,0000,
0,00%)

(0,1026,
0,31%)

(0,1928,
0,58%)

(0,2010,
0,60%)

(0,2168,
0,65%)

(0,2599,
0,79%)

(0,2028,
0,61%)

(0,2847,
0,86%)

(0,0000,
0,00%)

(0,1326,
0,40%)

Gitra Rgq*

(0,0330,
0,10%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0233,
0,07%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,1015,
0,31%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,0000,
0,00%)

(0,1666,
0,50%)

Gitra L6 bd dung

cu*

(0,0000
0,00%)

(0,2393
0,72%)

(0,0000
0,00%)

(0,0679
0,20%)

(0,0337.
0,10%)

(01469,
0,44%)

(0,0000
0,00%)

(0,0000
0,00%)

(0,3061
0,92%)

(0,0000
0,00%)

(0,1209
0,36%)

(0,0000
0,00%)

(0,0000
0,00%)

(0,0000
0,00%)

Gilra Nguwoi van

hanh*

., (0,0607,
0,18%)

. (0,0000,
0,00%)

. (01313,
0,40%)

., (0,0863,
0,26%)

. (0,0937,
0,29%)

(0,1469,
0,44%)

. (0,0000,
0,00%)

b (0,1942,
0,58%)

., (0,1637,
0,49%)

., (01735,
0,53%)

. (0,0000,
0,00%)

., (0,0000,
0,00%)

., (0,0000,
0,00%)

., (0,0000,
0,00%)

Phan du*

(0,2117,
0,64%)

(0,3792,
1,15%)

(0,1954,
0,59%)

(0,1943,
0,59%)

(0,1320,
0,40%)

(0,2912,
0,88%)

(0,1450,
0,44%)

(0,2177,
0,65%)

(0,1748,
0,53%)

(0,2228,
0,68%)

(0,2132,
0,64%)

(0,1505,
0,46%)

(0,2621,
0,79%)

(0,1925,
0,58%)

(0,2235,
0,67%)

(0,4559,
1,38%)

(0,3059,
0,93%)

(0,2378,
0,72%)

(0,1588,
0,48%)

(0,3458,
1,04%)

(0,2493,
0,75%)

(0,3257,
0,98%)

(0,3717,
1,12%0

(0,3618,
1,10%)

(0,3050,
0,92%)

(0,3263,
0,99%)

(0,3574,
1,07%)

(0,2804,
0,85%)

* 8D, %CV

Bang tiép tuc & trang sau
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Bang tiép tuc tw trang trudc )
Bang 27. Cac thanh phan bién dbi vé SD va %CV - kha ning l3p lai (tiép)

:g x z > c
5 g g g g 2
= E & < < S . g B
( @ c x
g % 5 B £ 8 & g 2 s 3
c o < =} 2 © © © © © < c =
@ =] 3 o =] =] =] =] =R = e 6
o = X 7] = ] ] (O] 0o O c o =
CrVang WT 12ALA 28 33,41 (0,1443, (0,1997, (0,0000, (0,0000, (0,0000, (0,2269, (0,3248,
0,43%) 0,60%) 0,00%) 0,00%) 0,00%) 0,68%) 0,97%)
12ARG 28 33,30 (0,0875, (0,0000, (0,0000, (0,4098, (0,0904, (0,2368, (0,3983,
0,26%)  0,00%)  0,00%)  1,23%)  027%)  0,71%) 1,20%)
12ASP 28 33,12 (0,1591, (0,1748, (0,0477, (0,0000, (0,0000, (0,2131, (0,3075,
0,48%)  053%)  014%)  0,00%)  0,00%)  064%)  0,93%)
12CYS 28 33,42 (0,0000, (0,2009, (0,0000, (0,1444, (0,0000, (0,2121, (0,3077,
0,00%)  0,60%)  000%)  043%)  000%)  063%)  0,92%)
12SER 28 33,22 (0,2485, (0,0000, (0,0633, (0,0000, (0,0000, (0,1497, (0,2517,
0,75%)  0,00%)  0,19%)  0,00%)  0,00%)  0,45%)  0,76%)
12VAL 28 33,35 (0,0000, (0,2591, (0,0000, (0,1429, (0,0000, (0,2721, (0,3863,
0,00%)  078%)  000%)  043%)  000%)  082%)  1,16%)
13ASP 28 33,45 (0,0000, (0,194, (0,0526, (0,0341, (0,0000, (0,1651, (0,2078,
0,00%)  0,36%)  0,16%)  0,10%)  0,00%)  049%)  0,62%)
* 8D, %CV

D6 chum clia therascreen KRAS RGQ PCR Kit gitra cac phong thi nghiém (kha nang lap
lai) d& dwoc danh gia. Ba phong thi nghiém khac nhau (dia didm thir nghiém) da duoc st
dung. Bang th&r nghiém twong ty da dwoc str dung cho nghién ctru nay ciing nhw cho nghién
ctru kha néng 14p lai. Tai mbi dia diém, diéu kién trong phong thi nghiém duoc thay déi theo
dung cu RGQ, ngudi van hanh, 16 KRAS Kit, va sé 1an chay mdi ngay dé& mang lai tng cong

88 1an chay trén méi dia diém trong 22 ngay khong lién tuc.

Ty |& cac lénh goi dot biénchinh xac dwoc bao cao trong Bang 28. Céac gia tri d6 chum dinh
lwgng dwoc trinh bay trong Bang 29. Téng kha nang tai lap cta bd dung cu KRAS duoc
hién thi trong cot #Total (SD, CV%) clia Bang 29.
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Bang 28. Ty lé cac Iénh goi dat bién chinh xac trén tat ca cac dia diém

Cac bién phan nhém Ty lé Gi&i han tin cay 95% hai bén
Mirc mau Xét nghiém Phan sé Ty Ié phan Dwéi Trén
tram

2xLOD 12ALA 84/84 100,00% 95,70% 100,00%
12ARG* 84/84 100,00% 95,70% 100,00%
12ASP 84/84 100,00% 95,70% 100,00%
12CYS 84/84 100,00% 95,70% 100,00%
12SER* 84/84 100,00% 95,70% 100,00%
12VAL 84/84 100,00% 95,70% 100,00%
13ASP* 84/84 100,00% 95,70% 100,00%

LOD 12ALA 118/120 98,33% 94,11% 99,80%
12ARG 120/120 100,00% 96,97% 100,00%
12ASP 120/120 100,00% 96,97% 100,00%
12CYS 119/120 99,17% 95,44% 99,98%
12SER* 120/120 100,00% 96,97% 100,00%
12VAL 120/120 100,00% 96,97% 100,00%
13ASP* 118/120 98,33% 94,11% 99,80%

WT Tatca 82/84 97,62% 91,66% 99,71%

* Dwoc dai dién béi dong té bao FFPE
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Bang 29. Cac thanh phan bién déi vé SD va% CV - kha ning tai lap

g £ z s ok <
g g s g5 £5 s 3% z8
c £ =2 < o S5 S5 = e %_ ,g =S
s .3 & = £ 8 8 a &8 <3 oo 35 %5
a £ =) > o ISR ) o ac Z2s °
5 3 3 = £ g2 g2 S5 g2 SEE 5 g
b P @ o 2 3 =4 j=4 13 j=4 12 5 b P
2 2 < k] £ o] B B o% o3 ok T 2
12ALA 84 548 (0,000, (0,0000, (0,1669, (0,0000, (0,0000, (0,1287, (0,1679, (0,2640,
0,00%) 0,00%) 3,05%) 0,00%) 0,00%) 2,35%) 3,07%) 4,82%)
[a]
¢}
2 12ARG 84 481 (00000,  (0,0000,  (0,1172,  (0,0000,  (0,0000,  (0,0000, (02729,  (0,2967,
5 0,00%) 0,00%) 2,43%) 0,00%) 0,00%) 0,00%) 5,67%) 6,16%)
1]
k4 12ASP 84 457 (0,0000, (0,0943, (0,1457, (0,0000, (0,0600, (0,1718, (0,1565, (0,2854,
a 0,00%) 2,06%) 3,19%) 0,00%) 1,31%) 3,76%) 3,43%) 6,25%)
12CYS 84 5,61 (0,0000, (0,0000, (0,2060, (0,0264, (0,0698, (0,0000, (0,1671, (0,2728,
0,00%) 0,00%) 3,67%) 0,47%) 1,24%) 0,00%) 2,98%) 4,87%)
12SER 84 5,34 (0,0000, (0,1362, (0,1669, (0,1527, (0,0000, (0,2020, (0,2382, (0,3902,
0,00%) 2,55%) 3,13%) 2,86%) 0,00%) 3,79%) 4,46%) 7,31%)
12VAL 84 413 (0,0874, (0,0000, (0,1677, (0,0000, (0,0869, (0,0000, (0,2711, (0,3359,
2,11%) 0,00%) 4,06%) 0,00%) 2,10%) 0,00%) 6,56%) 8,12%)
13ASP 84 522 (0,0000, (0,0000, (0,2161, (0,2712, (0,0000, (0,1930, (0,2275, (0,4279,
0,00%) 0,00%) 4,14%) 5,20%) 0,00%) 3,70%) 4,36%) 8,20%)
12ALA 119 6,33 (0,0000, (0,0410, (0,1207, (0,0000, (0,0000, (0,0247, (0,2640, (0,2936,
0,00%) 0,65%) 1,91%) 0,00%) 0,00%) 0,39%) 4,17%) 4,64%)
12ARG 120 5,42 (0,0000, (0,0000, (0,1797, (0,0000, (0,0000, (0,0000, (0,1872, (0,2590,
0,00%) 0,00%) 3,31%) 0,00%) 0,00%) 0,00%) 3,45%) 4,78%)
12ASP 120 4,66 (0,1183, (0,0646, (0,2121, (0,0261, (0,0217, (0,0440, (0,1455, (0,2862,
254%)  1,38%)  4,55%)  0,56%)  046%)  0,94%)  3,12%)  6,14%)
8 12CYS 120 6,54 (0,0000, (0,0132, (0,1775, (0,0000, (0,1621, (0,1708, (0,4202, (0,4981,
=] 0,00%)  020%)  272%)  000%)  248%)  261%)  643%)  7,62%)
12SER 120 6,28 (0,0000, (0,0824, (0,2271, (0,0775, (0,0000, (0,2383, (0,3164, (0,4570,
0,00%)  131%)  3,62%) 124%)  0,00%)  3,80%)  504%)  7,28%)
12VAL 120 5,05 (0,0315, (0,1648, (0,0955, (0,0703, (0,0320, (0,0795, (0,2120, (0,2965,
0,62%)  3,26%) 1,89%) 1,39%)  0,63%)  157%)  4.20%)  587%)
13ASP 118 6,17 (0,0000, (0,1673, (0,1987, (0,2332, (0,0000, (0,0843, (0,3075, (0,4488,
0,00%) 2,71%) 3,22%) 3,78%) 0,00%) 1,37%) 4,99%) 7,28%)
** 8D, %CV

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

Bang 29. Cac thanh phan bién dbi vé SD va %CV - kha ning tai lap (tiép)

- * .% z o a (5_ O
8 B e, 3. > 2, =°
FAN SR T R A T
= £ Ed < 5] bl c S o g 2 x
@ 2 @ o = © °w “@© @ > © z*=
s g g 14 l ] o R R & 9% 3
s 8 = E £ g g2 sk =2 Stk 4 g
a = X K] £ o [ oL o% 0L 688 & ©
12ALA 84 32,13 (0,1578, (0,0000, (0,2509, (0,0745, (0,0000, (0,1249, (0,1362, (0,3390,
0,49%) 0,00%) 0,78%) 0,23%) 0,00%) 0,39%) 0,42%) 1,06%)
[a]
o g 12ARG 84 31,61 (0,0882, (0,0000, (0,2430, (0,1339, (0,0000, (0,0000, (0,2604, (0,3828,
f « 0,28%) 0,00%) 0,77%) 0,42%) 0,00%) 0,00%) 0,82%) 1,21%)
c
5]
’f 12ASP 84 31,24 (0,1655, (0,0391, (0,2178, (0,0600, (0,0000, (0,2052, (0,1426, (0,3542,
© 0,53%) 0,13%) 0,70%) 0,19%) 0,00%) 0,66%) 0,46%) 1,13%)
12CYS 84 32,15 (0,0000, (0,0000, (0,2836, (0,0852, (0,0940, (0,1658, (0,1318, (0,3636,
0,00%) 0,00%) 0,88%) 0,26%) 0,29%) 0,52%) 0,41%) 1,13%)
12SER 84 32,14 (0,1457,  (0,0000,  (0,2659,  (0,1807,  (0,0000,  (0,2715,  (0,1783,  (0,4554,
0,45%) 0,00%) 0,83%) 0,56%) 0,00%) 0,84%) 0,55%) 1,42%)
12VAL 84 30,69  (0,0646,  (0,0480,  (0,2124,  (0,0000,  (0,1031,  (0,0000,  (0,2000,  (0,3143,
0,21%) 0,16%) 0,69%) 0,00%) 0,34%) 0,00%) 0,65%) 1,02%)
13ASP 84 32,12 (0,2111, (0,0000, (0,3218, (0,2966, (0,0000, (0,1743, (0,1980, (0,5184,
0,66%) 0,00%) 1,00%) 0,92%) 0,00%) 0,54%) 0,62%) 1,61%)
12ALA 119 32,93 (0,0000, (0,1524, (0,1821, (0,1048, (0,0757, (0,1007, (0,2526, (0,3721,
0,00%) 0,46%) 0,55%) 0,32%) 0,23%) 0,31%) 0,77%) 1,13%)
12ARG 120 31,98 (0,0000, (0,0743, (0,1936, (0,1262, (0,0000, (0,1332, (0,1619, (0,3096,
0,00%) 0,23%) 0,61%) 0,39%) 0,00%) 0,42%) 0,51%) 0,97%)
12ASP 120 31,06 (0,1880, (0,1184, (0,1681, (0,1033, (0,1171, (0,1481, (0,1333, (0,3511,
0,61%) 0,38%) 0,54%) 0,33%) 0,38%) 0,48%) 0,43%) 1,13%)
8 12CYS 120 33,19 (0,0000, (0,0000, (0,2513, (0,0776, (0,2128, (0,1427, (0,2712, (0,4401,
=2 0,00%) 0,00%) 0,76%) 0,23%) 0,64%) 0,43%) 0,82%) 1,33%)
12SER 120 33,13 (0,2194, (0,0000, (0,2433, (0,1263, (0,1470, (0,1973, (0,2052, (0,4437,
0,66%) 0,00%) 0,73%) 0,38%) 0,44%) 0,60%) 0,62%) 1,34%)
12VAL 120 31,65 (0,0000, (0,1254, (0,1645, (0,1307, (0,1271, (0,0976, (0,1792, (0,3159,
0,00%) 0,40%) 0,52%) 0,41%) 0,40%) 0,31%) 0,57%) 1,00%)
13ASP 118 33,08 (0,0000, (0,1789, (0,1661, (0,3569, (0,0649, (0,1565, (0,2588, (0,4894,
0,00%) 0,54%) 0,50%) 1,08%) 0,20%) 0,47%) 0,78%) 1,48%)
** 8D, %CV

Bang tiép tuc & trang sau
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Bang tiép tuc twv trang trudc )
Bang 29. Cac thanh phan bién déi vé& SD va %CV — kha néng ti I3p (tiép)

- . z z z 2 sz
8 2 e, z, > 2, s
& § e 5 5.5 3 3.5 g2
= E O "6' 8% s = % 38
< k= < =3 £ s °a G g > © .S z= 5
£ g 5 s s S S i & S 3
s 8 = E £ g g2 sk =2 Stk 4 g
d 3= R | £ 5 o8 68 0% 68 688 & =
12ALA 84 33,25 (0,0706, (0,0399, (0,1314, (0,1303, (0,0000, (0,1124, (0,1913, (0,2883,
0,21%) 0,12%) 0,40%) 0,39%) 0,00%) 0,34%) 0,58%) 0,87%)
[a]
g 12ARG 84 33,07 (0,0000, (0,1406, (0,1353, (0,0000, (0,2024, (0,1262, (0,2831, (0,4016,
o O 0,00%) 0,43%) 0,41%) 0,00%) 0,61%) 0,38%) 0,86%) 1,21%)
c
«©
E 12ASP 84 32,98 (0,0000, (0,0480, (0,1706, (0,0000, (0,0000, (0,0797, (0,1795, (0,2616,
© 0,00%) 0,15%) 0,52%) 0,00%) 0,00%) 0,24%) 0,54%) 0,79%)
12CYS 84 33,20 (0,0000, (0,0976, (0,1781, (0,0000, (0,0000, (0,1454, (0,1723, (0,2939,
0,00%) 0,29%) 0,54%) 0,00%) 0,00%) 0,44%) 0,52%) 0,89%)
12SER 84 32,91 (0,0000,  (0,1101,  (0,0549,  (0,0669,  (0,0677,  (0,1186,  (0,2274,  (0,2916,
0,00%) 0,33%) 0,17%) 0,20%) 0,21%) 0,36%) 0,69%) 0,89%)
12VAL 84 33,17 (0,0688,  (0,0000, (0,896,  (0,0937, (0,140,  (0,1311,  (0,2605,  (0,3768,
0,21%) 0,00%) 0,57%) 0,28%) 0,34%) 0,40%) 0,79%) 1,14%)
13ASP 84 33,10 (0,0000, (0,0482, (0,2035, (0,0000, (0,0466, (0,1460, (0,1688, (0,3019,
0,00%) 0,15%) 0,61%) 0,00%) 0,14%) 0,44%) 0,51%) 0,91%)
12ALA 119 33,33 (0,0000, (0,0000, (0,2108, (0,0820, (0,0000, (0,1443, (0,2253, (0,3411,
0,00%) 0,00%) 0,63%) 0,25%) 0,00%) 0,43%) 0,68%) 1,02%)
12ARG 120 33,15 (0,1092, (0,0537, (0,1605, (0,0507, (0,2157, (0,1276, (0,2180, (0,3749,
0,33%) 0,16%) 0,48%) 0,15%) 0,65%) 0,39%) 0,66%) 1,13%)
12ASP 120 32,96 (0,0000, (0,0832, (0,2022, (0,0864, (0,0000, (0,117, (0,2223, (0,3343,
0,00%) 0,25%) 0,61%) 0,26%) 0,00%) 0,34%) 0,67%) 1,01%)
8 12CYS 120 33,26 (0,0000, (0,0000, (0,2232, (0,1691, (0,0789, (0,0000, (0,2097, (0,3516,
= 0,00%) 0,00%) 0,67%) 0,51%) 0,24%) 0,00%) 0,63%) 1,06%)
12SER 120 33,01 (0,1573, (0,0716, (0,2134, (0,0951, (0,0000, (0,0784, (0,1689, (0,3263,
0,48%) 0,22%) 0,65%) 0,29%) 0,00%) 0,24%) 0,51%) 0,99%)
12VAL 120 33,25 (0,1519, (0,1960, (0,1272, (0,0000, (0,1298, (0,0553, (0,2162, (0,3487,
0,46%) 0,59%) 0,38%) 0,00%) 0,39%) 0,17%) 0,65%) 1,05%)
13ASP 118 33,16 (0,0000, (0,0000, (0,1768, (0,0998, (0,0000, (0,0000, (0,1973, (0,2802,
0,00%) 0,00%) 0,53%) 0,30%) 0,00%) 0,00%) 0,59%) 0,84%)
** 8D, %CV

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

Bang 29. Cac thanh phan bién dbi vé SD va %CV - kha ning tai lap (tiép)

. ; S z g 3 §e
3 £ 2, &, > 2. -
g § s 5 55 s 35 %g
: - & O S 1 55 3 g5 22 .
£ % s g 3 8 s 48 e, 9% =3
5 5 3 2 5 S 52 g2 SE 82 SEE & 2
& = R = & 68 68 a% 58 688 & 2
12ALA 84 33,44 (0,1257, (0,0961, (0,1845, (0,0000, (0,0000, (0,0000, (0,2083, (0,3104,
0,38%) 0,29%) 0,55%) 0,00%) 0,00%) 0,00%) 0,62%) 0,93%)
= 12ARG 84 33,37 (0,1191, (0,0000, (0,1869, (0,1321, (0,2529, (0,1205, (0,2132, (0,4217,
2 0,36%) 0,00%) 0,56%) 0,40%) 0,76%) 0,36%) 0,64%) 1,26%)
12ASP 84 33,16 (0,0574, (0,0738, (0,2162, (0,0563, (0,0000, (0,0000, (0,1844, (0,2997,
0,17%) 0,22%) 0,65%) 0,17%) 0,00%) 0,00%) 0,56%) 0,90%)
12CYS 84 33,42 (0,0000, (0,0000, (0,1964, (0,0720, (0,1311, (0,0262, (0,2258, (0,3287,
0,00%) 0,00%) 0,59%) 0,22%) 0,39%) 0,08%) 0,68%) 0,98%)
12SER 84 33,20 (0,0812,  (0,1331,  (0,1734,  (0,0329,  (0,0000,  (0,2009,  (0,1923,  (0,3535,
0,24%) 0,40%) 0,52%) 0,10%) 0,00%) 0,61%) 0,58%) 1,06%)
12VAL 84 33,41 (0,0000,  (0,0695,  (0,2046,  (0,0000,  (0,1708,  (0,1437,  (0,2339,  (0,3799,
0,00%) 0,21%) 0,61%) 0,00%) 0,51%) 0,43%) 0,70%) 1,14%)
13ASP 84 33,46 (0,0000, (0,0613, (0,1802, (0,0744, (0,0073, (0,0969, (0,1790, (0,2816,
0,00%) 0,18%) 0,54%) 0,22%) 0,02%) 0,29%) 0,53%) 0,84%)

D6 bién thién xt Iy mau

Muc tiéu clia nghién ciru nay la danh gia tac dong ctia d6 bién thién x& ly mau, dac biét a
tach chiét DNA, trén therascreen KRAS RGQ PCR Kit. Nghién ctru nay bd sung cho nghién
ctru vé tinh 18p lai va tinh tai lap bang cach phan tich d6 bién thién x& ly mau khi cac doan

FFPE lam sang va cac doan dong té bao FFPE gibng nhau dugc x ly tai 3 dia diém, sau
dé xét nghiém béng therascreen KRAS RGQ PCR Kit.
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CRC

Ba muoi doan 5 ym tudn ty dwoc cat ra ti mdi mau trong s6 10 mau FFPE CRC (3 kiéu tw
nhién va 1 cho méi dot bién). Céc doan dwoc chon ngau nhién vao 1 trong 3 dia diém xét
nghiém dé méi dia diém nhan dwoc 10 doan trén mdi mau FFPE (tbng sb 100 doan). Trong
s 300 mau tach chiét DNA dwoc xét nghiém, cé 298 mau hop 1&. B phu hop vé 1énh goi
dot bién KRAS gitra 3 dia diém 1a 99,33%.

So sanh theo dia diém céac gia tri DCT trung binh dbi véi cac mau dét bién va mau kiéu tw
nhién cho thdy dinh chuan rat gan vé&i két qua. Két qua chirng minh dinh chuén ctia quy trinh
tach chiét DNA va x(r ly mau két hop voi therascreen KRAS RGQ PCR Kit.

NSCLC

Nghién ctru nay st dung 13 mau NSCLC lam sang (3 x 12ASP, 3 x 12CYS, 4 x 12VAL va
3 kiéu tw nhién) va 4 mau dong té bao FFPE (12ALA, 12ARG, 12SER va 13ASP). Cac mau
dai dién cho cac phwong phap thu nhan khac nhau: phau thuat ct bé, FNA va CNB. Cac
dong té bao dugc siv dung dé& dai dién cho cac dot bién hiém gép trong d6 md NSCLC lam

sang khéng cé sén.

Sau do6, ba 16 gdm 20 doan FFPE dwoc phan phéi ngau nhién cho 3 dia diém. Tai méi trong
3 dia diém, tach chiét DNA dwoc thwe hién trén mot 16 20 doan FFPE (10 cap) cho mdi dot

bién va kiéu tw nhién.

Khi tat ca cac 1an chuan bj mau tai 3 dia diém xét nghiém riéng & dwoc xét nghiém bang
therascreen KRAS RGQ PCR Kit, m&i mau trong s 7 mau dot bién va mau kiéu ty nhién
duwoc xac dinh véi 1énh goi dot bién dang. Lénh goi tdng thé cho méi mau trong s6 7 mau
dot bién va mau kidu ty nhién 1a 100%, thé hién tinh nhat quan gitra cac dia diém vé tach
chiét DNA va phat hién d6t bién béng cach st dung therascreen KRAS RGQ PCR Kit.
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Mét nghién ctru X ly Mau bd sung da dwoc thue hién bing cach str dung cac mau NSCLC
I&m sang FFPE dai dién cho cac dot bién 12ALA, 12ARG, 12SER va 13ASP, vi nghién ctru
trwdc da st dung cac mau dong té bao dai dién cho cac dét bién nay. Nghién ctru bd sung
nay tuan theo thiét k& nghién clru twong tw nhw nghién ciru trwéc. Tt cd cac ché phadm
mau cho cac mAu dot bién 12ALA, 12ARG va 13ASP dwoc tach chiét trén tat ca ba dia diém
ther nghiém riéng I8, cung cAp moét 1énh goi dét bién chinh xac khi thir nghiém véi KRAS Kit.
Lénh goi chinh xac téng thé cho cac mau nay la 100%. Cac ché phdm mau cho dét bién
12SER cung cap tan suét 1&nh goi ddt bién chinh xac la 28/30 (ty 1& 1&nh goi chinh x&c béng
93,33%) trén ca ba dia diém thir nghiém riéng 1é. Két quéa chirng minh tinh nhét quan cla
quy trinh tach chiét DNA va quy trinh lam viéc x& ly mau dwoc st dung dé thwc hién xét
nghiém v@&i therascreen KRAS RGQ PCR Kit.

Tinh twong dwong ctia cac phwong phap thu nhan mau (chi NSCLC)

Muc dich ctia nghién ctvu nay la danh gia xem liéu I&énh goi dot bién dbi véi cac mau NSCLC
dwoc xac dinh bing therascreen KRAS RGQ PCR Kit ¢é bi anh hwéng bdi phwong phap
thu nhan mau hay khéng. 3 phwong phap thu nhan mau dwoc danh gia trong nghién ciru
nay 1a cat bd, FNA va CNB.

Dbi v&i nghién ctru nay, cac mau CNB va FNA “phu hop véi bénh nhan” dwoc lay tir cac
méau khéi u dwoc phau thuat cat bd dé cho phép lay cung mét khédi u bang 3 phwong phap
thu nhan. M&i mau dwoc tach chiét va xét nghiém bang the therascreen KRAS RGQ
PCR Kit.

M&i mAu dwoc tach chiét va xét nghiém bang Xét nghiém Déi chirng KRAS. M6i méu cho
két qua hop I& (169 mau cét bd, 169 mau CNB va 164 mau FNA) duoc xét nghiém béng tt
ca 8 xét nghiém KRAS.

Phan tich chinh dwa trén dét bién cu thé duoc phat hién qua céac loai thu nhan. Cac bién
phap dinh chudn ty 1& phan tram tdng thé, dinh chuén ty 1& phan tr&m dwong tinh va dinh
chuén ty 1& phan tram am tinh dwoc tinh toan cling véi gici han tin cdy 95% hai bén chinh
xac cho mdi phép so sanh theo cap.
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Bang 30. Dinh chuan gitka cac Phwong phap Thu nhan Mau

So sanh Pinh chuan Tan suat Ty lé phan  Giéihan Gi&i han
tram (%) Tin cay hai  Tin cay hai
bén dwéi bén trén
95%
CNB so voi Binh chuén Ty &
FNAVGiCNB  Phantram Téng  148/156 94,87 90,15 97,76
lam Tham thé
chiéu
Binh chuén ty 1&
phan tram duong  29/35 82,86 66,35 93,44
tinh
Dinh chuén ty 1&
ohan tram am tinh  119/121 98,35 94,16 99,80
CNB so v6i Binh chuén Ty 1&
RES véi CNB  Phan trém Téng 153/161 95,03 90,44 97,83
1am Tham thé
chiéu
Binh chuén ty 1&
phan tram dwong  31/37 83,78 67,99 93,81
tinh
Binhchuan 18— 455/124 98,39 94,30 99,80
phan tram am tinh
FNA so v&i Dinh chuén Ty lé
CNB véi FNA  Phan tram Tdng 148/156 94,87 90,15 97,76
lam Tham thé
chiéu
Binh chuan ty 1&
phan tram dwong  29/32 90,63 74,98 98,02
tinh
Dinh chuén ty 1&
ohan tram am tinh  119/124 95,97 90,84 98,68
FNA so voi Binh chuén Ty &
RES véi FNA  Phan trdm Téng 152/156 97,44 93,57 99,30
1am Tham thé
chiéu
Binh chuén ty 1&
phan tram dwong  30/32 93,75 79,19 99,23
tinh
Binhchuan Y18 455/124 98,39 94,30 99,80

phan tram am tinh

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang truéc )
Bang 30. Dinh chuan giira cac Phwong phap Thu nhan Mau (tiép)

So sanh Pinh chuan Tan suét Ty lé phdn  Gi&i han Giéi han
tram (%) Tin cay hai  Tin cay hai
bén dwéi bén trén
95%
RES so v&i Binh chuan Ty 1&
CNB v6i RES  Phan tram Tdng 153/161 95,03 90,44 97,83
lam Tham thé
chiéu
Pinh chuan ty l&
phan tram dwong  31/34 91,18 76,32 98,14
tinh
Binhchuan tyle 459,197 96,06 91,05 98,71
phan tram am tinh
RES so v&i Binh chuan Ty l&
FNAvoi RES  Phantram Téng  152/156 97,44 93,57 99,30
lam Tham thé
chiéu
Binh chudn ty 1&
phan tram dwong  30/32 93,75 79,19 99,23
tinh
Pinhchuantyle 1501124 98,39 94,30 99,80
phan tram am tinh

Ngoai ra, phan tich hdi quy Passing-Bablok va Deming duwoc thwe hién dé so sanh cac gia

tri Ct va ACr gitra cac phwong phap thu nhan mau khac nhau. Phan tich héi quy chirng minh

réng khong cé béng chirng cho thay tén tai bt ky sw khac biét khéng déi hodc twong xirng

nao gitra cac loai mau RES, CNB va FNA vé Cr hodc ACt. M6t phan tich hdi quy tuyén tinh

cling duoc thwe hién d& nghién clru anh hwéng clia ca ty 1& phan trdm mo hoai tir va khéi

u l&n cac gia tri ACT lién quan. Do déc ciia dweng hdi quy cho ca khdi u hoai tir va phan tram

so v&i ACT chi ra réing khéng cé bang chirng cho thay réing c6 bat ky sw khac biét co y nghia

nao vé gia tri ACt v&i céc gia tri phan tram hodc moé hoai t& hodc khdi u ngay cang tang.
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Hiéu suat Lam sang

therascreen KRAS RGQ PCR Kit dwoc thiét ké dé dac biét phat hién 7 dot bién KRAS trong
codon 12 va 13 clia gen KRAS. N6 khong dugc thiét ké dé dac biét phat hién trinh ty kiéu
tw nhién tai cac codon nay. Két qua cla ther nghiém dwoc bao cdo la “[mutation name]
Detected” (Phat hién [tén dét bién]) va “No Mutation Detected” (Khéng phat hién Dot bién).
Trong céc nghién ctru 1am sang duoc trinh bay dudi day, két qua duwong tinhvéi dot bién
KRAS -la nhirtng bénh nhan c6 mé khéi u dwong tinh véi mét hodc nhiéu hon 7 dét bién
dwoc phat hién boi therascreen KRAS RGQ PCR Kit (G12A, G12D, G12R, G12C, G12S,
G12V, G13D). Am tinh v&i d6t bién KRAS (kidu tw nhién) d& cap dén nhirng bénh nhan cé
m6 khdi u am tinh véi 7 dét bién dwoc phat hién béi therascreen KRAS RGQ PCR Kit (ttrc
la trén thuc t&, mau c6 thé chira cac dét bién trong gen KRAS khong dwoc xac dinh bi
therascreen KRAS RGQ PCR Kit).

Nghién ctru 1am sang hé tro viéc sir dung Erbitux (cetuximab)

M6t nghién clru v& hiéu suét 1am sang da dwoc thwe hién dé tao ra di liéu hd tro tién ich
lam sang cla therascreen KRAS RGQ PCR Kit nhw mét cong cu chan doan cho phép Iwa
chon bénh nhan @& diéu tri bang Erbitux (cetuximab). Tinh an toan va hiéu qua cta Erbitux
(cetuximab) da dwgc chirng minh trong nghién clru CA225025. CA225025 la mot thir
nghiém Iam sang da trung tam, nhan mé, ngau nhién dwoc tién hanh trén 572 bénh nhan
¢6 CRC di can tai phat (MCRC) biéu hién EGFR, da dworc diéu tri trwdc d6. Bénh nhan duwoc
chon ngau nhién (1:1) d& nhan Erbitux (cetuximab) cong véi chdm soc hé tro tdt nhat
(Best Support Care, BSC) ho&c BSC don thuan. Erbitux (cetuximab) dwoc dung véi liéu ban
dau 400 mg/m2, sau d6 la 250 mg/m? hang tuan cho dén khi bénh tién trién hoac cé doc tinh
khong thé chap nhan duoc.

Trong sb 572 bénh nhan dwoc phan nhém ngéu nhién, tudi trung binh 1a 63 tudi; 64% la
nam gi&i, 89% la ngwdi da trang va 77% cd trang thai hiéu sudt ECOG ban d&u 14 0-1. Nhan
khau hoc va cac déc diém co ban twong tw nhau gitra cac nhdm nghién clru. TAt ca cac
bénh nhan da dwoc tiép nhan va tién trién khi didu tri trwdc do bao gdbm ché dd diéu tri co

chtra irinotecan va ché d6 diéu tri co chira-oxaliplatin.
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Trang thai dot bién KRAS c6 s8n cho 453/572 (79%) of bénh nhan: 245 (54%) bénh nhan
6 khéi u am tinh véi dot bién KRAS va 208 (46%) bénh nhan cé khdi u dwong tinh véi dot
bién KRAS khi dwoc danh gia bang therascreen KRAS RGQ PCR Kit.

Thuéc do két qua chinh clia nghién ctu 1a ty 1é sbng sét tdng thé (Overall Survival, OS).
Déi véi quan thé am tinh véi dot bién KRAS (kiéu tw nhién), thoi gian séng sét trung binh
(C1 95%) 1a 8,6 (7,0, 10,3) thang & nhém Erbitux (cetuximab)+BSC va 5,0 (4,3, 5,7) thang &
nhém BSC. Ty Ié nguy hiém OS cua Erbitux (cetuximab)+BSC trén BSC 14 0,63. Khoang tin
cay (Confidence Interval, Cl) 95% la (0,47, 0,84).

Déi v&i quan thé dwong tinh véi dot bién KRAS, thdi gian sbng sét trung binh 1a 4,8 (3,9,
5,6) thang & nhom Erbitux (cetuximab)+BSC va 4,6 (3,6, 4,9) thang & nhém BSC. Ty I1é nguy
hiém 13 0,91 v&i Cl 95% (0,67, 1,24). Két qua dwoc trinh bay trong Bang 31 va Hinh 23.

Bang 31. Ty lé séng sét téng thé trong ung thw dai trwe trang di cin biéu hién EGFR da dwoc
diéu tri trwdc day (tat ca trang thai ngau nhién va KRAS)

' ) Am tinh véi dot bién Dwong tinh v&i dot bién
Tat ca ngau nhién KRAS kiéu tw nhién KRAS
Erbitux+BSC BSC Erbitux+BSC BSC Erbitux+BSC BSC
N=287 N=285  N=117 N=128  N=108 N=100
(Tt:]‘;r:]%;" 6.1 46 8.6 5,0 48 46
(Clonyy  (5:467) 42,49) (70,103)  (43,57) (3.9,56) (3.6, 4,9)
L‘;:: nguy 77 0,63 0,91
o5y (064.092) (0,47, 0,84) (0,67, 1,24)
Giatrip*  0,0046 - -

Duwa trén xét nghiém xép hang log phan tang.
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& con sbng

>
'_
T
0 3 6 9 12 15 18 21 24
Déi twong gép ri ro Thang
ERB+DSC 117 100 76 44 20 7 2 0 0
BSC 128 89 45 24 15 7 5 1 0

—_ ERBITUX +BSC _._.BsC

Hinh 23. Dwong cong Kaplan-Meier cho kha ning séng sét tdng thé & bénh nhan am tinh véi dot
bién KRAS (kiéu-tw nhién).

Ty 1& sbng sét tdng thé dwa trén wéc tinh Kaplan-Meier & thang thir 6 va 12 déi véi nhém
Erbitux (cetuximab)+BSC cao hon so véi nhém BSC déi véi tap hop con kiéu tw nhién
KRAS. Uu diém nay khoéng dwoc quan sat thay trong tap hop con dét bién KRAS.

Nghién ctru 1am sang hé tro viéc sir dung Vectibix (panitumumab)

Mot nghién clru vé hiéu suét 1am sang da dwoc thwc hién dé tao ra di liéu hd tro tién ich
lam sang cla therascreen KRAS RGQ PCR Kit nhw mét cdng cu chan doan hd tro xac dinh
bénh nhan dé diéu tri bang Vectibix (panitumumab). Muc tiéu cta nghién ctru 1 danh gia
xem liéu co thé st dung trang thai dét bién KRAS dwoc xac dinh bdi therascreen KRAS
RGQ PCR Kit @& chon nhitng bénh nhan bi mCRC sé dwoc hudng loi tir diéu tri bang
Vectibix (panitumumab) hay khong. Thtr nghiém lam sang 20050203 Ia mét nghién clru da
trung tam, tién ctru, nhan mé, ngdu nhién giai doan 3 dé danh gia hiéu qua ctia panitumumab
két hop voi oxaliplatin, 5-fluorouracil (5-FU) va leucovorin (FOLFOX) so v&i FOLFOX don

thuan & nhirng bénh nhan mCRC tai phat, khéng duoc didu tri trudc do.
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Cac mau khéi u xép thanh day tlr cac bénh nhan trong nghién cru 20050203 da dwoc thir
nghiém véi therascreen KRAS RGQ PCR Kit dé xac dinh hai phan nhém: Duong tinh véi
dot bién KRAS (KRAS dot bién) va am tinh véi dot bién KRAS (KRAS kiéu tw nhién), tay
theo viéc co it nhat mot hodc khdng cé mét trong sb 7 dot bién KRAS KRAS & codon 12 va
13 clia exon 2 trong gen KRAS. Trong cac phan tich hdi ciru, div liéu vé hiéu qua tir nghién
ctru 20050203 dwoc phan tang theo phan nhém KRAS. Muc tiéu chinh clia phan tich KRAS
la danh gia xem liéu sy cai thién tdng thé vé PFS dbi véi Vectibix (panitumumab) cong véi
FOLFOX so v&i FOLFOX don 1& cé Ién hon dang ké & nhirng déi twong cé khdi u kiéu tw
nhién KRAS so v&i cac dbi twong cé khdi u dot bién KRAS khong.

Tiéu chi danh gia chinh vé hiéu qua dwoc xac dinh trwdc 1a thoi gian sdng sét khong tién
trién (Progression-Free Survival, PFS) & nhém bénh nhan (n = 656) v&i mCRC KRAS kiéu
tw nhién da dwoc danh gia theo xét duyét trung tdm ddc Iap mu. Cac tiéu chi danh gia chinh
quan trong khac v& hiéu qua bao gdm OS va ORR. Két qua vé hiéu qué & nhirng bénh nhan
mCRC KRAS kiéu ty nhién dwoc trinh bay trong Bang 32 va Hinh 24.

Bang 32. Két qua vé hiéu qua & nhivng bénh nhan mCRC KRAS kiéu tw nhién

PFS
Quén thé Trung vi Ty lé nguy
KRASkidu  (thang) hiém ORR
tw nhién (C195%) (C195%) Giatrip  (Cl95%)
Panitumumab
cong voi N=325 9,6 0,80 0.02 54%

y 9,2, 11,1 0,66, 0,97 ’ 48%, 599
FOLFOX ( ) ( ) ( % /o)
chi riéeng N=331 8,0 47%
FOLFOX (7,5,9,3) (41%, 52%)
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Hinh 24. Biéu dé Kaplan-Meier vé séng sét khong tién trién (Progression-Free Survival, PFS) & nhirng bénh
nhan mac mCRC KRAS kiéu tw nhién.

Trong sb nhirng bénh nhan c6 khéi u dét bién KRAS, PFS trung vi 1a 7,3 thang (Cl 95%: 6,3,
8,0) & 221 bénh nhan dung Vectibix (panitumumab) céng véi FOLFOX so véi PFS trung vi
la 8,8 thang (Cl 95%: 7,7, 9,4) & 219 bénh nhan chi dung FOLFOX (HR = 1,29, Cl 95%:
1,04, 1,62). OS trung vi la 15,5 thang (Cl 95%: 13,1, 17,6) & bénh nhan dung Vectibix
(panitumumab) cdng v&i FOLFOX so véi OS trung vi la 19,3 thang (Cl 95%: 16,5, 21,8) &
bénh nhan chi dung FOLFOX (HR = 1,24, Cl 95%: 0,98, 1,57).

M6t phan tich thdm do vé OS véi thong tin cap nhat dwa trén cac sw kién & 82% bénh nhan
mCRC KRAS kiéu tw nhién da wéc tinh hiéu qua diéu tri cla Vectibix (panitumumab) cting
véi FOLFOX so v&i chi dung FOLFOX. OS trung vi trong s6 325 bénh nhan mCRC KRAS
kiu tw nhién duoc dung Vectibix (panitumumab) cong véi FOLFOX |a 23,8 thang (Cl 95%:
20,0, 27,7) so v&i 19,4 thang (Cl 95%: 17,4, 22,6) & 331 bénh nhan chi dung FOLFOX (HR
= 0,83, Cl 95%: 0,70, 0,98). Két qua duoc trinh bay trong Hinh 25.
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Hinh 25. Biéu dé Kaplan-Meier vé séng sét tdng thé (Overall Survival, 0S) & nhivng bénh nhan mac mCRC

KRAS kiéu tw nhién.
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Nghién ctru 1am sang hé tro viéc sir dung LUMYKRAS® (sotorasib)

Mét nghién ctru hiéu suat 1am sang da dwoc thwe hién dé chirng minh gia trj lam sang cuda
therascreen KRAS RGQ PCR Kit nhw mét cong cu ch&n doan dé hd tro xac dinh bénh nhan
NSCLC dwong tinh véi KRAS G12C dé didu tri bAng LUMYKRAS (sotorasib). Muc tiéu ctia
nghién ctu la danh gia xem liéu co thé st dung trang thai dét bién G12C duoc xac dinh bai
therascreen KRAS RGQ PCR Kit d& chon nhitng bénh nhan bj NSCLC tién trién s& dwoc
hwéng lgi tir didu tri bAng LUMYKRAS (sotorasib) hay khéng. Thir nghiém 1am sang
20170543 |4 mét nghién ctu nhan mé, da trung tam, giai doan 1/2, dwoc thiét ké dé danh
gia hiéu qua va dd an toan cia LUMYKRAS (sotorasib) & d6i twong ngudi Ién cé khéi u rén
tién trién chiva dot bién KRAS G12C.

Dt liéu t&r phan tich chinh ctia phan NSCLC giai doan 2 cla nghién clru nay da duoc st
dung dé hd tro gia tri lam sang cla therascreen KRAS RGQ PCR Kit nhw mét cong cu chén
doan.

Viéc d&ng ky tham gi bi han ché déi véi cac déi twong c6 NSCLC dot bién KRAS G12C
dwoc danh gia bang két qua trong phong thi nghiém dia phwong va dwoc xac nhan béng
thtr nghiém trung tam st dung therascreen KRAS RGQ PCR Kit. Diém cubi chinh clia phan
NSCLC giai doan 2 clia nghién clru nay la danh gia ty 1€ dap ng khach quan (Objective
Response Rate, ORR) cla khdi u dwoc danh gia bang Tiéu chi Banh gia Bap tng trong
Khéi u Ran (Response Evaluation Criteria in Solid Tumors, RECIST), phién ban 1.1, tiéu chi
ctia LUMYKRAS (sotorasib) nhw don tri liéu & nhitng déi twong c6 khdi u tién trién dot
biénKRAS G12C.

Trong tdng s6 126 d6i twong c6 NSCLC, 124 déi twong dwoc dwa vao bd phan tich day du.
Hai déi twong bi loai triy vi ho khéng ¢ =1 tén thuwong co thé do ludng duwoc theo xét duyét
trung tdm ddc 1ap mu (Blinded Independent Centralized Review, BICR).

Tiéu chi danh gia chinh clia ORR (dap (rng hoan toan + dap trng mét phan) dwoc do béng
chup cét 1&p vi tinh hodc chup cdng huwédng tir va dwgc phong thi nghiém BICR danh gia
trén RECIST 1.1 dbi vai cac dbi twong c6 NSCLC dot bién KRAS G12C la 37,1% (46 trong
s6 124 dbi twong; Cl 95%: 28,6-46,2%); ba (3) dbi twong (2,4%) dat duoc ty 1& dap (ng
hoan toan va 43 déi twong (34,7%) dat duwoc ty 1& dap (ng mot phan*.

* Duya trén 1an cat div liéu ngay 1 thang 12 nam 2020.
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Hwéng dan X ly sw ¢b

Hwéng dan xt ly sw cd ndy cé thé hivu ich trong viéc giai quyét bat ky van d& nao co thé
phat sinh. D& dwoc hé tro ky thuat va biét thém thong tin, vui ldng xem Trung tam Hb tro Ky
thuat ctia chiing toi tai www.qiagen.com/Support (dé biét théng tin lién hé, hay truy cap

www.qiagen.com).

Nhan xét va goi y

Két qua khong hop 1é

a) Céac diéu kién bao quan cho mot Kiém tra cac didu kién bao quan va ngay hét han (xem nhan) clia thubc
hoac nhiéu thanh phan bo dung cu thtr va st dung bd dung cu méi, néu can.
khéng tuan tha cac huwéng déan
dwoc dwa ra trong Thu thap Bénh
pham, Chuén bi Phan tich va Bao
quan, trang 17.

b) therascreen KRAS RGQ PCRKitda  Kiém tra diéu kién bdo quan va ngay hét han (xem nhan bd dung cu)
hét han. clia thudc thir va st dung therascreen KRAS RGQ PCR Kit m&i, néu

can.
Cac mau NTC cho két qua dwong tinh trong kénh FAM.

Nhi&m ban xay ra trong qua trinh L&p lai PCR véi thubc thir méi trong cac ban sao.

chuan b PCR. Néu co thé, dong cac 6ng PCR ngay sau khi thém mau sé duoc xét

nghiém.
Dam bao rang khéng gian lam viéc va dung cu duoc khir nhiém déu

dan.

Hwéng dan St dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022 101


https://www.qiagen.com/Support
https://www.qiagen.com/

Cac nhan duoc tao bdi therascreen KRAS Assay Package

Bang 33 liét ké cac nhan co thé dwoc tao béi therascreen KRAS Assay Package, y nghia

ctia chiing va cac hanh dong can thwc hién. Nhan cé lién quan cho cad NSCLC va CRC.

Bang 33. Y nghia va hanh dong khuyén nghj cho cac nhan cuia Rotor-Gene Q therascreen KRAS Assay Package

Nhén

Y nghia

Hanh déng

PC_CTRL_ASSAY_FAIL

PC_MUTATION_INVALID_DATA

NTC_INT_CTRL_FAIL

NTC_INT_CTRL_EARLY _CT

NTC_INVALID_CT

NTC_INVALID_DATA

SAMPLE_CTRL_INVALID_DATA

Lan chay PCR khong hop lé —

Cr FAM ndm ngoai pham vi cho
mau chirng dwong trong phan (ng
mau chirng

Lan chay PCR khong hop 1&6 —
Khéng thé giai thich di¥ liéu huynh
quang trong mau chirng dwong
(hén hop phan (ng dot bién)

Lan chay PCR khong hop 16 —
Mau chirng ndi cao hon pham vi
cho mau chirng am

Lan chay PCR khong hop 16 —
Mau chirng ndi thap hon pham vi
cho mau chirng @m

Lan chay PCR khéng hop 1& —
FAM khéng hop 1& (nhd hon gidi
han) cho mau chirng am

Lan chay PCR khong hop lé —
Khang thé giai thich di lidu huynh
quang trong mau chirng &m

Mau khéng hop 1é —

Khong thé giai thich di liéu huynh
quang trong mau chirng mau

Lp lai toan bo Ian chay PCR.

Lap lai toan bd 1an chay PCR.

Lap lai toan bo 1an chay PCR.

L&p lai toan bo Ian chay PCR.

Lap lai toan bo 1an chay PCR.

Lap lai toan bo 1an chay PCR.

Thiét Iap 1an chay PCR m&i dé lap
lai (cac) mau lién quan.

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

Bang 33. Y nghia va hanh dong khuyén nghi cho cac nhidn clia Rotor-Gene Q therascreen KRAS Assay

Package

Nhéan

Y nghia

Hanh déong

SAMPLE_CTRL_HIGH_CONC

SAMPLE_CTRL_FAIL

M&u Khong hop 16 —
Cr FAM qua thap trong mau chirng
mau

Mau khéng hop lé —
Cr FAM qua cao trong phan (rng
mau chirng mau

Pha loang mau dé tang gia tri Ct
mau chirng. D6 pha lodng nay nén
duoc tinh dwa trén gia thiét rang
pha lodng theo ty I1& 1:1 v&i nwéc
duoc cung cap trong bd dung cu
sé lam tang Cr thém 1,0; khi mau
dwoc pha lodng, hay thiét 1ap lan
chay PCR mai dé lap lai mau.

Thiét 1ap 1an chay PCR méi dé I13p
lai m&u. Néu khong hop lé trong
qua trinh 13p lai Ian chay PCR,
tach chiét mau tlr mot doan FFPE
ma&i (24 doan). Thiét lap 1an chay
PCR mai dé xét nghiém tach chiét
ma&i. Néu khong hop 18, hay 13p lai
14n tach chiét thi hai nay. Néu
mau khdng cho két qua hop Ié sau
14n chay ndy, mAu sé c6 trang thai
dot bién khong xac dinh va khong
nén tién hanh xét nghiém thém.
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Nhan cu thé cho NSCLC

Bang 34 liét ké cac nhan cé thé dwoc tao bdi Rotor-Gene Q therascreen KRAS Assay

Package, y nghfa clia cac nhan va hanh dong can thwe hién cac mau NSCLC.

Bang 34. Y nghia va hanh dong khuyén nghj cho cac nhin cia Rotor-Gene Q therascreen KRAS Assay

Package cho cac mau NSCLC

Nhén

Y nghia

Hanh déng

SAMPLE_INT_CTRL_FAIL

SAMPLE_INT_CTRL_EARLY_CT

Cr qua cao (hoac khoéng co6 Cr) cho
mau chirng ndi (HEX), &m tinh voi
dot bien kénh FAM

Ong dot bién khong hop 16 — Cr
HEX qua thap cho mau (mau chirng
noi)

Thiét lap 1an chay PCR méi dé lap
lai m&u. Néu khéng hop 18 trong
qua trinh 1ap lai lan chay PCR, tach
chiét mau tir (cac) doan FFPE mai.
Thiét 1ap lan chay PCR mgi dé xét
nghiém tach chiét mai. Néu khong
hop 1€, hay lap lai 1&n tach chiét thr
hai nay. Néu mau khéng cho ket
qué hop 1& sau Ian chay nay, mau
s c6 trang thai dot bién khong xac
dinh va khéng nén tién hanh xét
nghiém thém.

Thiét lap 1an chay PCR méi dé lap
lai mau. Néu khdng hop lé trong
qua trinh 14p lai 1&n chay PCR, tach
chiét mau tir (cac) doan FFPE mai.
Thiét Iap 1an chay PCR mai dé xét
nghiém tach chiét mai. Néu khong
hop I8, hay I&p lai lan tach chiét thi
hai nay. Néu mau khéng cho két
qua hop & sau Ian chay nay, mau
sé c6 trang thai dot bién khong xac
dinh va khéng nén tién hanh xét
nghiém thém.

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

Bang 34. Y nghia va hanh dong khuyén nghi cho cac nhidn clia Rotor-Gene Q therascreen KRAS Assay

Package cho cac mau NSCLC

Nhéan

Y nghia

Hanh déong

SAMPLE_INVALID_
DATA

MUTATION_EARLY_CT

SAMPLE_POSITIVE_
AND_INVALID

Ong d6t bién khong hop lé —
Khong thé giéi~th|'ch d@ liéu huynh
quang trong mau ching ndi

Ong dot bién khong hop 16 — Cr
FAM qua thap cho mau.

Mét ho&c nhiéu d6t bién cho mau

la hop 1& va dwong tinh; ddng thoi,
moét hodc nhiéu ddt bién cho cling
mot mau khong hop 1é (canh bao,

khéng phai la 16i)

Thiét Iap l1an chay PCR moi dé 1ap
lai mau. Néu khong hop 1 trong
qua trinh lap lai 1&n chay PCR,
tach chiét mau tir (cac) doan FFPE
méi. Thiét 1ap 1an chay PCR mai
dé xét nghiém tach chiét mai. Néu
khong hop 18, hay lap lai 1&n tach
chiét th& hai nay. Néu mau khéng
cho két t qué hop Ié sau 1an chay
nay, mau sé co trang thai dot bién
khong xac dinh va khéng nén tién
hanh xét nghiém thém.

Thiét Iap lan chay PCR méi dé 1&p
lai mau. Néu khéng hop Ié trong
qua trinh 13p lai 1&n chay PCR,
tach chiét mau tiv (cac) doan FFPE
mai. Thiét [ap Ian chay PCR m&i
dé xét nghiém tach chiét mai. Néu
khong hop 18, hay lap lai I&n tach
chiét thtr hai nay. Néu mau khong
cho két qua hop I& sau lan chay
nay, mau sé co trang thai dot bién
khéng xac dinh va khéng nén tién
hanh xét nghiém thém.

Thiét 1ap l1an chay PCR méi dé 1ap
lai mau. Néu khong hop 18 trong
qua trinh Iap lai 1&n chay PCR,
tach chiét mau tir (cac) doan FFPE
méi. Thiét 1ap 1an chay PCR mai
dé xét nghiém tach chiét mai. Néu
khéng hop 18, hay I4p lai 1&n tach
chiét thir hai nay. Néu mau khong
cho két qua hop Ié sau lan chay
nay, mau sé co trang thai dot bién
khéng x&c dinh va khéng nén tién
hanh xét nghiém thém.
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Nhan cu thé cho CRC

Bang bén dwdi liét ké cac nhan cé thé dwoc tao béi Rotor-Gene Q therascreen KRAS Assay

Package, y nghia clia cac nhan va hanh dong can thwe hién cac mau CRC.

Bang 35. Y nghia va hanh dong khuyén nghj cho cac nhin cia Rotor-Gene Q therascreen KRAS Assay
Package cho cac mau CRC

Nhan Y nghia Hanh déng

SAMPLE_INT_CTRL_FAIL Cr qua cao (hodc khéng co6 Cr) Néu méu c6 trang thai hop &6 —

cho mau ching ndi (HEX), am tinh  Khong can hanh dong.

v6i dot bien kénh FAM Néu mAu co trang thai khdng hop
1&, hay thiét 1ap lan chay PCR m&i
dé 1ap lai mau. Néu khong hop 1&
trong qua trinh Iap lai 1&n chay
PCR, tach chiét mau tir (cac) doan
FFPE mai. Thiét Iap l1an chay PCR
méi dé xét nghiém tach chiét mai.
Néu khéng hop 18, hay lap lai 1an
tach chiét thr hai nay. Néu mau
khéng cho két qua hop Ié sau lan
chay nay, mau sé c6 trang thai dot
bién khéng xac dinh va khéng nén
tién hanh xét nghiém thém.

SAMPLE_INT_CTRL_EARLY_CT  Ong d6t bién khong hop 16 — Cr  Néu mAu c6 trang thai hop 16 —

HEX qua thap cho mau (mau Khéng can hanh dong.

ching ndi) Néu mAau cé trang thai khdng hop
18, hay thiét 1ap 1an chay PCR méi
dé 1ap lai mau. Néu khong hop 18
trong qua trinh 14p lai Ian chay
PCR, tach chiét mau tir (cac) doan
FFPE mai. Thiét Iap l1an chay PCR
méi dé xét nghiém tach chiét moi.
Néu khong hop 18, hay lap lai 1an
tach chiét thi hai nay. Néu mau
khong cho két qua hop 1& sau lan
chay nay, mau sé c6 trang thai dot
bién khong xac dinh va khéng nén
tién hanh xét nghiém thém.

Bang tiép tuc & trang sau

106 Hwéng dan Str dung therascreen KRAS RGQ PCR Kit (Sé tay) 04/2022



Bang tiép tuc tlr trang truéc

Bang 35. Y nghia va hanh dong khuyén nghi cho cac nhidn clia Rotor-Gene Q therascreen KRAS Assay

Package cho cac mau CRC (tiép)

Nhéan

Y nghia

Hanh déong

SAMPLE_INVALID_
DATA

MUTATION_EARLY_CT

SAMPLE_POSITIVE_
AND_INVALID

Ong dét bién khong hop 18 —
Khong thé gidi thich di liéu huynh
quang trong mau ching ndi

Ong d6t bién khéng hop 16 — Cr
FAM qua thap cho mau.

Mét ho&c nhiéu d6t bién cho mau

la hop 1& va dwong tinh; ddng thoi,
moét hodc nhiéu ddt bién cho cling
mot mau khong hop 1é (canh bao,

khéng phai 12 16i)

Néu mAu co trang thai hop 16 —
Khoéng can hanh déng.

Néu mau coé trang thai khéng hop
1&, hay thiét lap 1an chay PCR méi
d& 13p lai mau. Néu khong hop 1&
trong qua trinh Iap lai 1&n chay
PCR, tach chiét mau tir (cac) doan
FFPE mai. Thiét Iap 1an chay PCR
mai dé& xét nghiém tach chiét maéi.
Néu khéng hop &, hay I3p lai 1an
tach chiét thir hai nay. Néu mau
khéng cho két qua hop 1é sau lan
chay nay, mau sé c6 trang thai dot
bién khong xac dinh va khong nén
tién hanh xét nghiém thém.

Néu mau co trang thai hop 16 —
Khéng can hanh déng.

Né&u mau cé trang thai khéng hop
1&, hay thiét 1ap lan chay PCR mdi
dé I5p lai mau. Néu khéng hop 16
trong qua trinh lap lai 1&n chay
PCR, tach chiét mau tir (cac) doan
FFPE mai. Thiét Iap Ian chay PCR
mai dé xét nghiém tach chiét moi.
Néu khéng hop 18, hay 13p lai 1an
tach chiét thi hai nay. Néu mau
khong cho két qua hop 1& sau lan
chay nay, mau sé cé trang thai dot
bién khéng xac dinh va khéng nén
tién hanh xét nghiém thém.

Khéng co.
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Kiém soat Chat lwong

Theo Hé théng Quan ly Chét lwgng dwoc chirng nhan ISO ctia QIAGEN, méi 16 therascreen
KRAS RGQ PCR Kit dwoc kiém tra theo cac quy cach da duwoc xac dinh truéc dé bao dam

chét lugng san phdm ddng nhét.
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Biéu twong

Céc biéu twong sau day c6 thé xuat hién trén bao bi va nhan dan:
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‘ Nha san xuat

EII] Tham khao hwéng dan st dung

& Than trong

Thong tin Lién hé

DPé dwoc hd tro ky thuat va biét thém théng tin, vui 1ong xem Trung tam H tro Ky thuat cla
chung t6i tai www.qiagen.com/Support, goi 00800- 22- 44- 6000 hoac lién hé v&i mot trong
cac Bd phan Dich vu Ky thuat ciia QIAGEN ho&c cac nha phan phdi dia phwong (xem bia

sau hoac truy cap www.qgiagen.com).
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Phu luc 1: Quy trinh Thu cdng therascreen
KRAS RGQ PCR Kit

Phan nay chira hwéng dan str dung therascreen KRAS RQG PCR Kit v&i phdn mém RGQ

phién ban 2.3 & ché dd mé (ttrc la khdng str dung KRAS Assay Package).

Théng tin chung

e Dé biét cac vat tw yéu cau, xem Cac vat tw yéu cdu nhung khdng dwoc cung cép.

e Dé& duoc huwéng dan day dd vé cach chuan bi mau va bd cuc mau, xem Quy trinh: Danh
gia mau DNA va Quy trinh: Phat hién Dot bién KRAS.

Quy trinh: Tao hé so nhiét d6

Truwéc khi bat ddu, hay tao mot hd so nhiét dd d& phan tich KRAS. Cac thdng sb chu ky

giébng nhau déi véi cad Banh gia Mau va Phat hién Dot bién.

Quy trinh

Cac thong sé chu ky dwoc trinh bay trong Bang 36.

Bang 36. Théng s6 chu ky

Chu ky Nhiét do Thei gian Thu nhan div liéu
1 95 °C 15 phat Khong c6

95 °C 30 giay Khéng c6
40 60 °C 60 giay Green va Yellow

1. Nhép dlp vao biéu twong phan mém Rotor-Gene Q Series Software 2.3 trén man hinh
may tinh xach tay dwoc két ndi véi dung cu Rotor-Gene Q MDx 5plex HRM. Chon thé

Advanced (Nang cao) trong ctra s New Run (Lan chay mai).
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2. Pé tao mét mau mé&i, chon Empty Run (Lan chay tréng), sau dé nhap vao New (M&i)
d& vao New Run Wizard (Trinh hwéng dan Lan chay méi).

3. Chon 72-Well Rotor (Rd-to 72 o) Iam loai r6-to. Xac nhan réng vong khoa da duoc gén
va chon hop Locking Ring Attached (D4 gan Vong khoéa). Nhap vao Next (Tiép theo)
(Hinh 26).

New Run Wizard &|

Welcome to the Advanced Run Wizard!

Rator Type

Skip Wizard |

Hinh 26. Hop thoai New Run Wizard (Trinh hwéng dan Lan chay méi). 1 = Rotor type (Loai ro-to), 2 = hop Locking
Ring Attached (Da gén Vong khoa), 3 = Next (Tiép theo).
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4. Nhap tén ctia ngwdi van hanh. Thém bét ky Lwu y ndo va nhap thé tich phan tng 13
25. Bam bao réng trwdng Sample Layout (B cuc M3u) chiva gia tri 1, 2, 3.... Nhdp
vao Next (Tiép theo) (Hinh 27).

New Run Wizard g|

Thig box dizplays
help on elements in
the wizard, Far help
. on an item, hover

_ item for help. You
Notes : can also click on a
combo box to display
help about itz
available zettings.

Thig screen digplays miscellaneous options for the run. Complete the fislds,
clicking Mext when pou are ready to move to the next page.

Eeactom 25 -
3- Wolume [pL]:
Sample Layout : I1 2, 3. L:; 4
SkipWizard | << Back Hest >

Hinh 27. Nhap tén cta ngwi van hanh va thé tich phan (rng. 1= trwong hop thoai Operator (Ngwdi van hanh),
2 = trwdng hdp thoai Notes (Lwu y), 3 = trwdng Reaction Volume (Thé tich Phan (&ng), 4 = trwéng Sample Layout (BS
cuc Mau), 5 = Next (Tiép theo).
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5. Nhép vao Edit Profile (Chinh stra Hd so) trong ctra s& New Run Wizard (Trinh hwéng
dan L&n chay mai) (Hinh 28) va lap trinh hd so nhiét d6 theo théng tin trong cac budc

Sau.

New Run Wizard

Temperature Profile :

1=

Channel Setup

Marmne | Source | Detectar | Gain |

Create New...

Green 470nm 510nm 5
“rellow 530nm  555nm g
Orange  585nm B10nm 5
Red B2Bnm  BBOnm g
Crimzon B80nm 710hp 7
HFM 460nm  S10nm 7
Gain Optimization. ..
SkipWizard | << Back Newt>> |

Edit..
Edit Gair...
Remove
Fezet Defaults

edit the profile
shown in the box
abowve.

X

Click. this button to

Hinh 28. Chinh stra hé so.
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6. Nhép vao Insert after (Chén sau) va chon New Hold at Temperature (Nhiét do gitr

m&i) (Hinh 29).
18 Edit Profile X
.U H| Q@
Mew Open  Save As Help

The run will take approximately 0 second(z) ta complete. The graph below represents the run to be perfarmed :

Click on a cycle below to madify it :

1
e Cyeling

Flew Melt

MEW HOID &0 | EMperarure 2
" o

Copy of Current Step

Hinh 29. Chén bwéc G ban dau. 1 = Insert after (Chén sau), 2 = New Hold at Temperature (Nhiét do gitr mi).

7. Dat gia tri trong trwdng Hold Temperature (Nhiét do gitr) thanh 95 °C va trwdng Hold
Time (Thoi gian git) thanh 15 mins 0 secs (15 phut 0 gidy). Nhdp vao Insert After
(Chén sau), sau dé chon New Cycling (Chu ky mai) (Hinh 30).

1 Edit Profile 3
.8 H =]
Mew Open  Save As Help

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

Click on a cycle below to modify it :

Insert before.|  Mew Melt

Mew Hold at Temperature
Femove Mews HRM Step
ol@Temperature : a5 o Copy of Current Step

Hold Time : 15 |mins 0 |secs

Hinh 30. Bwéc G ban dau & 95 °C. 1 = Hold Temperature and Hold Time (Nhiét d6 gi® va Thoi gian gid),
2 = Insert after (Chen sau), 3 = New Cycling (Chu ky m&i).
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8. Pat sb 1an 13p lai chu ky thanh 40. Chon bwédc dau tién va dat thanh 95°C for 30 secs
(95 °C trong 30 giay) (Hinh 31).

1 Edit Profile 3
zZ . & H @
ew Open  Save As Help

The run will take approximately 98 minute(z) to complete. The graph below represents the run to be performed

Click on a cycle below to madify it :

Hold Inzert after...
Inzert before...
1 Remove

Thiz cycle repeats [ 40 Qtime[z).

Click on one of the steps below to modify it, or press + or - to add and remaove steps for this cycle.

| Timed Step | HE
95°C for 30 secs
9550
3
Mot Acquinng
[ Long Range
™ Touchdown

720 for 20 secs

B0RC for 20 secs

Hinh 31. Bwée chu ky & 95 °C. 1 = hop Cycle repeats (Lap lai chu ky), 2 = bwéc mét cai dat nhiét do, 3 = buwéc
mét cai dat thoi gian.
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9. Panh diu bwéc thr hai va dét thanh 60°C for 60 secs ( 60 °C trong 60 giay). D& cho
phép thu nhan di¥ liéu trong bwédc nay, hay nhap vao Not Acquiring (Khéng Thu nhan)
(Hinh 32).
M Edit Profile

3

@, 8 | =]
Tew Open  Save As Help

The run will take approximately 125 minute(z) to complete. The graph below reprezents the mn to be performed :

Click on a cycle below to modify it :

Hold Ingert after...
Inzert before. .
Remaove
This cycle repeats ﬂ timne(s).

Click on ane of the steps below to modify it, or press + or - to add and remove steps for this cycle.

95°C for 30 secs J j

T2 for 20 zecs /
BO°C for B0 secs /

Timed Step

GORC
2 —— B0 seconds

Mot Acquiing

[~ Touchdown

Hinh 32. Bwée chu ky & 60 °C. 1 = bwdc hai cai dat nhiét do va thoi gian, 2 = Not Acquiring (Khdng Thu nhan).
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10. Trong danh sach Available Channels (Kénh Kha dung), chon Green va Yellow sau d6
nhép vao > dé di chuyén ching dén danh sach Acquiring Channels (K&nh Thu nhan).
Nhép vao OK (Hinh 33).

Same az Previous : |[New Acquisition) j

Acquizition Confiquration ;
Anallable Chatinels Acquinng Channels :

M arne |
Crimzan
HRM
Orange
Red

Ta acquire from a channel, select it from the list in the left and click *. To stop acquinng from a
channel, select it in the nght-hand list and click <. To remove all acquisitions, chick <<

Don't Acquire Help |

Dye Chart »»

Dye Channel Selection Chart

470nm (5100w | FAMY, SYBR Green 14, Fluorescein, EvaGreen®, Alexa Fluor 4884

el 530nm | 5595nm JOEY WICY HEX, TET-, Cal Fluor Gold 5404 akima t'ellow--
Orange | 585nm [ 610nm R4, CAL Fluor Red 6104, Cy3 54, Texas Red ', Alexa Fluor GE8-
E2Bnm | BEOkmm Cy5, Quasar 6704, Alexa Fluor 5334
E80nm | 710hp Quazarf05+, Alexa Fluor BB0
460nm | 510nm 5YTO 9. EvalGreen™

Hinh 33. Thu nhan & bwéc chu ky 60 °C.
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11. Panh diu bwéc thir ba va nhap vao — dé xéa. Nhip vao OK (Hinh 34).

X

1 Edit Profile
g W @

ew Open  Save As Help
The run will take approzimately 135 minute(z] to complete. The graph below reprezents the run to be performed :

Click on a cycle below to modify it :

Hold Inzert after...
Inzert before...

Remove
This cycle repeats 40 | time(s].

Click on one of the steps below ta modify it, or press + or - to add and remaove steps for this cycle.
|| Timed Step j
T2EC

20 seconds

95°C for 30 zecs

Acquiring to Cycling B

on Green
B0°C for B0 secs

[ Long Range
[~ Touchdown

Hinh 34. Loai bé bwé'c mé rong.
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12. Trong clra sb tiép theo, nhap vao Gain Optimisation (Téi wu hoa Khuéch dai)
(Hinh 35).
New Run Wizard f‘$_<|

Temperature Profile : Thiz box displays
help on elements in
the wizard. For help

on an item, hower
wour mouze over the
itern For help. ou
zan alzo click on a
combo box to display

help about itz
avallable settings.

Edit Praofile ...

Channel Setup :

M ame | Source | Detector | G ain | Create Mew... |
Green 4700 510nm & Edit
Tellow B30nm  BB5hm ]
Orange  58%nm B10mm 5 Edit Gair..
Red E2Bnm  BROnm A
Cimson  B80nm  710hp 7 Remove
HRM 4E0nm 510nm 7 Freset Defauls
1—
| Giain Optimisation. |
Skip'wizard | << Back Hest>> |

Hinh 35. Gain Optimization (Téi wu héa Khuéch dai).
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13. Nhép vao Optimize Acquiring (Ti wu héa Thu nhan). Cai dat kénh dwoc hién thi cho

mdi ké&nh. Nhap vao OK dé& chap nhan céac gia tri mac dinh nay. (Hinh 36).

Auto-Gain Optimisation Setup

— Optimnization :

Auko-Gain Optimization will read the fuoresence on the inzerted sample at
different gain levels until it findz ane at which the fluorescence levels are
acceptable. The range of Auorescence you are looking for depends on the
chemizty you are performing.

Set temperature bo |50 illdegrees.

Optimize Al I DEtimise Acauirina:

[ Pelfonmi
[l Auto-Gain Optimisation Channel Settings
Chanrel Settings :
 Channel
Channel ;. Green Tube Pozitian ; |1 =l
| N j ..
Target Sample Range . [B “Flupto |10 = Fl )
Mame = =] E dit.. |
Acceptable Gain Range: |-10 j ta |1D j Emove |
move All |
2 : 0k I Cancel I Help |
Start b anual... | Cloge Help |

Hinh 36. Auto-gain Optimization (Téi wu héa Khuéch dai Tw dong) cho kénh green.
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14. Danh du vao 6 Perform Optimisation before 1st Acquisition (Thuc hién Téi wu hoa

trwdc khi Thu nhan 1an 1), sau d6 nhap vao Close (Péng) dé& quay lai trinh hwéng dan
(Hinh 37).

Auto-Gain Optimisation Setup

Optimization :

T Auto-Gain Optimization will read the fluorezence on the inzerted sample at

e different gain lewelz until it findz one at which the fluorezcence levels are
acceptable. The range of fluorezcence you are looking for depends on the
chemizstry you are performing.

Set temperature ta :II deqress.

Optimize All | Optimize Acquiing |

fﬁéF’erfolm Optimigation Befare 1zt Acquisitior

I Perform Optimization At 50 Degrees At Beginning OF Run

Channel Settings :

| -l e |

MHame | Tube Pozition | Min Reading | Max Reading | Min Gain | b ax G ain Edit... |

Green 1 5F 10F -0 10 Q

Tellow 1 5FI 10F a0 10 Bemove
Remave &l

2
< I >
i PR e [T

Hinh 37. Lwa chon cac kénh green va yellow.

15. Nhap vao Next (Tiép theo). Sau d6, nhap vao Save (Lwu) d& lwu mau vao mot vi tri
thich hop.
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Quy trinh: Banh gia mau (tha cong)

Quy trinh nay dwoc sir dung dé danh gia tbng s DNA c6 thé khuéch dai trong cac mau va
can duwgc thuc hién trwéc khi phan tich dot bién KRAS.

e Chuén bj cac mau nhw mé ta trong Quy trinh: Banh gia mau DNA.
e Thiét lap l4n chay PCR trén dung cu Rotor-Gene Q MDx 5plex HRM5plex HRM nhw
dwoe mo ta trong Quy trinh: thiét Iap therascreen KRAS PCR RGQ.

® Sau khi lan chay hoan tat, phan tich di liéu theo hwéng dan trong Phan tich di liéu danh

gia mau.

Quy trinh: Phat hién dot bién KRAS (thd cong)

Khi da qua qua trinh danh gid mau, mau c6 thé dwoc xét nghiém dé phat hién dot bién
KRAS.

® Chuan bj cac mau nhw md ta trong Quy trinh: Danh gia mau DNA.
e Thiét lap I1&n chay PCR trén dung cu Rotor-Gene Q MDx 5plex HRM5plex HRM nhw
dwoc mo ta trong Quy trinh: thiét l1ap therascreen KRAS PCR RGQ.

® Sau khi 1an chay hoan tat, phan tich di¥ liéu theo huwéng dan trong Phan tich di liéu danh

gia mau.
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Quy trinh: thiét 1ap therascreen KRAS PCR RGQ
1. M& phan mém Rotor-Gene Q series 2.3 va hd so nhiét dd da tao thich hop.
2. Tao hd so nhiét do theo Quy trinh: Tao hd so nhiét do.
Dam bao ring da chon dang ré-to va chon hop Locking Ring Attached (Pa gén Vong
khoa). Nhap vao Next (Tiép theo) (Hinh 38).
New Run Wizard fg|

Welcome to the Advanced Bun Wizard!

Rator Type

Rotar-Disc 72
Rotar-Disc 100

2- Iv Locking Ring Attached

Skip Wizard I Newt >3 : 3
|

Hinh 38. Hop thoai New Run Wizard (Trinh hwéng dan Lan chay méi) va man hinh chao mirng.
1 = Rotor type (Loai ré-to), 2 = hdp Locking Ring Attached (D4 gén Vong khéa), 3 = Next (Tiép theo).
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3. Nhap tén clia ngwdi van hanh. Thém bét ky Lwu y nao va kidm tra xem truwdng
Reaction Volume (Thé tich Phan tng) cé dwoc dat thanh 25 va trwong Sample
Layout (B6 cuc Mau) c6 chiva gia tri 1, 2, 3... khéng. Nhap vao Next (Tiép theo)

X

(Hinh 39).
New Run Wizard
This screen displays miscellaneous options for the run. Complete the figlds, Ehlis box ldispla_l,.ls .
clicking Mest when vou are ready to move to the nest page. theepwoi;a?d..anf-]g?:fellr;
Dpesier: NAME o Mouse e the
itern for help. Yau
Mates :

cat alzo click oh a
combo box ba display
help about itz
available zettings.

Fieaction o5 =l
Valurne [pL): I =l

Sample Lapout ; I'I, 2.3

Skipwizard | << Back

3

Hinh 39. Hop thoai New Run Wizard (Trinh hwéng dan Lan chay méi). 1 = trudng Operator (Ngudi van hanh) va
Notes (Lwu y), 2 = trwrng Reaction Volume (Thé tich Phan (ng) va Sample Layout (Bé cuc Mau), 3 = Next (Tiép

theo).
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4. Gilr nguyén tat ca cac gia tri trong ctra sb tiép theo. Khong can chinh stra vi hd so nhiét
d6 da dwoc tao theo huwdng dan trong Quy trinh: Tao hd so nhiét d9. Nhép vao Next

(Tiép theo) (Hinh 40).

New Run Wizard

Temperature Profile :

DRI

Edit Profile ...

Channel Setup

Name | Source | D etector | Gain |

Create Mew..

Green 470nm 51 0nm
Yellow 530w 555nm
Orahge  585nm  E10mm
Red E28nm  BEOnm
Crimzon  E80nm  710hp
HFib4 4B0nm 510nm

oo

Gain Optimisation. ..

Edi...
Edit Gain...
Femove
Feset Defaults

=

Thiz box dizplays

help on elements in
the wizard. For help
on an iterm, hover
vour mouse aver the
itern for help. You
can also click on a
comba box to digplay
help abaout its
available settings

Sk\lezard| <¢ Back I Mext > :

Hinh 40. Hop thoai New Run Wizard (Trinh hwéng dan Lan chay mé&i) va man hinh chinh sira nhiét do.

1 = Next (Tiép theo).

1
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5. Xem lai ban tém t&t va nhép vao Start Run (B4t dau chay) dé luu tép lan chay va bat

dau chay (Hinh 41).

New Run Wizard E|

Sumrnary :

Setting Walue

Gireen Gain [}

“Yellow Gain 5

Auto-Gain Optimization Befaore First Acquisition

Fiaotar 7T2-well Rotor

Sample Layout 1.2.3. .

Reaction Yolume [in micraliters] 25

Start Bun - 1
Onece pou've confimed that your iun settings are corect, click Start Run to Save Template
begin the n. Click Save Template to save settings far future runs.
Skip Wizard | <{ Back ‘

Hinh 41. Hop thoai New Run Wizard (Trinh hwéng dan Lan chay méi).
1 = Start Run (B4t dau chay).

Lwu y: Sau khi 14n chay bat dau, mét ctra s méi sé xuét hién trong d6 ban cé thé nhap

tén mau ngay hodc nhap vao Finish (Két thuc) va nhap sau d6 bang cach chon nat

Sample (M4u) trong lan chay hodc khi 1an chay hoan tat.

Néu ban nhap vao Finish and Lock Samples (Két thic va Khéa mau), ban khong thé

chinh stra t&én mau niva. Ban nén dic biét Lwu y khi nhap tén mau dé dam bao viéc xét

nghiém va phan tich mau chinh xac.

Lwu y: Khi dat t&n cho mau, nén dé tréng cac vi tri dng rdng trong cdt Name (Tén).

. Sau khi chay xong, phan tich di¥ liéu theo cac phan Phan tich di¥ liéu danh gia mau

ho&c Phan tich phat hién dét bién KRAS, néu thich hop.

. Néu can bao cao dinh lwong, nhap vao biéu twong Reports (Bao cao) trén thanh cong

cu trong tép 14n chay Rotor-Gene Q.
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Phu luc 2: Cai dat therascreen KRAS Assay
Package

therascreen KRAS RGQ PCR Kit dwoc thiét ké d& sir dung véi Rotor-Gene Q MDx 5plex
HRM c6 ré-to 72 lo. therascreen KRAS Assay Package dwoc cung cap riéng trén CD
(s6 danh muc 9023675).

therascreen KRAS Assay Package c6 sdn dé tai xuéng tlr trang web san pham therascreen
KRAS RGQ PCR Kit twong tng tai www.giagen.com. C6 thé tim thay théng tin tai xubng
trong phan Product Resources (Tai nguyén San phadm) trong thé Supplementary Protocols

(Quy trinh B6 sung). Ciing cé thé dat mua Assay Package trén dia CD.

Goi bao gdm therascreen KRAS CE QC Locked Template va therascreen KRAS CE Locked
Template.

Lwu y: therascreen KRAS Assay Package sé& chi hoat ddng v&i phdn mém Rotor-Gene Q
phién ban 2.3 twong (rng co6 therascreen KRAS Assay Package phién ban 3.0.3 (QIAGEN,
s danh muc 9023675). Dam bao cai dat ding phién ban phadn mém Rotor-Gene Q trwéc

khi tiép tuc cai dat therascreen KRAS Assay Package.

Quy trinh (tai xubng)
1. Taixubng therascreen KRAS RGQ Assay Package tlr trang web s&n phdm therascreen
KRAS RGQ PCR Kit twong &rng tai www.qiagen.com.
2. B&m dup vao tép va giai nén t&p bén trong kho Iwu triv.

3. Nhép dlp vao therascreen_KRAS_Assay_Package_3.0.3.exe dé bat dau cai dat.
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Quy trinh (CD)

1. D&t mua CD therascreen KRAS RGQ Assay Package CE twong thich véi Phdn mém
Rotor-Gene Q da cai d&t (xem & trén) do QIAGEN cung cép riéng.
Phién ban 3.0.3. S& danh muc 9023675.

2. Bwa dia CD vao 6 CD clia may tinh xach tay dwoc két ndi véi dung cu Rotor Gene Q
MDx 5plex HRM.

3. Nhép dup vao therascreen_KRAS_Assay_Package_3.0.3.exe hodc
therascreen_KRAS_Assay_Package_1.0.12.exe dé bat diu cai dat
Trinh huwéng dan thiét 1ap sé xuét hién.

4. Nhép vao Next (Tiép theo) dé tiép tuc (Hinh 42).

[ i3 Setup - Rotor-Gene ) therascreen KRAS CE Assay Package = ﬁﬁ

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

This will instal RiotorGene O therascreen KRAS CE Assay
Paciage 3.0.3 on your computer.

kis recommendied that you close all ather sppbcations before
continuing

Chick Nead to contirue. of Cancel 1o & Sehup

e 4

Hinh 42. Hop thoai Setup (Thiét lap). 1 = Next (Tiép theo).
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5. Doc Thda thuan Cép phép trong hdp thoai License Agreement (Théa thuan Cap phép)
va chon | accept the agreement (T6i chap nhan thda thuan). Nhap vao Next (Tiép
theo) dé tiép tuc (Hinh 43).

'ﬁ&mp-mquuﬁmmcems}m e

License Agreement
Plamse read the folowing important information befiore continuing.

Plaase read the folawing Licenss Agreement, You must sccep! the lems of ths
agreemant. bafons: contirung with the installation,

Licance Agraemant -

1. In the fallowing “Ciagen™ reflers 1o Ciagen GmbH and s afaied companies and
“Software” means the programs and data suppled on ths physical medaum g, (-
M) or crver the Inbarmat with thess condlions. (¥ you am unsus of any aspect of
this agresment or have amy guéstions they should be emaled to

uppod Egiagen com ) The Software and any paming documantation have
s developad antinely 8 pivabe spenss They sre delvened and koensed s
“commercial computer software”

2. Licence x

Iijmh" t } 'I

1 raot sscioent the somement

e ] e 2

h 4

Hinh 43. Hop thoai License Agreement (Théa thuan Cap phép). 1 = | accept the agreement (T6i chap nhan théa
thuan), 2 = Nex (Tiép theo).

Qua trinh thiét lap mau sé tw dong bat dau.
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6. Trong clra sb Setup (Thiét 1ap) cudi ciing, nhap vao Finish (Két thic) dé thoat khdi trinh

hwéng dan thiét 1ap. (Hinh 44).
@ Setup - Rotor-Gene Q therascreen KRAS Assay Packag =011

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

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

Click Finish to exit Setup.

Hinh 44. Hoan tat trinh hwéng dan.

7. Khéi dong lai may tinh. Cac phim tat cho ca therascreen KRAS QC Locked Template
va therascreen KRAS Locked Template dwoc tao tw dong va xuat hién trén man hinh
nén.
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Thong tin DBat hang

San phadm

Muc luc

S6 danh

muc

therascreen KRAS RGQ PCR
Kit (24)

CD therascreen KRAS Assay
Package (phién ban 3.0.3)

Rotor-Gene Q va cac phu kién

Rotor-Gene Q MDx 5plex HRM

Rotor-Gene Q MDx

Cho 24 phan &ng: 1 Xét nghiém Dbi
chrng, 7 Xét nghiém Dot bién, Mau
chirng duwong, Nwéc, Tag DNA
Polymerase

Géi Quy trinh phan mém dé s dung
vOi therascreen KRAS RGQ PCR Kit
va dung cu QIAGEN Rotor-Gene Q
MDx 5plex HRM c6 r6-to 72 lo

May luan nhiét real-time PCR va b
phéan tich High Resolution Melt v&i

5 kénh (xanh 14, vang, cam, dd, dé
thadm) cong v&i kénh HRM cong voi
kénh HRM, may tinh xach tay, phan
mém, phu kién, bao hanh 1 ndm déi
v&i cac bd phan va nhan cong, khong
bao gém cai dat va dao tao

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

874011

9023675

9002032

9002033
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San phadm Muc luc S6 danh

muc
Loading Block 72 x 0.1 ml Khéi nhdm cho thiét 1ap phan (rng tha 9018901
Tubes cbng voi pipet mét kénh trong 72 x

4ng 0,1 mL
Strip Tubes and Caps, 0.1 ml 250 dai, mdi dai 4 6ng va ndp cho 981103
(250) 1.000 phan &ng
Strip Tubes and Caps, 0.1 ml 10 x 250 dai, méi dai 4 6ng va nap 981106
(2500) cho 10.000 phan &ng
QlAamp DNA FFPE Tissue Kit — dé loc DNA bd gen tir cac mo gén
parafin
QlAamp DNA FFPE Tissue Kit ~ Cho 50 I4n chuan bi DNA: QlAamp 56404

(50) MinElute® Columns, Proteinase K,
Chét dém va Collection Tubes (2 ml)

D& biét thong tin cap nhat vé cip phép va tuyén bd tir bé trach nhiém cu thé theo san pham,
xem cam nang hodc hwéng dan st dung bd dung cu QIAGEN twong (rng. Cam nang va
hwéng dan st dung bo dung cu QIAGEN cé sdn tai www.giagen.com hodc co thé dwoc
yéu cAu tr bd phan Dich vu Ky thuat ctia QIAGEN ho&c nha phan phéi tai dia phwong cla
ban.
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Lich str Stra ddi Tai liéu

Ngay

Stra déi

Lan stra ddi 4, thang 1
nam 2019

Lan stra dbi 5, thang 11
nam 2019

Lan stra dbi 6, thang 11
nam 2020

B6 sung Dai dién dwoc Uy quyén (bia trwéc)
P4 cap nhat phan Bidu twong
D4 cap nhat mau

Thay d6i nha san xuét theo phap luat (trang bia)

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

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

Da cép nhat quy trinh Phat hién dot bién KRAS dé dwa budc bd sung vao qua
trinh chuan bi hén hop chinh

P4 chinh slra cac gia tri trong cac cot Tan suét va Khoang tin cay 95% trong
Bang 10.

Da cap nhat dinh chuan phan trém téng thé CRC tir 96,4% thanh 96,82%
D3 chinh stra cac gia tri trong cét LOD Cos trong Bang 15

Da stra phién ban therascreen KRAS Assay Package thanh 3.0.3

Da cap nhat toan bd tai liéu nay vé tinh san c6 dé tai xudng goi xét nghiém tai
www.giagen.com

P4 thém mot Lwu y trong sudt tai liéu vé cac hanh dong lién quan dén nhan cho
chi bao NSCLC dwoc cap nhat d& dam bao bd dung cu hoat ddng chinh xac

D3 thém mot Lwu y xuyén subt cac quy trinh trong tai liéu nay vé cach tron thube
thtr ding

D3 cap nhat phan Phong ngtra chung

ba thém mét Lwu y de dat Rotor-Gene Q MDx 5plex HRM vao dung vi tri

D3 thém mot Lwu y vé viéc siv dung dao md kho

Da cap nhat quy trinh: Danh gia mau DNA dé bd sung thém cac diém quan trong
trwéc khi bat dau

Da cap nhat phan Quy trinh: Phat hién Dot bién KRAS de bd sung thém cac
didm quan trong troc khi bat d4u va Lwu y cho cac mau NSCLC dé giai thich
mot s6 nhan la Invalid (Khéng hop 1€)

Da cap nhat phan cac nhan cda Rotor-Gene Q therascreen KRAS Assay
Package dé thém cac bang minh hoa cac nhan RGQ, y nghia clia chiing va cac
hanh déng dwoc dé& xuét

Cap nhat Giai thich Két qua lién quan dén cac hanh déng lién quan dén nhan.
D4 cap nhat phan Hwéng dan Xt ly sw cb dé thém bang minh hoa cac nhan
RGQ, y nghia clia chung va cac hanh dong duoc dé xuat

D4 cap nhat phan Han ché dé thém thong tin vé cac mau NSCLC
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Ngay

Stra dbi

P4 stra dbi phan Dic tinh Hiéu ning d& cap nhat dir liéu trong bang

P4 cap nhat phan Dau vao DNA va db tuyén tinh

Ba cap nhat phén Tinh Iap lai va tinh tai lap

Da cap nhat phan Do bién thign xr ly mau

Hiéu suét Lam sang Da thém phan

Da cap nhat phan Phan tich dir liéu danh gia m&u dé stra dbi giai phap dwoc
khuyén nghj cho Cr clia xét nghiém doi chirng 1a >32

P4 thém d4u tuan tha Chau Au vao phan Bidu twong

P4 cap nhat Giai thich Két qua (Tha cong) vé cac hanh dong lién quan dén nhan.
D3 cap nhat phén Quy trinh: Phat hién D6t bién KRAS dé bao gom cac budc vé
cach chuan bi hén hgp chinh
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Trang nay dwoc dé tréng c6 chi y
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Théa thuan Cép phép Gioi han cho therascreer” KRAS 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.

San pham chi c6 thé dwoc s dung theo cac quy trinh duoc cung cap kém theo san pham vasb tay nay va chi dwoc st dung véi cac thanh phan co
trong bé dung cu. QIAGEN khéng cép gidy phép theo bt ky tai san tri tug nao dé st dung hoac két hop cac thanh phan kém theo ctia bd dung cu
nay véi bét ky thanh phan nao khdng c6 trong b dung cu nay trr khi dugc md ta trong céc quy trinh dwoc cung cap cung véi san pham, s tay nay
va cac quy trinh bd sung cé san tai www.qiagen.com. Mot sb quy trinh bd sung nay da dwoc nguoi dung QIAGEN cung cap cho nguoi dung
QIAGEN. Céac quy trinh nay chua dwoc QIAGEN kiém tra ky lwéng hodc téi wu héa. QIAGEN khéng bao hanh chung ciing khdng dam bao réng
chiing khong vi pham cac quyén ctia bén thir ba.

Ngoai cac gidy phép duoc néu ré rang, QIAGEN khdng bao dam rang bd dung cu nay va/hodc (cac) cong dung clia né khdng vi pham cac quyén
clia bén thi ba.

B¢ dung cu nay va cac thanh phan cta bd dung cu duoc cp phép sir dung mét 1an va khéng duoc tai sir dung, tan trang hodc ban lai.

QIAGEN déc biét tir chéi bat ky gidy phép nao khac, dwoc thé hién rd rang hodc ngu y ngoai nhirng gidy phép dwoc néu.

Nguwoi mua va nguoi diung b dung cu nay déng ¥ khong thwe hién hodc cho phep bét ky ai khac thuc hién céc budc cé thé dén dén hodc tao diéu
kién cho bat ky hanh vi nao bi cdm & trén. QIAGEN c6 thé thuc thi cac Ienh cam cla Théa thuan Cap phép Han ché nay tal bét ky Toa &n nao va sé

thu hoi tat ca céc chi phi diéu tra va Téa an, bao gém phi luat su, trong bat ky hanh dong nao dé thyc thi Théa thuan Cép phép Han ché nay hoéc
bét ky quyén s& hitu tri tué nao lién quan dén bd dung cu va/hoic céc thanh phan cia né.

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

Nhan hiéu: QIAGEN®, Sample to Insight®, QlIAamp®, MinElute®, Rotor-Gene®, Scorpions®, therascreen® (Tap doan QIAGEN); ARMS® (AstraZeneca Ltd.);
LUMYKRAS®, FAM™, HEX™ (Thermo Fisher Scientific, Inc.).

Céc tén, nhan hiéu, v.v. da dang ky dwoc st dung trong tai liéu nay, ké ca khi khéng dwoc danh dau cu thé nhu vay duoc coi la duoc bao vé vé phap ly.

Khéng st dung véi méu phan.

Khéng st dung véi méu nudoc tiéu.

Khéng st dung véi axit nucleic ngoai bao tir mau mau.

Khéng st dung véi méu tdy xuong khéng cé té bao.

Khéng st dung véi méu nuéc bot.

NGUO1 MUA SAN PHAM NAY BUQC CAP QUYEN THEO MOT SO BANG SANG CHE ROCHE BE CHI SU’ DUNG SAN PHAM CHO VIEC CUNG CAP CAC DICH
VU CHAN DOAN TRONG ONG NGHIEM CHO NGU'Ol. KHONG CAP BANG SANG CHE CHUNG HOAC GIAY PHEP NAO KHAC THEO DAY NGOAI QUYEN SU
DUNG CU THE TU VIEC MUA HANG NAY.

1127513 HB-1861-006 04-2022 © 2022 QIAGEN, tat ca quyén duoc bao Iuu.
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