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Muc dich St dung

therascreen EGFR Plus RGQ PCR Kit la xét nghiém real-time PCR trong éng nghiém dé
phat hién dinh tinh va xac dinh cac dét bién & cac exon 18, 19, 20 va 21 cla gen thu thé yéu
t tang trwéng bidu bi (Epidermal Growth Factor Receptor, EGFR) (1) trong DNA 4y t&r md
u cb dinh formalin, gan paraffin (Formalin-Fixed Paraffin-Embedded, FFPE) va huyét twong
cla bénh nhan ung thw phdi khéng té bao nhé (Non-Small Cell Lung Cancer, NSCLC).

therascreen EGFR Plus RGQ PCR Kit con dwgc chi dinh d& do ban dinh lwong d6t bién &
cac exon 18, 20 va 21 cla gen EGFR trong huyét twong ngwdi nhdm hé tro cho viéc didu

tri bénh nhan ung thw NSCLC.

Xét nghiém nay danh cho nhéan vién dwgc dao tao str dung trong moéi trwdng phong thi

nghiém chuyén nghiép

therascreen EGFR Plus RGQ PCR Kit dwgc dung cho muc dich s dung chan doan trong

6ng nghiém.
Tuyén bd chi dinh st dung

Xét nghiém nay dwoc st dung dé hé tro Iwa chon bénh nhan NSCLC cho liéu phap diéu tri
bang chat trc ché tyrosine kinase (Tyrosine Kinase Inhibitor, TKI) EGFR.
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M0 ta va Nguyén tac
Tém tat va giai thich

Cac dot bién trong gen gay ung thw EGFR dugc tim thay trong bénh ung thw & ngudi (1, 2).
Sw hién dién cta nhirng d6t bién nay twong quan véi viéc dap trng mot sbé liéu phap diéu tri
béng chét &rc ché tyrosine kinase (Tyrosine Kinase Inhibitor, TKI) & bénh nhan ung thw phéi
khong té bao nhé (Non-Small Cell Lung Cancer, NSCLC) (3-8). Nhi¥rng dét bién nhw vay
trong gen gay ung thuw EGFR hién dién trong nhém bé&nh nhan NSCLC néi chung véi tn
suét xap xi 10% & bénh nhan dén tlr Hoa Ky, Chau Au hodc Uc va Ién dén 30% & bénh
nhan dén tlr Nhat Ban va Pai Loan (1,2, 9).

therascreen EGFR Plus RGQ PCR Kit la xét nghiém real-time PCR (phan &ng chuéi
polymerase) dé phat hién 42 dot bién trong gen lién quan dén ung thw EGFR bang cach st
dung Heé théng Dot bién Chiju nhiét Khuéch dai (Amplification Refractory Mutation System,
ARMS) (10, 11) va cng nghé kep PCR d& phat hién va xac dinh dinh tinh cac dét bién trong
gen EGFR; cac exon 18, 19, 20 va 21 (Bang 1). B4 dung cu nay cho phép ban dinh lvgng
G719X (X =A, S hoac C; exon 18), T790M (exon 20), C797Sa va C797Sb (exon 20), S768I
(exon 20), L858R (exon 21) va L861Q (exon 21) trong mau DNA tach chiét tir huyét twong

ngwoi. Tom tat:

e G719X trong exon 18 (phat hién va ban dinh lwong G719S, G719A hoac G719C nhwng
khong phan biét gitra cac dot bién nay)

e 28 dot bién mat doan & exon 19 (phat hién sy hién dién cia bat ky dot bién nao trong sb
28 dot bién mét doan nhung khdng phan biét gitra cac dot bién nay)

e S768l, T790M, C797Sa va C797Sb trong exon 20 (phat hién va ban dinh lwgng ca bén
dét bién, nhung khéng phan biét gitka C797Sa va C797Sb)

e Nam dot bién thém doan & exon 20 (phat hién sy hién dién clia bat ky dot bién nao trong

sb ndm dot bién thém doan nhwng khéng phan biét gitra cac dét bién nay)
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Cac phwong phap dwoc st dung cé tinh chon loc cao va tuy thudc vao t6ng lwong DNA
hién c6, cho phép phat hién ty 1& phan tram DNA dét bién thap trong nén DNA bd gen kiéu
tw nhién. Cac gi¢i han vé tinh chon loc va phat hién nay vwot tréi so v&i cac céng nghé nhw

gidi trinh ty doan két thtic nhudm mau.

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

Exon Pét bién ID COSMIC* Thay di base
18 G719A 6239 ¢.2156G>C
G719S 6252 c.2155G>A
G719C 6253 .2155G>T

19 MAt doan 26038 c.2233_2247del15
13550 €.2235_2248>AATTC
6223 ¢.2235_2249del15
6225 ¢.2236_2250del15
18427 ¢.2237_2257>TCT
6220 ¢.2238_2255del18
12367 ¢.2237_2254del18
12384 €.2237_2255>T
12678 ¢.2237_2251del15
13551 €.2235_2252>AAT
13552 €.2235_2251>AATTC
12386 €.2237_2252>T
12416 ¢.2237_2253>TTGCT
12728 ¢.2236_2253del18
12422 €.2238_2248>GC
12382 c.2239_2248TTAAGAGAAG>C

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

Bang 1. Danh sach cac dot bién va ma nhan dang COSMIC (tiép)

Exon Dot bién ID cCOsSMmIC* Thay dbi base
19 Mét doan 6218 €.2239_2247delTTAAGAGAA
12387 €.2239 2258>CA
12370 €.2240_2257del18
12403 c.2239_2256>CAA
6255 €.2239_2256del18
12383 c.2239 2251>C
12419 €.2238 2252>GCA
6210 €.2240_2251del12
23571 €.2238_2252del15
12369° €.2240_2254del15
13556 €.2253_2276del24
12385 €.2235_2255>AAT
20 S768I 6241 c.2303G>T
Thém doan 12376 €.2307_2308insGCCAGCGTG
12378 €.2310_2311insGGT
12377 c.2319_2320insCAC
13428 ¢.2311_2312insGCGTGGACA
13558 c.2309_2310AC>CCAGCGTGGAT
T790M 6240 c.2369C>T
C797Sa 6493937 C.2389T>A
C797Sb 5945664 ¢.2390G>C

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc
Bang 1. Danh sach cac dot bién va ma nhan dang COSMIC (tiép)

Exon Dot bién ID cCOsSMmIC* Thay dbi base
21 L858R 6224 c.2573T>G
L861Q 6213 c.2582T>A

* COSMIC: Danh muc cac Dot bién Sinh dwéng trong Ung thu: http:/icancer.sanger.ac.uk/cosmic.

t Theo co s& di¥ liéu COSMIC m&i, do sy twong ddng vé trinh tw sau khi xay ra mat doan, méat doan 6254 duoc két
hop vé&i mat doan 12369.

Nguyén ly ctia quy trinh

therascreen EGFR Plus RGQ PCR Kit st dung real-time PCR dé phat hién 42 d6t bién trong
gen EGFR (exon 18, 19, 20 va 21) va ban dinh lwvong G719X (v&i X = A, S hoac C; exon
18), T790M (exon 20), C797Sa va C797Sb (exon 20), S768I (exon 20), L858R (exon 21) va
L861Q (exon 21) trong mAu DNA tach chiét tir huyét twong ngudi. therascreen EGFR Plus
RGQ PCR Kit s& xét nghiém DNA bd gen (genomic DNA, gDNA) tach chiét ttr mé khéi u
FFPE va DNA Iwu théng tw do (circulating cell-free DNA, ccfDNA) tach chiét tir mau huyét
twong ctia bénh nhan ung thw phdi khéng t& bao nhé (Non-small Cell Lung Cancer, NSCLC).
Trang thai dot bién EGFR va ban dinh lwgng (néu co) clia ccfDNA tinh sach duoc xac dinh
b&ng cach st dung therascreen EGFR RGQ PCR Kit trén dung cu Rotor-Gene Q MDx 5plex
HRM duoc thwe hién véi phdn mém Rotor-Gene AssayManager (RGAM) phién ban 2.1
(tr& 1&n) két hop véi Gamma plug-in phién ban 1.0.0 (tr& lén) dwoc lién két véi HO so Xét
nghiém chuyén dung cho huyét twong. Phan tich di liéu va giai thich két qua hoan toan tw
doéng va dwoc quan ly bdi RGAM (Hinh 1).
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Binh
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héa gDNA;

Téch chiét
DNA

« Chi danh cho cac mau « therascreen EGFR

* QlAsymphony DSP
FFPE Plus RGQ PCR Kit

DNA Mini Kit

(s6 danh muyc 937236)
* QlAsymphony DSP

Circulating DNA Kit

(s6 danh muc 937556)
* QlAamp DSP DNA

FFPE Tissue Kit

(s0 danh muc 60404)
* QlAamp DSP

Circulating Nucleic

Acid Kit

(s6 danh muc 61504)

Hinh 1. Quy trinh hoat dong cua therascreen EGFR Plus RGQ PCR Kit.

* Dung cu Rotor-
Gene Q MDx 5plex
HRM va
Rotor-Gene
AssayManager,
Gamma Plug-in
va voi HO so Xét
nghiém chuyén
dung
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Céng nghé

Viéc st dung qPCR cho phép phat hién chinh xac cac san phdm PCR trong pha mii cla
qua trinh khuéch dai PCR. C6 thé nhanh chéng thu dwoc di liéu gPCR ma khdng can xt ly
sau PCR bang céch phat hién cac tin hiéu huynh quang trong th&i gian thwe trong chu ky
PCR.

Xét nghiém therascreen EGFR Plus RGQ PCR st dung nguyén téc thdy phan
oligonucleotide gPCR. Trong qua trinh PCR, doan mdi xudi va ngwoc lai véi mét trinh tw cu
thé&. Mot oligonucleotide lién két v&i chat nhuém khac cé trong cling mét hén hop. Doan do
nay, bao gébm mét oligonucleotide dan nhan chat nhuém phat tin hiéu 5' va chét thu nhan tin
hiéu khong nhudm 3', lai véi trinh ty dich trong san phdm PCR. Phan tich gPCR béng doan
do thdy phan str dung hoat dong exonuclease 5'—»3' clla Thermus aquaticus (Taq) DNA
polymerase. Khi doan do van con nguyén ven, khodng cach gitra chat nhuém phat tin hiéu
véi chét thu nhan tin hiéu dan dén (rc ché huynh quang phat tin hiéu, cha yéu bang cach

truy&n nang lwong kiéu Forster.

Trong PCR, néu hién dién dich quan tam, ca hai doan mdi xudi va nguoc sé& gan mdi va
nam mot bén doan do dac hiéu. Hoat doéng exonuclease 5'—»3' cia DNA polymerase tach
doan do gitra chat phat tin hiéu va chat thu nhan tin hiéu chi khi 3 oligonucleotide lai vé&i
dich. Cac manh doan do sau dé dwoc tach khéi dich va qua trinh polyme hoa soi tiép tuc.
DP&u 3' clia doan do bj chén d& ngan chan sw gian n& cla doan do trong qua trinh PCR
(Hinh 2). Qué trinh nay xay ra trong mdi chu ky va khéng &nh hudng dén sw tich Idy theo

ham mi cGa san pham.

S gia tang tin hiéu huynh quang chi dwoc phat hién khi trinh ty dich bd sung cho doan moi
va doan do va do d6 khuéch dai trong PCR.
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Hinh 2. Nguyén ly phan tng.

Trong therascreen EGFR Plus RGQ PCR Kit, cac phan (rng d&c hiéu v&i dot bién str dung
Hé théng D6t bién Chiju nhiét Khuéch dai (Amplification Refractory Mutation System, ARMS)
va thiét ké kep dé phat hién, xac dinh va ban dinh lvong (néu c6) cac dot bién trong DNA
tach chiét tir huyét twong.
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ARMS

Hé théng Dot bién Chiu nhiét Khuéch dai (Amplification Refractory Mutation System, ARMS)
str dung kha nang cta Taq DNA polymerase trong viéc phan biét gitra base khép va khéng
khép & d3u 3' clia doan mdi PCR. Khi doan mdi khép hoan toan, khuéch dai tiép tuc voi
hiéu qua day da. Khi base 3' khong khép, chi co thé xay ra khuéch dai nén mic thdp. Do
do, trinh tw d6t bién dwoc khuéch dai cé chon loc ngay ca trong cac mau ma phan Ién DNA
khéng mang dét bién (Hinh 3).

WT 0 — Khuéch dai thap hoac khong
Q . e— khuéch dai
Dot bién <7 —» Khuéch dai
(& . ]
Dot bién 1 o — Khuéch dai thdp hoic khong
Q F ot khuéch dai
@ Trinhty WT ¢ Trinh ty dét bién dich © Trinh tw @6t bién khac

Hinh 3. Xac dinh dét bién dic hiéu bidng ARMS PCR. WT: Kiéu tw nhién. Q—F: Doan do
nhudm kép. D: Doan médi xudi va nguoc.
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Kep PCR

Phwong phap nay dwoc st dung dé phat hién mot s bién thé tap trung trong cung moét
diém nong (vi du: mat doan EGFR trong exon 19). Xét nghiém kep két hop doan mdi chuén
va doan do v&i mot oligonucleotide bd sung bi chdn dau 3' bang cach thém nhém phosphate,
dé ngan can sy kéo dai PCR. Oligonucleotide kep, cling nhv cac doan mdi va doan do, dic
hiéu v6i trinh tw kidu tw nhién (kep PCR). Khi mau PCR cht¥a trinh tw kiéu tw nhién, kep sé&
lai trwéc doan mdi, do Tm cao hon dan dén khéng khuéch dai hodc khuéch dai thdp. Nguoc
lai, khi c6 mét trinh tw d6t bién, kep khong thé lién két, didu nay cho phép gén mdi va khuéch
dai doan mdi (Hinh 4).

_/

WT O — Khuéch dai thap hoac khéng
Q F4— khuéch dai

Potbién /2 —» Khuéch dai
Q F—

Dot bién 1 — Khuéch dai thap hodc khong
Q F khuéch dai

Dot bién 2 e —>» Khuéch dai thap hosc khong
Q——F +— khuéch dai

O Trinh tw WT ¢ Trinh tw d6t bién dich
¢ Trinh tw dot bién khac
Phosphate oligonucleotide dau 3' (kep PCR)

Hinh 4. Phat hién dét bién bang céng nghé kep. WT: Kiéu tw nhién. Q—F: Doan do nhuém
kép. D: Poan mdi xudi va ngwoc.
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Vat tw dwoc Cung cap

Thanh phan b6 dung cu

therascreen EGFR Plus RGQ PCR Kit (24)
S6 danh muc 874611
$6 lwong phan (rng 24
Mau sac Nhan dang ID éng Thé tich
Mau xanh la T790M & L861Q Mix EGFR T790M & L861Q Mix 280 pl
(H8n hop T790M & L861Q)  (H6n hop T790M &
L861Q EGFR)
Mau vang Insertions & G719X Mix EGFR Insertions & G719X 280 pl
(Hon hop Thém doan & Mix (Hon hgp Thém doan
G719X) & G719X EGFR)
Mau tim L858R & C797S Mix EGFRL858R & C797S 280 pl
(HOn hop L858R & C797S) Mix (Hon hop L858R &
C797S EGFR)
Mau cam Deletions & S768| Mix EGFR Deletions & S768I 280 pl
(H6n hop Mat doan & Mix (Hon hop Mat doan &
S768l) S7681 EGFR)
Mau dé EGFR Positive Control EGFR Positive Control 190 i
(Mau chirng dwong EGFR) (Mau chirng dwong EGFR)
Mau xanh PCR Master Mix EGFR PCR Master Mix 2 x 940 ul
duwong (Ho6n hop chinh PCR) (H6n hop chinh PCR
EGFR)
Khéng mau Water for NTC NTC 1,9 ml
(Nwéc cho NTC)
Khong mau  Water for sample dilution  Dil. 1,9 ml
(Nwéc dé pha lodng mau)

Lwu y: Cac thanh phan cua therascreen EGFR Plus RGQ PCR Kit dd cho 24 méau (b6 dung
cu nay chtra dd thubc th&r cho t6i da bén 14n chay qPCR v&i sdu mau méi 1an chay, bao gébm

cad mau chirng 1an chay).
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Hinh thirc bé dung cu va xét nghiém

Xét nghiém dot bién

Bn hén hop doan mdi va doan do dwoc cung clp trong therascreen EGFR Plus RGQ
PCR Kit:

T790M va L861Q
Thém doan (exon 20) va G719X
L858R va C797S

Méat doan (exon 19) va S768I

T4t ca hdn hop doan mdi va doan do, khi két hop véi H6n hop chinh PCR, cho phép phat
hién cac dich dwoc gan nhan carboxyfluorescein (FAM™), CAL Fluor® Red 610 va mau

chirng ndi dwgc gan nhan hexachlorofluorescein (HEX™).

Xét nghiém mau chirng ndi

Phan trng mau chirng khuéch dai bén trong, dwoc gén nhan HEX, dwoc st dung dé& danh
gia tdng s mau DNA EGFR c6 thé khuéch dai trong mdt mau dot bién va khong dot bién
(kidu tw nhién.) (Hinh 5), va dé xac dinh phan (rng thét bai do dau vao DNA dwdi muc téi
wu, hodc sw hién dién cta cac chat trc ché trong ma tran mau. Phan tng khuéch dai bén
trong nay khuéch dai viing exon 2 clia gen EGFR. Cac doan méi va doan do dwoc thiét ké
d& tranh moi hién twong da hinh EGFR d4 biét.
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WT 0 —» Khuéch dai

v
9]
-n

Dot bién Fp== — Khuéch dai

[ Trinh tw WT % Trinh ty dot bién dich

Hinh 5. Phat hién mau chirng ndi (Internal Control, IC) trong EGFR exon 2. WT: Kidu tw nhién.
Q—F: Poan dod nhudm kép. D DPoan mdi xudi va nguoc.

Nuwéc dé pha loang mau (Dil.)

therascreen EGFR Plus RGQ PCR Kit chira Nuéc Khong c6 Nuclease duwoc sir dung dé
pha lodng mau gDNA.

Mau chirng

M&i 14n chay PCR phai chira mét mau chirng dwong (Positive Control, PC) va mét mau

chirng am (Negative Control, NTC) cho méi xét nghiém trong sé bén xét nghiém.
Mau chirng dwong (Positive Control, PC)

Mbi I1an chay phai chira mét mau chirng dwong trong cac éng 1-4. therascreen EGFR Plus
RGQ PCR Kit chira mét Mau chirng dwong (Positive Control, PC) EGFR dwoc st dung lam
mau trong phan (*ng mau ching dwong. Cac két qud mau chirng duwong sé& duoc
Rotor-Gene AssayManager® danh gia tw dong d& dam bao réng bo dung cu hoat déng trong

cac tiéu chi chép nhan duwoc xac dinh trwdc.

18 Hwéng dan St dung therascreen EGFR Plus RGQ PCR Kit  03/2022



Mau chirng khong mau (No Template Control, NTC)

M®i 1&n chay phai chira mét mau chirng &m (mau chirng khéng mau (No Template Control,
NTC)) trong cac 6ng 5-8. therascreen EGFR Plus RGQ PCR Kit chira nwéc cho NTC dugc
st dung lam “mAu” cho mau chirng khéng mau. Mau chirng khéng mau dwoc st dung dé

danh gia moi kha néng nhiém ban thubc thtr va méi treong.
Nén tang va phan mém

therascreen EGFR Plus RGQ PCR Kit dwoc thiét ké dac biét d& si» dung véi cac dung cu
Rotor-Gene® Q MDx 5plex HRM* c6 cac kénh huynh quang cho Cycling Green, Yellow va
Red vé&i phan mém 16i Rotor-Gene AssayManager v2.1.X (X20), Gamma plug-in v1.0.X
(X=0) va Hb so Xét nghiém therascreen EGFR Plus.

C6 s&n hai Hb so Xét nghiém therascreen EGFR: therascreen EGFR Plus FFPE (dé danh
gia mau FFPE) va therascreen EGFR Plus Plasma (dé& danh gia mau Huyét twong). H so
xét nghiém chira cac théng sé chay PCR va céac théng sé phan tich cho phép giai thich két
qua tw dong.

* Dam bao réng cac dung cu va thiét bi da dwoc kiém tra va hiéu chun theo khuyén céo clia nha san xuét.
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Vat tw Yéu cau nhuwng Khéng dwoc Cung cap

Thubc thtr bd sung dé& chuan bi mau

Deparaffinization Solution (s danh muc 19093 hodc 939018) dé& chuén bji gDNA theo
céach th céng va tw dong tlr cac mau FFPE

QIAsymphony® DSP DNA Mini Kit (sé danh muc 937236) dé chuén bi gDNA tw dong t
cac mau FFPE

QIAsymphony DSP Circulating DNA Kit (s6 danh muc 937556) dé chuan bj ccfDNA tw
dong tlr cac mau huyét twong

QlAamp® DSP DNA FFPE Tissue Kit (s danh muc 60404) d& chuan bi gDNA theo cach
thd cong t cac mau FFPE

QlAamp DSP Circulating Nucleic Acid Kit (s6 danh muc 61504) d& chuan bi ccfDNA theo
céach tha céng tir cac mau huyét twong

Lwu y: C4c vat tw yéu cdu nhung khéng dwoc cung cap cho bd dung cu tach chiét DNA
nhw liét ké & trén dwoc trinh bay chi tiét trong sb tay bo dung cu twong &ng.

RNase A (s6 danh muc 19101) d& chuén bi mau gDNA theo cach thi céng hodc tw dong
t mau FFPE

Buffer ATL (s6 danh muc 939016) cho giao thtrc khi¢ paraffin dwoc s dung véi
QIAsymphony DSP DNA Mini Kit (s6 danh muc 937236) ho&c QlAsymphony DNA Mini Kit
(s6 danh muc 931236)

Vat tw tiéu hao va thiét bj thi nghiém théng thuwéong

e Pipet chuyén dung* (c6 thé didu chinh) d& chuan bi mau
e Pipet chuyén dung* (c6 thé diéu chinh) & chuén bj H6n hop Phan ’ng PCR
e Pipet chuyén dung* (cé thé didu chinh) dé& phan phbi DNA mau

* Dam bao réng cac dung cu da dwoc kiém tra va hiéu chuan theo khuyén nghi clia nha san xuét.
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Dau tip pipet PCR v triing, chiu sol khi, khéng cé nuclease véi bd loc khdng thap nwéc
(khuyén duing d4u tip pipet cé tm chan sol khi dé gitp ngan ngtra nhiém ban chéo)

B tron xoay*

Ly tam trén bé phang* v&i roto cho cac dng phan tng 0,5 ml, 1,5 ml, 2,0 ml (c6 kha ndng
dat dwgrc 13.000-14.000 vong/phut)

Ong ly tam nhé khéng c6 DNase, RNase, DNA, vé tring 1,5 hodc 2,0 ml dé chuén bj hén
hop phan trng DNA va PCR

Strip Tubes and Caps, 0.1 ml cho dung cu Rotor-Gene Q MDx 5plex HRM (sé danh muc
981103 hoadc 981106)

Dung cu dinh lwgng DNA

Cac 6ng mau (vi du: 2 ml Sarstedt tube [sb danh muc 72.693]) d& chuén bi gDNA tw
dong (tr cac khdi FFPE). Cac hinh thirc 6ng chinh va phu twong thich duoc liét ké tai
www.diagen.com/goto/dspdnakits.

Dao mé v6 triing, st dung mot [an dé chuan bj gDNA theo cach thd coéng va tw dong
(tr phan FFPE trén mau lam kinh)

Nwée mubi dém phosphate (Phosphate-Buffered Saline, PBS) vé triing va st dung cho
tinh mach (cé thé dwoc yéu cau dé ting thé tich mau huyét twong)

Thiét bi

Thiét bi chuan bj mau ty dong

e Dung cu QlAsymphony SP* (sé danh muc, 9001297) va céc phu kién dwoc cung cap
Lwu y: Cac phu kién can thiét dwoc trinh bay chi tiét trong sé tay bd dung cu tach chiét
twong (rng va trong M6 t& chung cta Hwéng dan St dung QIAsymphony SP/AS.

e Phan mém QIAsymphony phién ban 4.0 tré 1én

* Dam bao réng cac dung cu da dwoc kiém tra va hiéu chuan theo khuyén nghi clia nha san xuét.
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Giao thirc QIAsymphony Tissue_LC_200_DSP dé chuén bj gDNA tw dong tir cac mau FFPE
(xem  www.giagen.com/shop/sample-technologies/dna/genomic-dnal/giasymphony-
dsp-dna-kits-row/#resources)

Giao thirc QIAsymphony circDNA_2000_DSP dé chuén bi ccfDNA tw dong tir cac mau
huyét twong (xem www.giagen.com/shop/sample-technologies/dna/genomic-

dna/giasymphony-dsp-circulating-dna-kit/#resources)

Thiét bj va vat liéu cho qPCR

Dung cu Rotor-Gene Q MDx 5plex HRM* v&i cac kénh huynh quang cho Cycling Green,
Cycling Red va Cycling Yellow (phat hién FAM, CAL Fluor Red 610 va HEX twong trng)
Loading Block 72x 0.1 ml Tubes, kh&i nhém dé thiét 1ap phan tng tha cong véi pipet mét
kénh (s& danh muc 9018901)

72-Well Rotor (s& danh muc 9018903), Locking Ring 72-Well Rotor (s danh muc
9018904) va Rotor Holder (s& danh muc 9018908)

Phan mém Rotor-Gene AssayManager phién ban 2.1.x (trong d6 x = 1 tré lén)
Rotor-Gene AssayManager Gamma Plug-in da cai dat, phién ban 1.0.x (trong d6 x = 0
tré 1€n)

Hb so Xét nghiem EGFR RGQ PCR phién ban 1.0.x (trong d6 x = 0 tré lén)

O therascreen_EGFR_Plus_FFPE cho mau FFPE

O therascreen_EGFR_Plus_Plasma cho mau huyét twong

* O mot sb quoc gia, c6 thé stv dung dung cu Rotor-Gene Q 5plex HRM c¢6 ngay sén xuét tir thang 5 nam 2011

hodc sau d6 néu phu ho'p Ban c6 thé xem ngay san xuét tlr SO se ri & mat sau clia dung cuy. Sé sé-ri c6 dinh dang
“mmyynnn” trong d6 “mm” cho biét thang san xuét bang chi s6, “yy” cho biét hai chir s6 cudi clia nam san xuét va
“nnn” cho biét ma nhan dang dung cu duy nhét.
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Canh bao va Phong ngira

Déi v&i cac khach hang & khu vie Lién minh Chau Au, lvu y rng ban duoc yéu ciu bao
cdo cac s cb nghiém trong da xay ra lién quan dén thiét bi cho nha san xut va co quan

chirc n&ng ctia Quéc gia Thanh vién noi ngwoi dung va’hodc bénh nhan cw tru.
Théng tin an toan

Khi lam viéc v&i héa chét, ludn mang 4o choang phong thi nghiém, gang tay dung mét 1an
va kinh bao ho phu hop. Dé biét thém théng tin, vui long 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.qgiagen.com/safety noi ban cé thé tim, xem va in SDS cho méi bd

dung cu QIAGEN va thanh phan cla bd dung cu.

Dé biét thong tin an toan lién quan dén dung cu QIAsymphony SP va dung cu Rotor-Gene Q,

hay tham kh&o hwéng dan st dung kém theo dung cu.

e T4t ca cac hda chat va vat liéu sinh hoc déu cé kha néng gay nguy hiém. Bénh phadm va
mau co6 kha nang lay nhiém va phai dwoc coi la vat liéu nguy hiém sinh hoc.

e Loai bd mau va chat thai xét nghiém phai tuan theo quy trinh an toan tai ciia dia phwong
clia ban.

Cac bién phap phong nglra
Viéc str dung therascreen EGFR Plus RGQ PCR Kit yéu ciu thuc hanh phong thi nghiém
tbt, bao gdm kha nang truy xuat ngudn géc, bao tri thiét bi chuyén dung cho sinh hoc phan

tlr va tuan thd cac quy dinh hién hanh va cac tiéu chuan lién quan.

B6 dung cu nay danh cho st dung chan doan trong éng nghiém. Thubc thir va hwéng dan

duwoc cung cap trong bd dung cu nay da dwoc thtr nghiém dé dat hiéu suét téi wu.
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Nguwdi dung phai ludn cha y dén nhivng diéu sau:

Xét nghiém nay dwoc st dung véi cac bénh pham FFPE va NSCLC huyét twong.

Can hét strc than trong d& mau va thubc thir khdng bi nhiém vat liéu dwong tinh véi
EGFR (nghia la Mau chirng Duong) hoac vat liéu c6 kha nang dwong tinh véi EGFR
(nghta la bé&nh pham sé& dwoc xét nghiém).

O Thay dbi dao mé gitra cac mau khi nao mo.

O S dung cac pipet chuyén dung, riéng biét dé tach chiét/chuan bj DNA, thiét 1ap hdn
hop phan tring PCR (chuan bj hdn hgp phan (ng trwéc PCR) va thém mau DNA vao
6ng PCR.

O S& dung cac dau tip pipet mai chiu sol khi cho t&t ca cac bwéc hit pipet dé tranh
nhiém ban chéo cac mau va thudc thtr. Can hét sirc than trong dé ngén ngtra nhiém
ban chuyén sang san phdm DNA hodc PCR va co thé dan dén tin hiéu dwong
tinh gia.

O Phai thwe hién viéc chuan bj va phan phdi hén hop phan trng trong moét khu vre danh
riéng tach biét véi khu vwe chuén bi DNA, noi khéng cé chat nén DNA (DNA, plasmid
hodc san phdm PCR) duoc dwa vao. Trong cung khu vuc nay, thém nuwéc vao cac
6ng NTC va déng chung lai.

O Thém mau DNA trong mét khu vwc riéng, tét nhéat la trong mét phong riéng, bang
thiét bi chuyén dung (pipet, du tip, v.v.).

O Khéng dwoc mé cac édng Rotor-Gene Q sau khi 1an chay PCR két thuc. Diéu nay
nham ngan nglra nhiém ban cac san pham sau PCR trong phong thi nghiém.

Thubc thir therascreen EGFR Plus RGQ PCR Kit phai dwoc bdo vé khdi anh sang, nhiét

d6 va tranh ra dong va dong lanh nhiéu 1an, néu khong, hiéu suét ctia bd dung cu co thé

bi thay ddi.

Cac thanh phan déng lanh dwoc rd dong hoan toan & nhiét dé phong (15-25 °C) (hoac

trong ta lanh (2—8 °C)) va tranh anh sang. Kiém tra thwéng xuyén dé xem vat liéu da

dwoc ra dong chua.

T4t ca cac hda chat va vat liéu sinh hoc déu cé kha nang gay nguy hiém. Bé&nh phidm va

mau c6 kha nang lay nhiém va phai dwoc coi la vat liéu nguy hiém sinh hoc.
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e Thubc thir cho therascreen EGFR Plus RGQ PCR Kit da dwoc pha loAng mét cach téi
wu. Khdng pha loéng thubc thir thém vi diéu nay cé thé dan dén mét hiéu nang.

e Khéng st dung thé tich phan &ng (hén hgp phan (rng cong v&i mau) nhd hon 25 pl vi
didu nay sé lam tang nguy co két qua am tinh gia.

e Tét ca cac thuéc thir duwoc cung cap trong therascreen EGFR Plus RGQ PCR Kit chi
dwoc st dung vé&i cac thube thir khac dwoc cung clp trong cling therascreen EGFR
Plus RGQ PCR Kit.

e Khong thay thé thubc thir trong therascreen EGFR Plus RGQ PCR Kit hoic giira cac 16
therascreen EGFR Plus RGQ PCR Kit, vi diéu nay cé thé anh huwéng dén hiéu ning.

e Khong s dung cac thanh phan da hét han hodc dwoc bdo quan khéng dung cach.

e Can phai than trong d& dam bao xét nghiém va phan tich mau chinh xac véi trong tam
la loai bd nap sai mau, I8i nap, 18i hut pipet va dat cac dng dang dai PCR vao cac vi tri
thich hop cta 72-well rotor.

e DPam bao cac mau dwoc xt ly mdt cach co hé thédng d& ddm bao xac dinh va truy vét
chinh xac.

e Can hét strc than trong d& ngédn nglra nhiém ban béi DNase, c6 thé gay bién chat DNA
méau. St dung dung cu phong thi nghiém khong co nuclease (vi du: pipet, dau tip pipet,
lo phan trng) va deo gang tay khi thyc hién xét nghiém.

e Lwu y: San phdm nay chi dwoc st dung bdi nhan vién phong thi nghiém c6 kinh nghiém,

quen thudc v&i cac quy trinh phong thi nghiém va dung cu Rotor-Gene Q MDx 5plex HRM.
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B&o quan va X ly Thudc thir

Can cha y dén ngay hét han va diéu kién bao quan in trén hdp va nhan cla tat ca cac thanh
phan. Khéng st dung cac thanh phan da hét han hodc dwoc bdo quan khong ddng cach.

Diéu kién van chuyén

therascreen EGFR Plus RGQ PCR Kit dwgc van chuyén trén da kho va van phai duoc déng
lanh khi d&n noi. Néu bat ky thanh phan nao clia therascreen EGFR Plus RGQ PCR Kit
khong déng lanh khi dén, néu bao bi bén ngoai da duwgc mé trong qua trinh van chuyén
hoéc 16 hang khéng c6 Hwéng dan S dung hodc thudc thir, vui long lién hé véi mét trong
cac B6 phan Dich vy Ky thuat cia QIAGEN hodc nha phan phdi tai dia phwong cla ban
(truy cap www.qgiagen.com).

Dé biét cac diéu kién van chuyén lién quan dén bo dung cu tach chiét DNA va thubc thir lién
quan dwoc siv dung, hay tham khao sé tay b dung cu twong tng.

Diéu kién bao quan

therascreen EGFR Plus RGQ PCR Kit phai dwgc bdo quan ngay lap tirc sau khi nhan &
—30 dén —15 °C trong budng déng lanh nhiét d6 &n dinh va tranh anh sang.

Lwu y: T4t ca cac doan do dwoc dan nhan huynh quang trong thudc thtr ctia hdn hop phan
(rng d&u nhay sang. Bao vé thubc thir clia hdn hop phan tng khéi anh sang dé tranh tay
trdng quang.

Tranh déng lanh va ra déng nhiéu lan. Ly twédng nhét 13 thudc thtr phai tréi qua t6i da bdn
chu ky déng lanh — ra déng.

D& biét thong tin vé& bdo quan va van chuyén lién quan dén bd dung cu tach chiét DNA va
thudc thir lién quan dwoc st dung, hay tham khao s tay b dung cu twong tng.
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D6 6n dinh

Khi dwoc bao quan trong cac didu kién bao quan dwoc chi dinh, therascreen EGFR Plus
RGQ PCR Kit &n dinh cho dé&n ngay hét han d& néu trén nhan. Tranh déng lanh — ra déng
khong can thiét dbi véi cac thanh phan ciia bod dung cu.

Sau khi mé, thudc thtr c6 thé dwoc bdo quan trong bao bi gbc & —30 dén —15 °C cho dén
ngay hét han dwoc ghi trén bao bi. Téng thoi gian trwdc khi chay khi cac phan trng PCR
duoc thiét lap khong dwoc vwot qua 24 gidr néu dwoc bdo quan trong ta lanh (2-8 °C; thoi

gian nay bao gdm ca thiét Iap va bdo quan PCR).

D& biét thong tin vé do 6n dinh lién quan dén bo dung cu tach chiét DNA va thudc thir lién

quan dwoc st dung, hay tham khao sé tay bd dung cu twong trng.

Can cha y dén ngay hét han va diéu kién bao quan in trén hdp va nhan cla tat ca cac thanh
phan. Khéng st dung cac thanh phan da hét han hodc dwoc bdo quan khdng ding cach.
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B&o quan va Xt ly Mau

Vat lieu mau la DNA bd gen ngudi dwoc tach chiét tr md khdi u FFPE hodc DNA lwu thdong
tw do (circulating cell-free DNA, ccfDNA) dwoc tach chiét tir huyét twong 2K-EDTA.

MAu phai dwoc van chuyén theo phwong phap bénh hoc tiéu chudn dé dam bao chat lwong
bénh pham.

Lwu y: T4t cd cac mau phai dwoc xt ly nhw vat liéu cé khad nang lay nhiém.

Lwu y: D& sir dung téi wu cac thudc thir trong therascreen EGFR Plus RGQ PCR Kit, cac
mau phai dwoc chia thanh tirng 16. Néu cac mau dwoc xét nghiém riéng 18, xét nghiém nay
s& st dung nhiéu thuéc thtr hon va gidm sb lwong mau cé thé dugc xét nghiém véi bd

dung cu.
Mau FFPE

Cac mau khéi u khong ddng nhéat va di liéu tir modt mau khéi u ¢é thé khéng phu hop voi
cac phan khac tir ciing mét khéi u. Cac mau khéi u ciing co thé chira mé khong phai khéi u.
DNA tir md khong phai khéi u dw kién s& khong chira cac dot bién dwoc phat hién bdi
therascreen EGFR Plus RGQ PCR Kit.

Dé& chudn bi cac m&u md cho tach chiét gDNA:

e Nén s dung quy trinh cb dinh formalin va gén paraffin tiéu chuan. Tham khao sé tay
hwéng dan cho bd dung cu tach chiét twong (ng dé biét thém théng tin chi tiét.

e Si¥ dung thiét bi vi phau, ct cac doan ndi tiép 5 um tir khéi paraffin va gan ching lén
lam kinh. St dung mét ca nhan dwoc dao tao (vi du nhw nha nghién ctvu bénh hoc) dé
danh gia mot doan nhudm Hematoxylin & Eosin (H&E) dé& xac nhan rang co khéi u. Cac

doan da nhudm khéng duoc str dung dé tach chiét DNA.
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e Vatliéu ban dau dé loc gDNA 1a cac phan mé FFPE (ly twdng nhat 1a méi ct).

e Bao quan tit ca cac khéi FFPE va cac lam kinh & nhiét d6 phong (15-25 °C). Cac doan
FFPE gan I&n lam kinh c6 thé dwoc bdo quan & nhiét dd mai trwdng trong tdi da 1 thang
trwde khi tach chiét DNA.

Mau huyét twong

S dung cac quy trinh phong thi nghiém tiéu chuan dé chuan bi huyét twong tir mau mau
toan phan 2K-EDTA. Tham khao s6 tay hwéng d&n cho bd dung cu tach chiét twong &ng dé
biét thém thong tin chi tiét.

Néu huyét twong méi dwoc str dung dé tach chiét axit nucleic trong ciing mét ngay, hay bao
quan & 2-8 °C cho dén khi xt ly tiép. D& bao quan lau hon, hay gii huyét twong déng lanh
& —30 dén —15 °C hodc —90 dén —65 °C. Khuyén céo sir dung phan nhd, dé tranh déng
lanh — rd déng mau huyét twong. Viéc déng lanh — rd ddng nhiéu 1an dan dén sw bién tinh

va két tha cac protein, c6 thé 1am gidm san lwong axit nucleic lwu thdng tw do thu duorc.
Cac mau DNA bd gen va DNA lwu théng tw do

DNA bd gen tach chiét tir md FFPE va DNA lwu thong tw do tach chiét tir huyét twong nén duoc
bao quan & 2-8 °C d& bao quan trong thdi gian ngan (I&n dén 24 gio) va —30 dén —15°C
(hodc —90 dén —65 °C) néu can bao quan lau dai. Tranh déng lanh — ra déng khong can thiét dbi
v6i gDNA va ccfDNA da tach chiét. Khéng dwoc ra déng qua ba 1an cac dich rira gidi dong lanh.
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Quy trinh thwe hién

Giao thirc: Tach chiét va chuan bi DNA

Nhirng viéc can lam trwéc khi bat dau

Dam bao rang ngwdi van hanh da duwoc dao tao vé cach st dung cac dung cu va bd
dung cu tach chiét can thiét dé tach chiét DNA va chuén bi mau. Néu c6 yéu ciu, viéc
dao tao vé dung cu co thé dwoc cung clp khi 1p dat (xem “Thoéng tin D&t hang”,
trang 110).

DPoc phan “Vat tw Yéu ciu nhuwng Khong dwoc Cung cap” clia méi sé tay bo dung cu
tach chiét d& xac dinh cac phu kién can thiét cho méi quy trinh:

QlAsymphony DSP DNA Mini Kit (sé danh muc 937236) dé chuan bi gDNA tuy dong (tt
cac mau FFPE)

QlAsymphony DSP Circulating DNA Kit (sé danh muc 937556) d& chuén bj ccfDNA ty
dong (tlr cac mau huyét twong)

QlAamp DSP DNA FFPE Tissue Kit (s6 danh muc 60404) @& chuan bj gDNA theo cach
thi cong (tr cac mau FFPE)

QlAamp DSP Circulating Nucleic Acid Kit (s6 danh muc 61504) d& chuan bj ccfDNA theo

cach tha cdéng (ttr cac mau huyét twong)

Giao thirc: tach chiét gDNA tir cac mau FFPE

therascreen EGFR Plus RGQ PCR Kit chi dwoc thr nghiém két hop véi QIAGEN
Deparaffinization Solution (s6 danh muc 19093 ho&c 939018) dé khir paraffin doan FFPE

véi bo dung cu tach chiét DNA sau:

QIAsymphony DSP DNA Mini Kit (s6 danh muc 937236) dé tach chiét tw dong
QlAamp DSP DNA FFPE Tissue Kit (s danh muc 60404) dé tach chiét thi céng
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Nhirng diém quan trong trwéc khi bat dau

Ap dung cho céc giao thirc tach chiét tw dong va tach chiét tha cong:

e DPam bao rang thudc thir tach chiét DNA chwa hét han va da dwoc van chuyén va bao
quan trong cac diéu kién phu hop.

e Khéng s dung cac thanh phan d& hét han hodc dwoc bdo quan khéng ding cach.

® Co thé két hop tir mot dén bdn doan mdé FFPE, méi doan cé d6 day 10 um hoéc t hai
dén tam doan c6 d6 day 1én dén 5 ym trong mét 1an chuén bi.

e Chi st dung Deparaffinization Solution d& khi paraffin FFPE, theo quy trinh “Giao thirc
tién xt ly dé& st dung véi QIAsymphony DSP DNA Mini Kit” trén trang 33 ho&c “Giao
thirc: Giao thirc tién xir ly dé st dung véi QlAamp DSP DNA FFPE Tissue Kit” trén
trang 36.

Lwu y: Deparaffinization Solution khéng dwoc cung c&p cling véi bd dung cu tach chiét
va nén duwoc dat hang riéng (xem “Thong tin Bat hang”, trang 110).

e Sir dung RNase A d& giam thiéu ham lwgng RNA (cé trong quy trinh “Giao thirc: Khir
paraffin doan FFPE v&i QIAGEN Deparaffinization Solution” trén trang 33).

Lwu y: RNase A khéng dwoc cung cap cung véi bd dung cu tach chiét va nén duoc dat
hang riéng (xem “Théng tin Bat hang”, trang 110).

® Co thé can pha lodng mau trwéc khi xét nghiém qPCR (xem “Giao thtre: dinh lwong va
chuan héa gDNA”, trang 41) ho&c d& bao quan.

e DNA dwoc phan lap tir cac mau FFPE thwéng cé trong lwong phan tir thAp hon DNA tw
cac mau twoi hodc dong lanh. Mrc d6 phan manh phu thudc vao loai va tudi ciia mau,
ciing nhu cac diéu kién dwoc str dung dé cé dinh.

e Dé bao quan DNA sau khi tach chiét, xem “Cac mau DNA bd gen va DNA luu théng tw
do”, trang 29.
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Giao thirc: Tach chiét gDNA tw dong tr cac mau FFPE bang
QIAsymphony SP

Néu s dung QIAsymphony DSP DNA Mini Kit (s& danh muc 937236) dé tach chiét tw dong,
hay thwc hién tach chiét DNA theo huéng dan trong sb tay, lwu y nhivng diéu sau:

e Chi str dung Deparaffinization Solution dé kh(r paraffin FFPE, theo quy trinh “Giao thirc
tién xr ly d& st dung v&i QlAsymphony DSP DNA Mini Kit”, trang 33.

Lwu y: Deparaffinization Solution khéng dwoc cung cap ciing véi bd dung cu tach chiét
va nén dwoc dat hang riéng (xem “Thong tin Bat hang”, trang 110).

e Chon giao thirc Tissue_LC_200_V7_DSP trén dung cu QIAsymphony SP (dé biét thém
chi tiét, hay tham khdo giao thic QIAsymphony SP Protocol Sheet
Tissue_LC_200_V7_DSP)

e S dung 50 pl thé tich rira giai.

e D4 biét moi thong tin bd sung lién quan dén dung cu QlAsymphony SP, hdy tham khao
hwéng dan st dung kém theo dung cu.

Giao thirc: Tach chiét gDNA thi cdng tiv cac mau FFPE

Néu str dung QlAamp DSP DNA FFPE Tissue Kit (s6 danh muc 60404) dé tach chiét tha

c6ng, hay thwe hién tach chiét DNA theo hwéng dan trong sé tay, lwu y nhivng didu sau:

e Chi st dung Deparaffinization Solution dé khir paraffin FFPE, theo quy trinh “Giao thirc:
Giao thrc tién xtv ly d& st dung véi QlAamp DSP DNA FFPE Tissue Kit”, trang 36.
Lwu y: Deparaffinization Solution khéng dwoc cung c&p cuing véi bd dung cu tach chiét
va nén dwoc dat hang riéng (xem “Thong tin Bat hang”, trang 110).

® S dung 50 pl thé tich rira giai.
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Giao thirc: Khir paraffin doan FFPE v&i QIAGEN Deparaffinization
Solution

Giao thirc tién x& ly dé st dung v&i QIAsymphony DSP DNA Mini Kit

Giao thirc tién xt ly nay dwoc st dung véi QIAsymphony DSP DNA Mini Kit (dé tach chiét
tw dong) va dwa trén giao thirc QIAsymphony SP Protocol Sheet Tissue_LC_200_V7_DSP
(Phwong phap 1: khi paraffin béng Deparaffinization Solution).

Nhirng diém quan trong trwéc khi bat dau

e Can bang tAt cd cac chat dém vé nhiét d6 phong (15-25 °C) va can bang
Deparaffinization Solution vé 20-25 °C.

e Cac hat tir QIAsymphony loc ddng thi RNA va DNA néu ca hai c6 trong mau. Dé giam
thidu ham lwong RNA trong mau, thém RNase A vao mau trong bwéc dwoc chi dinh
trong giao thirc tién x& Iy bén dwéi.

e Deparaffinization Solution, RNase A va Buffer ATL khéng dwoc cung cép cling véi
QIAsymphony DSP DNA Mini Kit va phai dwoc dat hang riéng (xem “Thong tin Bat hang”,
trang 110).

Nhirng viéc cin lam trwéc khi bat dau
e Lam nong trwéc bo tron nhiét hodc may hap lac—u dén 56 °C dé st dung trong budc 7.

e Kiém tra chat dém ATL xem c6 chét két tia trdng khong. Néu can, hoa tan chét két tda
theo quy trinh duwoc moé tad trong giao thirc QIAsymphony SP Protocol Sheet
Tissue_LC _200_V7_DSP.

Quy trinh thwc hién
Bat diu v&i chi cac khéi FFPE

1. St dung dao md, cét bé paraffin dw thira khéi khdi mau. CAt tr mot dén bbn doan c6
chiéu day 10 ym hodc tlr hai dén tdm doan c6 chiéu day 5 pm.
Lwu y: Néu b& mat mau da tiép xdc vai khong khi, hay loai bd 2-3 doan dau tién.
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2. Bat ngay (cac) doan vao éng mau 2 ml twong thich vé&i gia duwng éng mau cla
QIAsymphony SP (khéng di kém; vi du: Sarstedt, sé danh muc 72.693).

3. Tiép tuc v&i bwdc 4 bén dwdi (Dbi voi tt ca cac mau).

Bat dau véi chi cac doan FFPE trén lam kinh
1. Nhé 1 giot Deparaffinization Solution vao mdi lam kinh bang cach s dung pipet chuyén
dung d& chuan bj mau.
2. Nao vat liéu mau bang dao mé vé tring st dung mét 1an dé 14y toan bé moé. D&t ngay
doan tng hop vao éng mau 2 ml twong thich véi gia dwng dng mau ctia QIAsymphony
SP (khong di kém; vi du: Sarstedt, sé danh muc 72.693).

3. Tiép tuc v&i budc 4 bén dwdi (d6i voi tht cd cac mau).

Doi véi tat ca cac mau
4. Thém 200 pl Buffer ATL vao cac doan.
5. Thém 20 pl proteinase K.
Lwu y: S&r dung proteinase K tir gia d& enzym ctia QlAsymphony DSP DNA Mini Kit.
6. Thém 160 ul ho&c 320 ul Deparaffinization Solution (xem Bang 2) va trén bang cach
X0ay.

Bang 2. Thé tich Deparaffinization Solution yéu cau

Do day cua doan S6 lwong cac doan Thé tich Deparaffinization
Solution
5um 1-4 160 pl
5-8 320 pl
10 ym 1-2 160 pl
3-4 320 ul
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7. Dat 6ng vao May trén nhiét hodc may hép l&c va G & 56 °C trong 1 gid, lac & 1.000

vong/phut cho dén khi mé ly gidi hoan toan.
Lwu y: Thoi gian ly giai thay dbi tly thudc vao loai méd dwoc xt ly. Dbi véi hdu hét cac
mo, ly gidi hoan thanh trong vong 1 gi. Néu ly gidi khéng hoan thanh sau 1 gio, thé
hién & sw hién dién cla vat liéu khong hoa tan, thi thi gian ly gidi cé thé kéo dai hodc
vat liéu khong hoa tan c6 thé dwoc tao thanh vién bang cach ly tam. Cé thé ly gii qua
dém ma khong anh hwéng dén viéc chuan bi.

8. U & 90 °C trong vong 1 gio.

Lwu y: Viéc G & 90 °C trong Buffer ATL dao nguwoc mot phan sw bién ddi formaldehyde
clia axit nucleic. Thai gian 0 lau hon hodc nhiét dé G cao hon c6 thé khién DNA bj phan
manh nhiéu hon. Néu chi str dung mét khéi gia nhiét, & mau & nhiét do phong sau khi
0 & 56 °C cho dén khi khéi gia nhiét dat dén 90 °C.

9. P& giam thidu ham lwong RNA trong mau, thém 2 pl RNase A (100 mg/ml) vao pha
dwéi va G trong 2 phut & nhiét d6 phong trwéc khi tiép tuc véi bwéc 10. D& mau nguoi
dén nhiét do phong trwée khi thém RNase A.

10. Ly tam & téc do téi da trong 1 phit & nhiét d6 phong.

11. Cén than chuyén céac 6ng (chtra ca hai pha) sang gia dwng mau ctia QlAsymphony SP.

12. Tién hanh tach chiét theo cac hwéng dan trong Sé tay QIAsymphony DSP DNA Mini
Kit (st dung 50 pl thé tich rira giai).
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Giao thirc: Giao thirc tién x(r ly d& s dung véi QlAamp DSP DNA
FFPE Tissue Kit

Giao thirc tién x& ly nay dwoc sir dung véi QlAamp DSP DNA FFPE Tissue Kit (dé tach
chiét thti cong) va dwa trén “Giao thirc Bd sung ctia QIAGEN: Loc DNA b6 gen tir mé FFPE
bang QlAamp DNA FFPE Tissue Kit va Deparaffinization Solution”.

Nhirng diém quan trong trwéc khi bat dau

e Thyec hién tAt cd cac bwdc ly tam & nhiét dd phong (15-25 °C).

e Can bang tat ca cac chat dém vé nhiét d6 phong; can bang Deparaffinization Solution
vé 20-25 °C.

e Deparaffinization Solution, RNase A va Buffer ATL khéng dwoc cung clp cung véi
QlAamp DSP DNA FFPE Tissue Kit va phai dwgc dat hang riéng (xem “Théng tin Bat
hang”, trang 110).

Nhirng viéc can lam trwéc khi bat dau

e Lam nong trudc bd tron nhiét hodc may G quy dao da lam nong dén 56 °C dé st dung
trong cac bwéc 6 va 10. Néu khéng cé bd tron nhiét hodc may U quy dao néng, co thé
st dung khdi gia nhiét hodc bén nuéc dé thay thé.

e Néu Buffer AL hodc Buffer ATL ¢ chira chét két tda, hay hoa tan chat két tia theo quy
trinh dwgc mo ta trong QlAamp DSP DNA FFPE Tissue Kit.

e Dam bao réng Buffer AW1 va Buffer AW2 d& dwoc chuén bj theo huwéng dan trong Sé tay
QIAamp DSP DNA FFPE Tissue Kit.
Quy trinh thwc hién
Bat dau véi chi cac khéi FFPE
1. St dung dao md, cét bd paraffin dw thiva khdi khdi mau. Cét thanh cac doan day 5-10 pm.
Lwu y: Néu bé mat mau da tiép xtc v&i khong khi, hay loai bé 2-3 doan dau tién.
2. D4t ngay (cac) doan vao éng ly tdm nhé 1,5 ml hodc 2 ml (khéng di kém).

3. Tiép tuc v&i bwdc 4 bén dudi (d6i voi tat ca cac mau).
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Bat dau véi chi cac doan FFPE trén lam kinh
1. Nhé 1 giot Deparaffinization Solution vao mdi lam kinh bang cach st dung pipet chuyén
dung dé chuén bi mau.
2. Nao vat liéu mau béng dao md dé 1y toan bd mé. Dat phan téng hop vao éng ly tam
nho 1,5 ml hodc 2 ml (khéng di kem).

3. Tiép tuc v&i bwdc 4 bén dudi (d6i voi tat ca cac mau).

Péi voi tat ca cac mau

4. Thém 160 pl hoac 320 ul Deparaffinization Solution (Bang 3) va xoday manh trong

10 giay.
Bang 3. Thé tich Deparaffinization Solution yéu cau
Do day cua doan S6 lwong cac doan Thé tich Deparaffinization
Solution

10 ym 1-2 160 pl
3-4 320 pl

5. Ly tam nhanh d& thu mau & day éng.

6. U & 56 °C trong 3 phut va dé ngudi & nhiét do phong (15-25 °C).

7. Thém 180 pl Buffer ATL va tron bang cach xoay.

8. Ly tam trong 1 phat & 11.000 x g (10.000 vong/phat). Hai pha xuét hién (xanh dwong

va trong subt).
9. Thém 20 pl proteinase K vao pha dwdi, trong subt. Trén nhe nhang béng cach hut pipet
1&n xubng.

10. U & 56 °C trong vong 1 gid (hodc cho dén khi mau da ly gidi hoan toan).
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11.

12.
13.
14.
15.

U & 90 °C trong vong 1 gi.
Viéc 0 & 90 °C trong Buffer ATL dao ngwoc mot phan sy bién déi formaldehyde cla
axit nucleic. Thoi gian G lau hon hodc nhiét do G cao hon co thé& khién DNA bj phan

manh nhiéu hon.

Lwu y: Néu chi st dung mét khéi gia nhiét, @& mau & nhiét d6 phong (15-25 °C) sau
khi G & 56 °C & bwéc 10 cho dén khi khéi gia nhiét dat dén 90 °C cho bwdc 11.

Ly tam éng 1,5 ml trong thoi gian ngén dé loai bé cac giot tir bén trong nép.
Chuyén pha du6i, trong sudt vao mét éng ly tam nhé 2 ml méi.
Thém 2 pl RNase A (100 mg/ml) va G trong 2 phut & nhiét do phong.

Tiép tuc v&i bwédc 12 (thém Buffer AL) clia S6 tay QIAamp DSP DNA FFPE Tissue Kit
(st dung 50 pl thé tich rtra giai).
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Giao thirc: tach chiét ccfDNA tir cac mau huyét twong

therascreen EGFR Plus RGQ PCR Kit da dwoc thtr nghiém két hop véi cac bd dung cu tach
chiét DNA sau:

e QIAsymphony DSP Circulating DNA Kit (s& danh muc 937556) dé tach chiét ccfDNA tu
doéng (tr cac mau huyét twong)

e QlIAamp DSP Circulating Nucleic Acid Kit (s danh muc 61504) dé tach chiét ccfDNA
theo cach thi cong (tlr cac mau huyét twong)

Nhirng diém quan trong trwéc khi bat dau

Ap dung cho céc giao thirc tach chiét tw dong va tach chiét tha cong:

e Dam bao rang thubc thir tach chiét DNA chwa hét han va da dwoc van chuyén va bao
quan trong cac didu kién phu hop.

e Khong s dung cac thanh phan da hét han hodc dwoc bdo quan khéng dung cach.

e Vat lieu ban dau dé loc ccfDNA phai la huyét twong dwoc chudn bj tir mau mau toan
phan 2K-EDTA. Cac mau c6 thé twoi hodc dong lanh (mién la chung khéng dwoc déng
lanh va rd déng nhiéu lan).

e Nong do clia cac axit nucleic Iwu théng tw do trong dich sinh hoc nhw huyét twong thweng
thap va thay déi dang ké gitra cac ca nhan. Do do, ccfDNA tach chiét tir mau huyét twong
sé khong dugc dinh lwgng ciing nhw khdngdwoc chudn héa (khong pha lodng) va duoc
st dung tryc tiép trong phan (rng qPCR.

e Dé bao quan DNA sau khi tach chiét, tham khao phan “Cac mau DNA bd gen va DNA
Iwu théng tw do”, trang 29.
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Giao thirc: Tach chiét ccfDNA tw dong tir cac mau huyét twong
bang QIAsymphony SP

Néu st dung QIAsymphony DSP Circulating DNA Kit (s6 danh muc 937556) dé tach chiét
tw dong, hay thuc hién tach chiét DNA theo hwéng dan trong sé tay, lwu y nhivng diéu sau:

e Chon giao thirc circDNA_2000_DSP_V1 trén dung cu QIAsymphony SP (dé biét chi tiét
vé giao thirc, hay tham khdo QIAsymphony SP Protocol Sheet circDNA_2000_DSP_V1)

° & Thé tich mau dwoc dé& xuat cho circDNA_2000_DSP 1a 2 ml. Tuy nhién, ching toi
khuyén ban nén bét dau v&i 2,4 ml dé tranh bat ky sw cb tach chiét nao trong qua trinh
hat pipet ban diu, nhw dwoc quy dinh trong “Hwéng dan X ly sw ¢b” cia Sé tay
QIAsymphony DSP Circulating DNA Kit. Néu khéng c6 di mau, hdy thém PBS vé trung
(khéng di kém) vao mau dén thé tich mau can thiét trwdc khi nap mau.

® S dung 60 pl thé tich rira giai.

e D4 biét moi thong tin bd sung lién quan dén dung cu QlAsymphony SP, hdy tham khao

hwéng dan st dung kém theo dung cu.
Giao thirc: Tach chiét ccfDNA thi cdng tlr cac mau huyét twong

Néu st dung QlAamp DSP Circulating Nucleic Acid Kit (s danh muc 61504) d& loc tha

c6ng, hay thwe hién tach chiét DNA theo hwdng dan trong sb tay lwu y nhirng didu sau:

® Qua trinh lgc axit nucleic lwu théng dwoc thwe hién tr 2 ml huyét twong.

® Can c6 6ng gép chan khong (vi du: QlAvac 24 Plus véi QlAvac Connecting System) va
bom chan khang c6 kha néng tao ra chan khéng —900 dén —800 mbar (vi du: QIAGEN

Vacuum Pump) cho giao thirc.

® S dung 60 pl thé tich rira giai.
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Giao thire: dinh lwong va chudn héa gDNA

Nhirng viéc can lam trwéc khi bat dau

Néu s dung quy trinh tach chiét tw dong, chon cét “Validity of result” (Tinh hop 1& cla két
qua) cho mdi mau trén tép két qua QlAsymphony SP sau khi lwot chay két thic:

e Trang thai hop Ié: Tién hanh dinh lwong gDNA.

e Trang thai khong rd rang: C6 thé dwgc xi ly tly thudc vao ngudn gbc ctia nhan (dé biét
chi tiét vé nguyén nhan co thé cé cta viéc phat sinh nhan “unclear” (khdng rd rang), hay
tham khdo Hwéng dan St dung QIAsymphony SP/AS).

e Trang thai khéng hop 1&: Mau bi tiy chdi. Lap lai bwéce tach chiét.
Quy trinh thwc hién

Can dinh lwgng gDNA tach chiét tir cac mau FFPE.

Néu ndng d6 do dwoc nhd hon 4 ng/ul, mau phai dwoc tach chiét lai véi nhiéu doan hon
(t6i da 14 tam doan 5 pm hodc bdn doan 10 pm).

Néu ndng d6 do dwoc trén 6 ng/pl, mau phai dwoc pha lodng dén 5 ng/ul bing Nwéc dé pha
lodng mau dugc cung cap trong therascreen EGFR Plus RGQ PCR Kit, theo cong thirc:

CixVi=Cf xVf

Trong dé

Ci: Ndng d6 ban dau clia gDNA tach chiét

Cf: Nong d6 cubi cung dwgc nhadm dich = 5 ng/ul

Vf: Thé tich cudi cling can thiét dé thwc hién lwot chay therascreen EGFR Plus RGQ PCR
(ttrc 14 20 pl + thé tich bd sung cho 16i hat pipet)

Vi: Thé tich ban d4u clia gDNA tach chiét dwoc hut pipet va pha loang véi Nuéc dé pha
lodng mau dwoc cung cap trong therascreen EGFR Plus RGQ PCR Kit (Thé tich nwéc
can thém = Vf — Vi)
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Mbi phan (rng PCR dworc t6i wu hoa cho 25 ng gDNA dwoc pha lodng trong thé tich mau
cudi cling 5 pl. Vi méi mau dwoc xét nghiém véi bdn hén hop phan 'ng EGFR nén can téng

céng 100 ng cho méi mau xét nghiém.

Lwu y: Dam béo rng chat dém rira giai thich hop dwoc si dung dé& hiéu chuan dung cu

dinh lwong.

Khoéng nén dinh lwong ccfDNA tach chiét tir cac mau huyét twong. M6i phan (rng PCR duoc
t6i wu héa cho 5 pl ccfDNA tach chiét tinh sach. Vi méi mau dwoc xét nghiém véi bdn hén

hop phan (rng EGFR nén can téng cong 20 ul cho m&i mau xét nghiém.

42 Hwéng dan St dung therascreen EGFR Plus RGQ PCR Kit  03/2022



Giao thirc: Panh gia dét bién EGFR bang qPCR trén dung cu
Rotor-Gene Q MDx 5Plex HRM

Nhirng diém quan trong trwéc khi bat dau

Dam bao réng nguwdi van hanh dwoc dao tao vé cach st dung cac dung cu cho gPCR.
Néu cé yéu cau, viéc dao tao vé& dung cu c6 thé duwoc cung cAp khi lap dat (xem “Théng
tin Bat hang”, trang 110).

Doc “Céc bién phap phong ngira”, trang 23 va lam quen véi tat ca cac thanh phan cla
b6 dung cu trwde khi st dung.

Phai chay therascreen EGFR Plus RGQ PCR Kit trén dung cu Rotor-Gene Q MDx 5plex HRM*
st dung Rotor-Gene AssayManager phién ban 2.1 (tré 1&n) két hop véi Gamma plug-in
phién ban 1.0.0 (tr& I1&n) dwoc lién két véi HO so Xét nghiém chuyén dung cho FFPE
hodc huyét twong.

Hay danh théi gian dé lam quen vé&i dung cu Rotor-Gene Q MDx 5plex HRM, phdn mém
Rotor-Gene AssayManager va Gamma plug-in truéc khi bat dau giao thirc. Xem hwéng
dan str dung dung cu, Rotor-Gene AssayManager va Gamma plug-in d& biét chi tiét.
Rotor-Gene AssayManager phién ban 2.1 cho phép tw dong giai thich két qua PCR. Cac
thong sé chu ky bi khéa cho lwot chay.

Néu ban dang stv dung phan mém Rotor-Gene AssayManager phién ban 2.1, Gamma Plug-in
va hd so xét nghiém Ian dAu tién, vui Idng tham kho phan “Phu luc A: Cai d&t phdn mém
Rotor-Gene AssayManager v2.1, Gamma Plug-in va Nhap Hé so Xét nghiém” trén trang
103 dé biét hwéng dan cai d&t. Néu phan mém Rotor-Gene AssayManager v2.1, Gamma
Plug-in va hd so xét nghiém da dwoc cai dat va nhap vao may tinh ctia ban, hay tiép tuc
v&i cac huwéng dan bén dudi.

Néu ban dang s dung quy trinh tach chiét tw dong, chon cét “Validity of result’ (Tinh
hop |& cta két qua) cho mdi mau trén tép két qua QIAsymphony SP sau khi lwot chay
két thic, xem “Giao thirc: dinh lwgng va chuédn héa gDNA’, trang 41.

* Dam bao réing cac dung cu va thiét bj da dwoc kiém tra va hiéu chuén theo khuyén céo clia nha san xuét.
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Néu ban dang s dung gDNA tach chiét tr FFPE, mau phai dwoc dinh lwong va pha
lodng dén 5 ng/ul, xem “Giao thirc: dinh lwgng va chuin héa gDNA”, trang 41.

Néu ban dang s dung ccfDNA tach chiét tir huyét twong, cac mau phai dwoc st dung
@ dang khong pha loang.

Thiét 1ap qPCR

Khi st dung therascreen EGFR Plus RGQ PCR Kit, nén xét nghiém sau mau DNA trong

cling mét thi nghiém dé t6i wu hoa viéc str dung cac mau chirng va hén hop phan ¢ng. Tuy

nhién, co thé xét nghiém téi da 16 mau trong cung mét thi nghiém.

Nhirng viéc can lam trwéc khi bat dau

Lam lanh Loading Block (72 x 0.1ml tubes) trong td lanh (2—8 °C).

Trwéc mdi 1an st dung, ra déng tat ca cac thanh phan can thiét.

Lwu y: Khéng thwe hién qua 1 gid & nhiét dd phong cho bwéc ra dong dé tranh bat ky sw
bién chét vat liéu nao. Néu can thém thdi gian, hay bao quan cac thanh phan & 2-8 °C trong
t6i da 8 gio.

Lam sach khu vwc ban may danh riéng cho viéc chuan bj hdn hop PCR dé gidm nguy
co' nhiém ban mAu hodc nuclease.

Xoay cac éng c6 chira mau chirng, hén hop Boan mdi va DPoan do va hdn hop chinh
PCR (3-5 giay), sau do ly tam mét thdi gian ngén trude khi stv dung.

Quy trinh thwc hién

1. Chuén bj bdn HAn hop Phan (rng PCR trong cac éng 1,5 ml hoéc 2 ml (khéng di kém),

ttrc 1a tron tirng hdn hop Doan mdi va Poan do (H6n hop T790M & L861Q, Thém doan
& Hén hop G719X, H&n hop L858R & C797S hodc Mt doan & Hén hop S768I) voi

H&n hop chinh PCR, theo sé lwgng mau can x ly.
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Thé tich can thiét cho méi thanh phan bo dung cu dé tao ra H&n hop Phan (ng dwoc
trinh bay trong Bang 4. Thé tich phan trng PCR cubi cuing la 25 pl sau khi thém 5 pl
DNA méu hodc mau di chirng 1an chay. Thé tich b sung dwgc bao gdm dé bu cho sw
thay ddi khi hut pipet va cho phép chuan bj dd hdn hop phan tng cho sb lwong mau

xét nghiém va mau chirng theo ké& hoach, vi du: sau mau cong véi hai mau chirng.

Bang 4. Chuan bi Hon hop Phan trng

Thanh phan 1 phan trng (pl) 8 + 1 phan trng (pl)*
Hén hop Doan méi va DPoan do 7.5 67,5

EGFR

Hén hop chinh PCR 12,5 112,5

Téng thé tich ctia Hén hop 20 180

Phan (rng

Phan phdi H6n hop Phan trng 20 pl mét 6ng

Phan phéi mau xét nghiém 5 pl mét 6ng

Téng thé tich trén mdi phan 25 pl

trng

* M6t thé tich phan (rng b6 sung duoc bao gém dé bu triv cho I6i hut pipet: mot 6ng bd sung cho tbi da
10 vi tri dng va hai éng bd sung cho ti da 20 vi tri 6ng.

2. Pua tt ca cac thanh phan cla therascreen EGFR Plus RGQ PCR Kit vao lai budng
déng lanh dé tranh bt ky sw bién chét vat liéu nao.

3. Xoay Hdn hop Phan t&ng trong 3-5 giay va ly tam trong théi gian ngan.

4. P&t cac bng dang dai PCR trén mét Loading Block (72 x 0.1 ml tubes) da lam lanh va
pha ché 20 pl Hn hop Phan trng EGFR vao mdi dng dang dai sau khi thiét lap khdi
nap dwoc hién thj trong Hinh 6.

Lwu y: Nén pha ché 20 ul hén hgp phan (ng bang cach hut pipet ngwoc.
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MA&u ching Mau Vi tri ng réng

'
Eg&rgp T790M & -1 . 9 O 17 O 25 O 33 O 41 O 49 O 57 Q ﬁS'Q
géqg)cgp Thém doan & 2 . 10 18 26 34 Cu 42 () 50 'C/\) 58 O 50-()
(H)(;87h8gp L858R & — 3 . 1 O 19 O 27 O s( ) @ () 51 .O 50 O 57.<>,
ggmieons @ +O »Q 2O »O «O #O «O «O

NTC 52 S4 Sé

|
Eg&gfp T790M & - 5 O 13 O 21 O 29 O 37 Q' 45 () 53 IO 61 () ﬁ()lC)
ggqggp Thém doan & 6 14 22 30 38 (j' 6 Q 54 'O 62 () /o-C)
E‘gg;sqp L858R & — 7 O 15 O 23 O 31 O 39 Cu 47 (FJ 55 Cl 63 O 7\()
g?gsfll(yp Mét doan & — 3 O 16 O 24 O 32 O 40 C) 48 () 56 () 64 w(_) 72()

Hinh 6. Thiét Iap khéi nap cho mét thi nghiém véi therascreen EGFR Plus RGQ PCR Kit, xét
nghiém sau mau. Vij tri 1-32 nhw sau. PC: M&u chirng dwong EGFR; NTC: Mau chirng khéng
mau (nwéc); Mau 1 (S1) dén Mau 6 (S6): Mau DNA. H6n hop Phan (ing: H&n hop T790M & L861Q
EGFR, H6n hgp Thém doan & G719X EGFR, Hbn hop L858R & C797S EGFR, Hén hop Mat doan
& S768| EGFR. T4t ca cac vi tri con lai O déu la vi tri éng réng.

Lwu y: Ca hai mau FFPE va DNA huyét twong déu cé thé dwgc chay trong ciing mét
thi nghiém. Diéu nay yéu cau chay ca hai hd so xét nghiém FFPE va Plasma trong cuing
mét thi nghiém va cach dat dia cu thé. Tham khao Phu luc B: Chay Hb so Xét nghiém
FFPE va Huyét twong trong Cling mét Thi nghiém (trang 107) dé biét chi tiét.

. Thém 5 pl Nuéc cho NTC vao cac éng NTC dwoc chi dinh (Hinh 6) dé thu dwoc téng

thé tich la 25 pl. Tron nhe nhang béng cach hut pipet 1én xudng. Déng tat ca cac éng
co chira NTC.

. Xoay va ly tam trong thdi gian ngén cac mau DNA va M&u chirng dwong tinh véi EGFR

(Positive Control, PC). Sau d6, thém 5 pl mau hodc mau PC vao cac bng twong trng
(Hinh 6) dé thu dworc tng thé tich Ia 25 pl. Trén nhe nhang bang cach hut pipet 1én xudng.

. Déng tat ca cac 6ng va kiém tra chéc chan khong c6 bot khi & day ng.

Lwu y: Thay ddi dau tip gitka mdi 1an thém mau dé tranh nhiém ban.
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Giao thtrc: Chuan bj dung cu Rotor-Gene Q MDx 5plex HRM

8. Bat réto 72 vi tri trén ngan chra réto dung cu Rotor-Gene Q MDx 5plex HRM.

9. LAp day cac réto bang cac dng dang dai theo cac vi tri dwoc chi dinh, bat d3u ti vi tri
1, nhw dwoc hién thij trong Hinh 7.
Lwu y: Dam bao 6ng dau tién dwoc Ip vao vi tri 1 va cac 6ng dang dai dwoc dat theo
dung hwéng va vi tri nhw duoc thé hién.

10. T4t ca cac vi tri khéng str dung nén dwoc l4p day béng cac dng dang dai cé nap tréng.
Lwu y: Ching tai khuyén ban nén gitr bdn mau chirng dwong & vi tri 1 dén 4 va bén
mau chirng khdng mau & vi tri 5 dén 8 vi bo phan tich tw ddng trong hd so xét nghiém
dwa trén cach sap xép nay. Néu mot bb cuc khac dwoc siv dung, sé thu dwoc két qua
bt thwdng hodc khong hop 1&.

Vitri#1 —

Hinh 7. Thiét lap réto cho mét thi nghiém véi therascreen EGFR Plus RGQ PCR Kit. Tl vi tri
1 PC: MAu chirng dwong tinh véi EGFR; NTC: MAu chirng khéng mau (nwéc); PPM 1: H&n hop
T790M & L861Q EGFR; PPM 2: H6n hop Thém doan & G719X EGFR; PPM 3: Hén hop L858R &
C797S EGFR; PPM 4: H6n hop Mat doan & S7681 EGFR; M&u 1 dén MAu 6: Mau DNA. Lwu y: Tat
ca cac vi tri con lai O phai dwoc l4p day bng cac éng réng.
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11. Gén vong khéa.
12. Nap dung cu Rotor-Gene Q MDx 5plex HRM v&i réto va vong khoéa. Béng nép dung cu.

Tao danh sach cong viéc va bt dau chay gPCR

Lwu y: Danh sach céng viéc cé thé dwoc tao va lwu trwdc khi chudn bi mau hodc khi thiét

1ap thi nghiém trén dung cu, nhu dwgc md ta trong sb tay nay.

13. Bat dung cu Rotor-Gene Q MDx 5plex HRM.
14. M& phan mém Rotor-Gene AssayManager v2.1.
15. Dang nhap ngudi ding véi vai trd Ngwei van hanh & ché do dong. Nhap vao OK. Clra

sb sau sé& xuét hién.
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Available work lists | Manage or apply work lists

#samo | Assay profles Roto trpe Volume  Authr Creation date Ackons Aoey

Rerosh st

¥ Automatically generated work lists

[Cre— & #namp | Avsay profies | Roter rpe Vohume [ Avaihor Creation date Actions =

[7]

Refrasn st

{ (= T J S R
I 6 cioved Mose 5 =

- e —— Connocted

Hinh 8. Rotor-Gene AssayManager v2.1. 1 = tab setup (thiét 1ap). Tab nay cho phép quan ly hodc
ap dung cac danh sach cong viéc 2 = tab Approval (Phé duyét). Tab nay cho phép ban tim cac thi
nghiém trwéc do. 3 = tab Archive (Lwu tri¥). Tab nay cho phép ban tim cac thi nghiém dwoc phé
duyét trwéc dé. 4 = tab Service (Dich vu). Trong tab nay, lich st kiém tra cla tirng tép do phan mém
tao ra dwoc bao cdo. 5 = tab Configuration (C4u hinh). Tab nay cho phép cAu hinh tt ca cac théng
s6 phan mém. 6 = biéu twgng dung cu Rotor-Gene Q (RGQ); thong bao cho ngudi ding biét ligu
mot may luan nhiét nhat dinh da dwoc két ndi hay chua. Co thé két néi téi da bén dung cu RGQ véi
cung mot may tinh. 7 = New manual work list (Danh sach cong viéc tha cong mai).

16. Kiém tra xem RGQ c6 dwoc phdn mém phat hién chinh xac hay khéng trwéc khi bét
dau chay. D& biét thém thong tin, xem “M6i trwérng May luan nhiét” trong Huéng dan
St dung Ung dung L6i Rotor-Gene AssayManager v2.1.
17. Nhap vao New manual work list (Danh sach céng viéc tht cong méi) trong trinh quan
ly danh sach cong viéc (méi trwong “Setup” (Thiét 1ap)) (Hinh 8).
18. Chon hd so xét nghiém EGFR lién quan tir danh sach cac hé so xét nghiém c6 san:
O D& xét nghiém cac mau gDNA tr FFPE: therascreen_EGFR_Plus_FFPE
O Dé xét nghiém cac mau ccfDNA tir huyét twong: therascreen_ EGFR_Plus_Plasma
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|

- 1 a— 2.

Create work list | Select assay profiles and define assay details

Setected assay profiies

e 2 Ve Req P

~ - =TT (i = —" Y T T
Witietormation | [Fherascreon G Pl TP o5 ]

1

Properties

Messages

Fint work at Export Save and close Resel Sove (g

@ Closed Mode -0

Hinh 9. Lwa chon hd so xét nghiém. 1 = HO so xét nghiém c6 sén; 2 = Chuyén hd so xét nghiém
sang danh sach cong viéc

Lwu y: C6 thé chay ca hai hd so xét nghiém FFPE va Huyét twong trong cling mét thi
nghiém. Tham kh&o Phu luc B: Chay Hb so Xét nghiém FFPE va Huyét twong trong
Cung mét Thi nghiém, trang 107, dé biét chi tiét.

19. Nhép vao Move (Di chuyén) d& chuyén hd so xét nghiém da chon sang danh sach

Selected assay profiles (Hd so xét nghiém da chon).

20. Nhap sbé lwong mau vao truéng twong Gng.

Selected assay profiles

Assay profile name. Short name Version Req. Pos. #samples  New strip tube

1

Hinh 10. Tao danh sach céng viéc: dinh nghia chi tiét xét nghiém. 3 = s lwvong mau

therascreen EGFR Plus FFPE FFPE 1.00 8

Lwu y: S6 lwong mau khong twong tng véi sé lwgng dng va khéng bao gdm cac mau
chirng.
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21. Chon tab “Kit Information” (Théng tin vé B dung cu). Nhap théng tin bé dung cu EGFR
sau day, dwgc in trén nhan cla hép bd dung cu therascreen EGFR Plus RGQ PCR:
O Sb6 vatliéu: 1114551
O Ngay hét han hop 1&

O Solo
Create work list | Edit Kit information
\ Assays Kit information Messages
therascreen EGFR Plus_FFPE Enter 8 Idt lot number in the work list
Kitinformation > J either by scanning the kit barcode of
| by manusl input. (470035)
[ © Use kit bar code There is no valid kit expiration date
Samples | (@ Enter it information manually ‘ provided in the work list. (470034)
There is no material number
Properties | Kit information provided in the work list. (470043)

Kit bar code
—| 4
Matenial number Kit expiry date I
e «— | b

Lot number

—1__

Hinh 11. Tao danh sach cong viéc: Chinh stra théng tin bé dung cu. 4 = ma vach bo dung cu.
Tab nay cho biét mé vach clia bé dung cu (néu ma vach dwoc nhap, cac trwéng khac sé dwoc dién
tw déng). 5 = Material number (Sé vat liéu). 6 = Kit expiry date (Han st dung b6 dung cu). 7 = Lot
number (S6 16). Nhivng théng tin nay c6 sén trén hop bod dung cu.

Lwu y: TAt ca cac trwdng phai dwoc dién va chuyén sang mau xanh dwong khi théng
tin hop 1€ dwoc nhap.

22. Chon tab “Samples” (Mau). Mdt danh sach véi cac chi tiét mau dwoc hién thi. Danh
sach nay thé hién b cuc dw kién cla réto.

23. Nhap nhan dang mau vao danh sach nay cling nhw bat ky théng tin mau tly chon nao
lam chu thich cho tirng mau.
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Hinh 12. Nhap théng tin m4u. 8 = ID m4u. 9 = Chu thich m&u (tuy chon).

24. Chon Properties (Thudc tinh) va nhap tén danh sach cong viéc (ngudi dung cé thé nhap
b4t ky tén danh sach cdng viéc hop 1& nao).

[ T+— | 10

Work list
iseditable [ work list is complete (can be applied)

I

12 11

Hinh 13. Properties (Thudc tinh). 10 = Tén danh sach cong viéc. 11 = Chon tuy chon “work list is
complete” (danh sach cong viéc da hoan thanh). 12 = bd chon “is editable” (cé thé chinh sira)
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25.

26.

27.

28.
29.

30.

31.

Luwu y: O “is editable” (co thé chinh sira) (Hinh 13) xac dinh danh sach céng viéc con
c6 thé chinh slra hay khéng. Vi vay, néu danh sach cong viéc co thé ap dung va khong
dwoc thay déi sau d6, 6 nay phai dwoc bd chon.

Lwu y: Danh sach cong viéc c6 thé dwoc ap dung tryc tiép hodc dwoc lwu va chay sau.

Chon hop kiém worklist is complete (can be applied) (danh sach cong viéc da hoan
thanh (c6 thé ap dung)).

Lwu danh sach cbéng viéc.

Tuy chon: Danh sach cong viéc c6 thé dwoc in va didu nay co thé giip chuén bi va
thiét 1ap gqPCR. P& in danh sach cong viéc, nhap vao Print work list (In danh sach cong
viéc). Cac chi tiét mau dwoc bao gdm nhw mot phan cliia danh sach cong viéc nay.
Chon danh sach cong viéc twong (rng tir trinh quan ly danh sach céng viéc va nhap
vao Apply (Ap dung). Ngoai ra, néu danh sach coéng viéc vdn mé, nhap vao Apply (Ap
dung).

Nhap tén thi nghiém vao trwong Experiment name (Tén thi nghiém).

Trong danh sach Cycler selection (Chon may luan nhiét), chon may luan nhiét dé st
dung.

Lwu y: Phéi str dung dung cu Rotor-Gene Q MDx 5plex HRM*.

Dam bao réng vong khoéa da dwoc gan dung cach va chon 6 Ring attached (D4 gén
vong).

Nh&p vao Start run (B4t dau chay). Luot chay gPCR bat dau (Hinh 14).

* O mot sb qudc gia, c6 thé st dung dung cu Rotor-Gene Q 5plex HRM c6 ngay san xuét tir thang 5 ndm 2011
hoac sau dé néu phu hop. Ban cé thé xem ngay san xuét tir sb sé-ri & mét sau ctia dung cu. Sé sé-ri ¢ dinh dang
“mmyynnn” trong d6 “mm” cho biét thang san xuét bang chi s6, “yy” cho biét hai chi¥ s& cudi clia ndm san xuét va
“nnn” cho biét ma nhan dang dung cu duy nhét.
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Z Rotor-Gene AssayMansger

Fie  Help

Apply work list “20180830_RunName1™
Summary Cycler selection
— ek Baie Positon Hame Next versicabon Cycler status  Select | Ring att
20180830_Runhame1 20180830_Runhiame 1 mEsE RD13030 - Loaded ®
T Default name | Crestea .
30082018 1615 - rotorgene =
13 Last moaities = B
30/08/2018 16.15 - rolorgene
S AR Cycler details I T
72:Wel Rolor -
Secial number  Optical configuration Cycles type
0113345 Splex HAM RGQ MDx | 14 15
52 2% o - ]
Ass
Name Samples | Kit
FFPE 3 [@]
View sample delads. . | :l
| Prntwokist. |

Hinh 14. Khé&i chay. 13 = Nhap tén thi nghiém; 14 = chon may luan nhiét; 15 = xac nhan vong
khoa dwoc gén; 16 = nhap vao start run (b4t dau chay) dé khéi chay.

Phat hanh va bao cao két quéa qPCR

Chtrc nang chung clia méi trwdng Approval (Phé duyét) dwoc mé ta trong Huéng dan St
dung Rotor-Gene AssayManager v2.1 Gamma Plug-in.

Sau khi chay xong va may luan nhiét da dwgc phat hanh, thi nghiém sé dwoc lwu trir trong
co s& di¥ liéu ndi bd. Viéc phan tich di¥ liéu thu dwgc dwoc thye hién ty dong tuy thude vao
plug-in twong tng véi hd so xét nghiém va cac quy tic va gia tri thong sé dwoc xac dinh
b&i hd so xét nghiém.

32. Sau khi chay xong, nhap vao Finish run (Két thuc lwot chay) (Hinh 15).

Lwu y: Cho dén khi buwéc nay hoan tét, thi nghiém khéng dwoc lwu trong co sé di liéu
noéi bé.
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33. Phat hanh va phé duyét lwvot chay.
O Dbi véi ngudi dung da dang nhap béng vai trdo Ngwoi phé duyét, nhap vao Release
and go to approval (Phat hanh va di t&i phé duyét).
O Dbi véi ngudi dung da dang nhap bang vai trd Ngwéi van hanh, nhép vao Release
(Phat hanh).

& Hotor-Gene AssayManager Lo

Name.
RO124035

Exprreest nar
180014_JAFFA_Demo_Rundt

Ervers during v

Hinh 15. Két thic lwet chay. Két thic lwgt chay (1) va Phat hanh lwot chay (2)

34. Phéat hanh két qua.
O Né&u ban nhép vao Release and go to approval (Phat hanh va di téi phé duyét), két
qua thi nghiém dwoc hién thj trong méi trwerng Approval (Phé duyét).
O Né&u ban nhap vao Release (Phat hanh) véi vai trd ngwoi ding, mét ngudi dung cé
vai trd Nguwoi phé duyét can dang nhap va chon méi trwdng Approval (Phé duyét).
35. Loc xét nghiém sé duoc phé duyét béng cach chon cac tuy chon bd loc va nhép vao
Apply (Ap dung). Chon xét nghiém mong muén trong danh sach céac xét nghiém da loc
bang cach str dung hop kiém va nhap vao Start Approval (Bat dau Phé duyét).
36. St dung cac nut chon (Hinh 16) dé chap nhan hoac tir chdi mau.
Lwu y: Mau c6 thé bi tir chéi trong trwdrng hop ¢é 16i x Iy clia ngwdi van hanh hodc cé
cac dwong cong bat thwong (xao &nh).
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37. Xem lai két qua va nhap vao Release/Report data (Phat hanh/B4o cao dir liéu).

=@ =

& Rotor-Gene AszayManager

w I BT
v | romr | et :
18014 AN Dom...

A eme.... |
therzreen LGIR M 117E|

© Pk \

e | Doimtons_o5t T - 53| Cetesons Mutaton Duiacied @i Qo
e et

— - | 5J

@ Ciosea mose

Hinh 16. Xem lai va phat hanh dir liéu. Xem lai va chAp nhan (i) ho&c tir chéi () két qua cho
mdi mau: mau 6 thay ddi tir vang sang mau xanh 14, vi du vay, néu di liéu dwoc phé duyét (3, 4).
Sau d6, nhép vao “Release / report data” (Phat hanh/bao cao dir liéu) (5).

38. Nhap mat khau néu can va nhap vao OK. B4o céo duoc tao & Dinh dang Tai liéu Di déng
Adobe (.pdf) va lwu trir tw ddng trong thu muc dwoc xac dinh trude. Pudng dan thu muc
mac dinh la C:\Documents and settings\Public\Documents\QIAGEN\Rotor-Gene
AssayManager\Export\Reports.

Lwu y: Ban c6 thé thay ddi dwdng dan va thw muc trong méi trwérng Configuration (CAu
hinh).

Lwu y: Ddng thoi, tép LIMS dwoc tw dong tao va lwu triy trong thuw muc duwoc xac dinh
trwéc. Puong dan thw muc mac dinh la C:\Documents and
settings\Public\Documents\QIAGEN\Rotor-Gene AssayManager\Export\LIMS

39. Déng tép pdf va quay lai Rotor-Gene AssayManager. Nhap vao OK cho méi I&i nhac.
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status of release. @ Assay is tully released
Release / report data

[ oot e The release was performed successfully The assay has been fully released. The tab
(2270169) will be closed. The assay can now be
The LIMS output was saved. (2270171) accessed in the Archive environment.
The report (880014)
*180914_JAFFA_Demo_Run01_therascreen
_EGFR_FFPE.pdr was stored in the folder

*C:\Users\Public\Documents\QIAGEN Rotor.
Gene AsuvManaperExmeepons

Hinh 17. Release/Report data (Phat hanh/Bdo cdo dir lidu). Nhap mat khdu (6) sau d6 nhap
vao OK (7). Bao cao PDF duoc tao va mé ra; dong bao céo PDF: tép LIMS duwoc tao tw dong va
théng bao phat hanh xuét hién, nhap vao OK (8). Xét nghiém hién da dwoc phat hanh day da:
nhap vao OK dé chuyén dén moéi trweng Archive (Lwu trir) (9).

40. Chuyén dén tab “Archive” (Lwu trir) d& xuét tép .rex, twong (rng vé&i di liéu tho. Tim thi

nghiém cutia ban bang cach st dung cac tly chon bd loc va nhap vao “show assays”
(hién thi xét nghiém) (Hinh 18)

2 Rotor-Gene AsssyMansger
File  Hep

=@ 7

iver optom Assay setection
i P o - o suns
T s I sar ies O
10 _.m |:..mm + [2] oos1a sarea _osmo_muscn therascreen EGFR Mus FITE Pi—— WO0IB 105208 | o
] Use advanced fiter options T

1

) .
e
6 cioscamos R

Hinh 18. Chon thi nghiém ctia ban trong méi trwo'ng Archive (Lwu triv). Vi du: loc theo ngay
(10) va &p dung bd loc (11). Chon thi nghiém (12) rdi nhap vao “Show assays” (Hién thj xét
nghiém) (13).
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41. Nhép vao Export .rex file (Xuat tép .rex) va nhap vao OK dé luu.

42.

Lwu y: Ban c6 thé chon moét vi tri dé lwu tép .rex (dwéng dan mac dinh l1a C:\Documents
and settings\Public\Documents\QIAGEN\Rotor-Gene = AssayManager\Export\
ExperimentsforClosedMode). Puwéng dan va thw muc nay ciing cé thé dwoc thay ddi
trong tab “specify the .rex file export destination” (chi dinh dich xuét tép .rex).

£ Rotor-Gene AssayManager
Fie Hep

@ =

sssss

QUAGEN

180914_JAFFA_Demo,

therscreen FGHR Vs

) Plots and information
| Processeadata |  Experiment | Workist ‘ sssay | nwstus

Experiment name Resction volume Rotor type. Run comment Messages
180914_JAFFA_Demo_Rund! s 72:el Rotor

Run stant Run on SW. Cysbor sariai
140002018 1052 14082018 1249 2107 0312188

Run operator Run reteased by

v Results

Results - test samples =

| [Pos. [ [swe sl e Overat samgie resit [Outpen " o v i arges resun Fags v B
¢ M

s B E— v Test EGFR Mutaton Detected | LBSER_OGt - - 131 LsaR Mdation Desected -
w
| VT3 est o Mutsion Dees

Hinh 19. Xuét tép .rex bing cach nhap vao nit “Export” (Xuét) (14).

Lwu y: Can c6 géi hd tro tir 1An chay dé bo phan Hb tro ki thuat cia QIAGEN hd tror
xt Iy s cb. Cac goi hd tre cé thé dwoc tao ra tir cac méi trudng Approval (Phé duyét)
ho&c Archive (Lwu trr). D& biét thém théng tin, xem “Tao géi hé tro” trong Huwéng dén
St dung Ung dung L6i Rotor-Gene AssayManager v2.1.

Ngoai géi hé tro, lich s kiém tra tlr +1 ngay tr thoi diém xay ra sw cb cé thé hiru ich.
C6 thé truy xuét lich st kiém tra trong méi trwdrng Service (Dich vu). D& biét thém théng
tin, xem Huwéng dén Str dung Ung dung Léi Rotor-Gene AssayManager v2.1.

D& dung cu Rotor-Gene Q MDx 5Plex HRM va thai bd cac 6ng dang dai theo cac quy
dinh vé& an toan tai dia phwong ctia ban.
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Giai thich Két qua [néu cd]

Phan tich két qua therascreen EGFR Plus RGQ PCR Kit cho tirng mau ching va mau dwoc
thwe hién tw déng béi Rotor-Gene AssayManager v2.1 dwoc lién két véi Gamma Plug-in
v1.0 va hd so xét nghiém EGFR.

Hb so xét nghiém EGFR phan tich cac dwdrng cong khuéch dai va cé thé lam mét hiéu luc
cac dwdng cong khéng phu hop, tly thudc vao hinh dang va bién do nhiéu ctia ching. Néu
trwong hop nay xay ra, nhan sé dwoc lién két véi dweng cong khéng hop 18 (xem Bang 6,
trang 63).

Mau chirng

Rotor-Gene AssayManager v2.1 phan tich cac mau chirng 1an chay:

® NTC duwoc chon vi khéng co khuéch dai déc hiéu.

e Tinh hop |& ciia Mau chirng dwong dwa trén sy tuan thi cac gia tri CT véi cac thong sb
ky thuat dwoc xac dinh trwée.

e Néu bat ky mau chirng lan chay nao trong s& nay khéng phu hop, nhan
“ASSAY_INVALID” s& dwoc kich hoat. Néu nhan nay dwoc kich hoat, lwot chay dwoc
coi la khéng hop 1€ va thi nghiém can dwoc thye hién lai (so dd quy trinh quyét dinh cho
cac xét nghiém lai dwoc trinh bay trong Hinh 20).

e Lwuy: Bao cdo dwoc tao & cudi lwot chay hién thi két qua thu dwoc trén cac mau chivng
lan chay, v&i cac nhan khong hop 1& (xem Bang 6, trang 63) phia trwéc di liéu khéng

hop 1€.

Néu tAt c& cac mau chirng trong lwot chay phu hop, thi Rotor-Gene AssayManager v2.1
phan tich cac mau xét nghiém. Cac mau DNA t&r ca FFPE va huyét twong dwoc phan tich
theo cling mét quy trinh nhwng véi cac tiéu chi cu thé dwoc ghi lai trong hd so xét nghiém

twong ng.
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Mau

Mau ching ndi Exon 2

Tinh hop & ctia Mau chirng nodi Exon 2 dwa trén sw tuan thi cla gia tri Ct v&i cac théng sé
ky thuat dwoc xac dinh trwéc. Mau chirng nodi phai hop 1& dé cé thé giai thich két qua mau.
MAu chirng néi hop 1é cho biét cé di dau vao va chét lwgng DNA ciing nhw khéng cé cac
chét gay nhiéu hay khéng. Trong truéng hop khdng hop 18, hay tham khao so dd quy trinh
quyét dinh dwoc trinh bay trong Hinh 20.

Phat hién dot bién EGFR

Viéc c6 hodc khong cé dot bién EGFR trong m&i mau xét nghiém duoc danh gia, dwa trén
delta Ct gitra khuéch dai dot bién va khuéch dai m&u chirng ndi (cac dich T790M_ACt,
L861Q_ACt, v.v.) dbi véi mau FFPE va dwa trén khuéch dai dot bién ddi véi mau huyét
twong (CT).

Ban dinh lwong dot bién EGFR

Mot wée tinh ban dinh lwong vé ndng do dot bién trong ccfDNA tir huyét twong dwoc dwa
ra cho cac dich lién quan (dwoc liét ké trong Tom tét va gii thich) dwéi dang gi¢i han dwéi
va gi¢i han trén ctia khoang tin cay. Sé lwong ban sao dét bién trén méi mililit huyét twong
duwoc woc tinh, tie la gi¢i han dwdi va gidi han trén cla khodng tin cay dwoc dwa ra bédi
cac dich T790M_CN_LL, L861Q_CN_LL, v.v.

Két qua cho mdi dich dwgc hién thi trong c6t Result (K&t qua) ctia bao céo.

Két luan ctia phan tich di véi méi mau dwoc hién thi trong cot Overall Sample Result (Két

qua Mau Tdng thé) ctia bao co (Bang 5).
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Bang 5. Két qua mau téng thé va hanh dong

Két qua mau téng thé

Loai mau

M6 ta

Hanh déng

Hop l&

Khéng hop 1€*

Phat hién Dot bién EGFR**

Khéng phat hién dot bién**

Khong hop 1&

(lién két v&i nhan
ASSAY_IC_BELOW_
ACCEPTED_RANGE)&

Khéng hop 1€

(lién két véi nhan
ASSAY_IC_ABOVE_
ACCEPTED_RANGE)®

Mau chirng (Mau
chirng dwong,
NTC)

MA&u chirng (Mau
ching duong,
NTC)

Ma&u Xét nghiém

Mé&u Xét nghiém

Ma&u Xét nghiém

Mé&u Xét nghiém

MA&u ching Hop 18

M3&u chirng Khong
hop 1 (gia tri CT
nam ngoai pham vi
chap nhan duoc
xac dinh trwéc)

it nhat mot dot bién
EGFR da dwoc phat
hiénf

Khﬁng phat hién doét
bién EGFR

Gia tri CT duwoc
phat hién ndm duwéi
pham vi chap nhan
d6i véi mau ching
ndi. Dau vao DNA
¢6 thé qua cao.

Gia tri CT dwoc
phat hién ndm trén
pham vi ch&p nhan
ddi véi mau chivng
ndi. Mau co thé
khong chira di DNA
c6 thé khuéch dai
hoéc c6 thé chira
chat e ché.

Khéng ap dung

Lap lai toan bo Ivot chay (terc la
ca bén hén hop phan wng EGFR,
tat ca cac mau)

Khéng ap dung

Khéng ap dung

Pha loang mau truéc khi xét
nghiém lai.

Xét nghiém lai (cac) mau lién
quan v&i ca bén hén hop phan
(rng EGFR trong mét 1an chay
qPCR m¢i.

Xét nghiém lai (cac) mau lién
quan véi ca bén hén hop phan
*ng EGFR trong mét 1&n chay
gqPCR m¢i.

Néu mau da dwoc xét nghiém lai
mot Ian trwdc do, hay Iap lai
budc tach chiét va xét nghiém lai
trong mét 1&n chay gPCR méi.

Néu nghi ngé c6 chét trc ché, hay
thir pha lodng mau trwée khi xét
nghiém lai (chi déi v&i huyét
twong).

D& biét thém thang tin, hdy tham
khao Bang 6 trén trang 63.

Bang tiép tuc & trang sau

Hwéng dan St dung therascreen EGFR Plus RGQ PCR Kit

03/2022

61




Bang tiép tuc tlr trang truéc
Bang 5. Két qua mau téng thé va hanh dong (tiép)

Két qua mau téng thé Loai mau M6 ta Hanh déng
Khdng hop & M&u Xét nghiém  Khong phat hién Xét nghiém lai (cac) mau lign
g thay tin hiéu nao quan v&i ca bén hén hop phan
lién ket v&i nhan x . . N
,(ASSAY_IC_NO_CT_VALUE)& cho mau ching ndi. - gng EGFR trong mét Ian chay
. R qPCR moi.
Khong hop & Mau Xét nghiém  Khang hop 1& do L o
; dwdng cong bt Néu mau da dwoc xét nghiém lai
(khac) thuong hodc mot 13n truéc d6, hay 13p lai

nguyén nhan khac buwéc tach chiét va xét nghiém lai
(tham khao Bang 6,  trong mét 14n chay gqPCR mai.
trang 63) ) ) '
Néu nghi ngd cé chat trc ché, hay
thtr pha lodng mau trwéc khi xét
nghiém lai (chi d6i v&i huyét
twong).

Dé biét thém thong tin, hay tham
khao Bang 6 trén trang 63

Khi cac mau chl’mg khoéng hop 1€, cac gia tri CT khong hop 1€ dwoc hién thi gira cac dau ngoac

vudng d& cung cép thong tin.

Déi v&i cac dot bién trong pham vi clia therascreen EGFR Plus RGQ PCR Kit (dwoc liét ké trong

Bang 1)

1 Dé xac dinh (cac) dot bién EGFR dwoc phat hién, hdy tham khao dich ACt (vi du: T790M_ACt), cot
két qua dich (vi du: Phat hién T790M). Dbi véi két qua ban dinh lvgng (sb lkgng ban sao trén mililit
huyét tvong doi vai ccf DNA), hay tham khéo dich X_CN_LL va X_CN_UL (trong d6 X = tén dét
bién), cit gia tri, dé c6 gidi han dwdi va gici han trén cla khoang ban dinh lwong.

Lwu y: & ASSAY (XET NGHIEM) dai dién cho T790M_L861Q / INSERTIONS_G719X /

L858R_C797S / DELETIONS_S768I

*k

Nhén

Két qua khong hop 1& duoc lién két véi cac nhan dugc hién thj trong cot Flag (Nhan) cia
bao cao Rotor-Gene AssayManager.

Nhan mau khéng hop & cé thé dwoc chi dinh cho mot mau hodc dich trong qua trinh phan
tich b&ng Rotor-Gene AssayManager v2.1, dwgc xac dinh trong Bang 6. D& biét cac nhan
phd bién duwgc bao gdm trong Gamma Plug-in, hay tham khdo Huéng dén Str dung Rotor-
Gene AssayManager v2.1 Gamma Plug-in.
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Bang 6. Thong tin nhan

Nhén

M6 ta

ANALYSIS_FAILED

ASSAY_INVALID

CONSECUTIVE_FAULT

CURVE_SHAPE_ANOMALY

FLAT_BUMP

LOW_FLUORESCENCE_CHANGE

MULTIPLE_THRESHOLD_CROSSING

TARGET_NTC_UNEXPECTED_CT_VALUE*

OTHER_TARGET_INVALID

ASSAY_IC_PC_BELOW_ACCEPTED_RANGE®
ASSAY_IC_PC_ABOVE_ACCEPTED RANGE*

ASSAY_IC_PC_NO_CT_VALUE®

TARGET_PC_BELOW_ACCEPTED_RANGE™**
TARGET_PC_ABOVE_ACCEPTED_RANGE**

Xét nghiém duwoc dat thanh khéng hop 1€ vi
phan tich khéng thanh céng. Lién hé B6 phan
Dich vu Ky thuat QIAGEN

Mau khéng hop I& vi it nhat mot chat kiém soat
bén ngoai khéng hop é.

bich dwoc st dung dé tinh toan dich nay
khéng hop 1€.

Pudng cong khuéch dai di¥ liéu tho cho thay
mét hinh dang léch véi trang thai da thiét 1ap
cho xét nghiém nay. C6 kha nang cao la két
qué khéng chinh xac hodc giai thich sai két
qua.

Puéng cong khuéch dai cho thay mét hinh
dang giéng nét det, sai léch véi trang thai da
thiét Iap cho xét nghiém nay. Cé kha nang cao
Ia két qua khong chinh xac hoéc giai thich sai
két qua (vi du: x&c dinh sai gia tri Cy).

Ty I8 thay d6i huynh quang déi véi méu nay so
VvGi ong mau c6 mire thay ddi huynh quang 16n
nhat thap hon gi¢i han xac dinh.

Buong cong khuéch dai di qua ngwdng hon
mét lan. Khéng thé xac dinh Cy rd rang.

MGt tin hiéu khong hop I€ da dwgc phat hién
trong mau chirng khéng mau

M6t dich khac cho cung mét mau khéng hop 1&.
Gia"\ tri Ct dwoc phat hién ndm ngoai pham vi
chap nhan doi voi mau chirng ndi trong ong
Mau chirng dwong.

Khéng phét hiérltl'n hiéu nao cho mau chirng
ndi trong ong Mau ch&ng dwong.

Gié) tri C du’gc phat hién nam ngoéi’pham vi
chap nhan doi voi xét nghiém dét bien trong
ong Mau chirng duong.

Bang tiép tuc & trang sau
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Bang tiép tuc tir trang truéc
Bang 6. Thong tin nhén (tiép)

Nhén

Mbé ta

TARGET_PC_NO_CT_VALUE**

RUN_FAILED

RUN_STOPPED

ASSAY_IC_BELOW_ACCEPTED_RANGE®

ASSAY_IC_NO_CT_VALUE®

ASSAY_IC_ABOVE_ACCEPTED_RANGE

SATURATION

SPIKE

SPIKE_CLOSE_TO_CT
NO_BASELINE
STEEP_BASELINE

STRONG_BASELINE_DIP

}’(héng~phét hién tin hiéu nao cho kénh dich trong
ong Mau chirng duong.

Xeét nghiém Khong hop 1€ dugc dat thanh khéng
hop 1€ do sw co v&i may luan nhiét hoac két noi
may luan nhiét.

Xét nghiém Khdng hop & dwoc dat thanh khéng
hop 1é vi da dirng chay theo cach thi cong.

Gia tri Cr dwoc phat hién nam dwéi pham vi chap
nhan dbi véi mau chirng noi trong mau xét
nghiém. Dau vao DNA c6 thé qua cao: pha lodng
mau trwdc khi xét nghiém lai.

Khéng pﬁét hién tin hiéu nao cho mau ching noi
trong mau xét nghiém.

Gia tri Cr dwgc phat hién ndm trén pham vi chap
nhan déi véi mau chirng ndi trong mau xét
nghiém. M&u c6 thé khong chira dt DNA c6 thé
khuéch dai hodc cé thé chira chat trc ché.

Huynh quang di liéu thé dang b&o hoa manh
trwée diém udn ctia dwdng cong khuéch dai.

Binh trong huynh quang d@ liéu thé dwoc phat
hién trong dwdng cong khuéch dai nhwng nam
ngoai khu vue trong d6 CT dwoc xac dinh.

Phat hién dinh trong dwéong cong khuéch dai gan
v&i CT.

Khéng tim thdy dwong co s& ban dau. Khong thé
thwe hién phan tich tiép theo

Phat hién dwéng co s& doc 1én cho huynh quang
di liéu thé trong dwong cong khuéch dai.

Phat hién dwong co s& déc xuéng cho huynh
quang d liéu thé trong dwdng cong khuéch dai.

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc
Bang 6. Thong tin nhén (tiép)

Nhan Mbé ta

Phat hién nhiéu manh bén ngoai pha ting cla

STRONG_NOISE duwdng cong khuéch dai.

Phat hién nhiéu manh trong pha (mi) tdng cta

STRONG_NOISE_IN_GROWTH_PHASE . £ .
- - = - dwdng cong khuéch dai.

ACr duwoc phat hign thap hon mong doi déi voi
TARGET_ACT_UNEXPECTED_EARLY_CT** hon hgp phan trng dét bién dich cla mau xét
nghiém

Cr dwoc phat hién thap hon mong doi dbi véi hdn

VAREIZT G BIN2ARZETED) BARE_ GV hop phan (rng doét bién dich clia mau xét nghiém

Phat hién dwdng co s& dang song cho huynh

WAVY_BASE_FLUORESCENCE quang d liéu thé trong dwdng cong khuéch dai.

* TARGET (DICH) dai dién cho T790M, L861Q, T790M_L861Q_IC, INSERTIONS, G719X,
INSERTIONS_G719X_IC,  L858R, C797S, L858R_C797S_IC, DELETIONS, S768I,

DELETIONS_S768/_IC

** TARGET (PICH) dai dién cho T790M, L861Q, INSERTIONS, G719X, L858R, C797S, DELETIONS,

S768 & ASSAY (XET NGHIEM) dai dién cho T790M_L861Q / INSERTIONS_G719X
L858R_C797S / DELETIONS_S768/

Xét nghiém lai

/

Trong trwéng hop két qua khdng hop 18, hay tham khdo “Hwéng dan X ly sw ¢d”, trang 95,

dé tim hiéu nguyén nhan I8i va cé kha nang xac dinh bat ky 16i no can dwoc chinh stra.

Quy trinh xét nghiém lai dwoc tém tat trong Hinh 20.
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therascreen EGFR Plus RGQ
PCR Kit

Chay gPCR

H3 so' Xét nghiém Rotor-Gene
AssayManager v2.1 Gamma plug-in

Luot chay KHONG. ‘ Xét nghiém lai véi bén hén hop
Hop 1&? ‘ phan (rng EGFR
M3u Hop 16?

Két g (h ét 6ng thé P N
Miation Derected No Mickafion bekected
(Phét hién Dot bién) (Khong phét hién Dot bién) Khéng hop 1&

Nhéan dang Dot bién

‘ Kiém tra ndng d6 cho FFPE ‘

(cic

Mau 43 dugc xét nghiem i ™ ANG

r mot lan trugc day chua?

v
Bén dinh lwgng dét bién
(d6i véi céc dich ap dung):

56 ban sao (ccf DNA tir Huyét twong) |

Céc giéi han dudi va gidi han trén ciia v v v
khoang tin cayi

ASSAY_IC_BELOW_ACCEPTED_RANGE ASSAY_IC_ABOVE_ACCEPTED_RANGE Khac
DBu vao DNA ¢6 thé qud cao: M3u c6 thé khéng chira di DNA c6 thé khuéch Tham khéo Bang 6 (Binh nghia nhan) va Hudng
1) pha loding méu trudie khi xét nghiém lai dai hojc cd thé chira chét (rc ché: y
1) xét nghiém voi nong do cao hon

BELOW_AC

hiem vinong 4o cao hon Néu khéng tim thly  do m3u khang hop I,
« domau
2 phalodng miu true khi xét nghiém 12 héy téch chit lai méu va xét nghiém loi
TED_RANGE,

Hinh 20. So d6 quy trinh quyét dinh therascreen EGFR Plus RGQ PCR Kit.

Néu mot hodc mét s mau chirng 1an chay khéng hop 18, 1an chay phai dwoc 13p lai Vi
4 Hén hop Phan ing EGFR. Vi du: néu mau chirng dwong khéng dap trng tiéu chi hop lé
d6i vé&i H6n hop T790M & L861Q, nhwng hop 1& dbi véi tat ca cac Hn hop Phan 'ng EGFR

khac, bén H&n hop phai dwoc xét nghiém lai véi tat cd cac mau.
Néu moét hodc mot s mau khong hop 1€, cac mau lién quan phai dwoc xét nghiém lai véi
4 Hén hop Phan tng EGFR. Tuy thudc vao nhan dwoc hién thj bdi RGAM, hay pha lodng

mau cla ban trudc khi xét nghiém lai hodc xét nghiém lai véi ndng dd cao hon.

Néu khong tim thay ly do mau khoéng hop 1é:
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e Kiém tra xem cac mau clia ban da dwoc x& ly va bao quan nhw mé ta trong phan “Bao
quan va X ly Mau” chua.

e Tach chiét lai mau FFPE clia ban véi nhiéu phan hon truéc khi xét nghiém lai.

e Tach chiét lai mau FFPE cla ban bang cach chon mét viing khdi u Ién hon trwdc khi xét
nghiém lai.

e Xin lwu y réng tat ca cac hiéu suat da dwoc thiét 1ap bang cach str dung DNA tach chiét
tr FFPE & 5 ng/ul va/hodc 5 pl ccfDNA tinh sach dwoc tach chiét tir huyét twong.

D& biét cac giai thich khac vé& tinh khéng hop 1& clia mau, vui 1dng tham khdo “Hwéng dan

An

X ly sw cd” trang 95.
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Han ché

Két qua tlr san pham nay phai dwoc gidi thich trong béi canh cla tat ca cac phat hién Iam

sang va phong thi nghiém co lién quan va khéng dwoc str dung moét minh dé& chan doan.

San pham sé dwoc sir dung béi cac chuyén gia phong thi nghiém duoc dao tao vé quy trinh
sinh hoc phan t, quy trinh chan doan trong éng nghiém va dwoc dao tao vé cach sir dung
hé théng QIAsymphony SP, dung cu Rotor-Gene Q MDx 5Plex HRM, Rotor-Gene

AssayManager va Gamma plug-in.

San pham chi dwoc thiét k& dé& str dung trén may luan nhiét Rotor-Gene Q MDx real-time
PCR, dong 5plex HRM két hop véi phdn mém Rotor-Gene AssayManager va Gamma plug-
in bang cach s dung hd so xét nghiém chuyén dung therascreen EGFR Plus.

Chuing t6i khuyén ban nén st dung Deparaffinization Solution (bao gdm xt Iy RNase A),
QlAamp DSP DNA FFPE Tissue Kit, QlAamp DSP Circulating Nucleic Acid Kit,
QlAsymphony DSP DNA Mini Kit va QlAsymphony DSP Circulating DNA Kit.

Can tuan tha nghiém ngét Huéng dan Str dung therascreen EGFR Plus RGQ PCR Kit dé
c6 két qua téi wu. Viéc pha loang thubc thir khac véi nhivng gi mo té trong sb tay nay khéng
dwoc khuyén khich va sé& lam gidm hiéu nang. TAt ca cac thudc thir dwoc cung clp trong
therascreen EGFR Plus RGQ PCR Kit chi dwoc st dung véi cac thudce thir khac dwoc cung
cap trong cung mét bd dung cu. St dung thudc thir tlr cac 16 bo dung cu khac nhau trong

cling mét 1an chay cé thé anh hwéng dén hiéu nang.

Diéu quan trong 1a phai danh gia sb lwong gDNA t» mau FFPE trwdc khi thuc hién phan
tich mau béng therascreen EGFR Plus RGQ PCR Kit. Quy trinh tach chiét nén dwoc 13p lai
néu sb lwgng gDNA khong da dé& phan tich dot bién. gDNA nén dwoc pha lodng néu néng
dd qua cao dé& phan tich dot bién.
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Can chua y dén ngay hét han va diéu kién bao quan in trén hop va nhan cia tat ca cac thanh

phan. Khéng st dung cac thanh phan da hét han hodc dwoc bdo quan khéng ding cach.

therascreen EGFR Plus RGQ PCR Kit chi dwoc xac nhan ddi véi huyét twong dwoc thu &
2K EDTA va FFPE tr bénh nhan NSCLC.

Viéc st dung san phdm nay khéng dwoc phé chuan va/hoac viéc stra dbi cac thanh phan

s& lam mét hiéu lwc trach nhiém cta QIAGEN.
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Dac tinh Hiéu nang

Gidi han trong

Gidi han tréng (Limit of Blank, LOB) dwoc xac dinh bing cach st dung 77 mau FFPE kiéu

tw nhién ctia NSCLC EGFR va 75 mau Huyét twong ciia ngudi hién khée manh (it nhat 60
phép do cho méi 16 thubc thir, 3 16 therascreen EGFR Plus RGQ PCR Kit dwoc siv dung).
LOB dwoc xac dinh cho méi xét nghiém nhét dinh, la gia tri LOB thap nhét thu dwoc. Két

qué LOB dworc tém tat trong Bang 7.

Bang 7. Tém tat két qua giéi han tréng cho therascreen EGFR Plus RGQ PCR Kit

Pich EGFR LoB FFPE (ACt) LoB Huyét twong (ACt)
T790M 11,49 40,23
L861Q 15,31 35,54
Thém doan 11,32 38,42
G719X 14,47 45,00
L858R 10,52 37,54
c797S 15,06 45,00
Mét doan 14,15 45,00
S768l 14,64 45,00

Ty l& dwong tinh gia la dwdi 1% cho tat c& cac dich EGFR ngoai trir L858R trong FFPE
(1,2%) va cho cac Thém doan trong mau Huyét twong (1,08%)
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Gidi han Phat hién

Gidi han phat hién (Limit of Detection, LOD) ctia mdi dot bién trong sb 42 dot bién EGFR
dwoc xac dinh trén cac mau FFPE va Huyét twong dwong tinh thap véi EGFR (3 16
therascreen EGFR Plus RGQ PCR Kit dwoc st dung). Két qua LOD dwoc tém tét trong
Bang 8.

Bang 8. Tém tat két qua gi¢i han phat hién cho therascreen EGFR Plus RGQ PCR Kit

Exon Pot bién ID COSMIC  Thay dbi base FFPE Huyét
Phan tram trong
dot bien Ban sao

trén moi ml

18 G719A 6239 c.2156G>C 5,09% 794

G719S 6252 c.2155G>A 35,00% 149
G719C 6253 c.2155G>T 1,10% 161
19 Mét doan 26038 €.2233_2247del15 2,02% 100

13550 €.2235_2248>AATTC 0,61% 75

6223 €.2235_2249del15 0,54% 75

6225 €.2236_2250del15 0,74% 75

18427 €.2237_2257>TCT 1,00% 75

6220 €.2238_2255del18 0,22% 75

12367 €.2237_2254del18 0,80% 75

12384 €.2237_2255>T 0,36% 75

12678 €.2237_2251del15 0,25% 75

13551 €.2235_2252>AAT 0,65% 75

13552 c.2235_2251>AATTC 1,00% 75

12386 €.2237_2252>T 0,78% 75

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc
Bang 8. Tém tat két qua gi¢i han phat hién cho therascreen EGFR Plus RGQ PCR Kit (tiép)

Exon Potbién ID COSMIC  Thay dbi base FFPE Huyét
Phén tram twong
dot bien Bén sao

trén moi

ml

19 Mét
doan 12416 €.2237_2253>TTGCT 0,60% 75

12728 €.2236_2253del18 0,79% 75
12422 €.2238_2248>GC 0,79% 100
12382 €.2239 2248TTAAGAGAAG>C 2,99% 589
6218 €.2239 2247delTTAAGAGAA 35,00% 1.100
12387 €.2239 2258>CA 0,93% 75
12370 €.2240_2257del18 0,77% 75
12403 €.2239_2256>CAA 0,92% 75
6255 €.2239 2256del18 0,16% 75
12383 €.2239 2251>C 0,72% 75
12419 €.2238 2252>GCA 0,40% 75
6210 €.2240_2251del12 0,92% 75
23571 €.2238_2252del15 1,10% 75
12369 €.2240_2254del15 0,78% 75
13556 €.2253_2276del24 0,89% 75
12385 €.2235_2255>AAT 0,71% 75

Bang tiép tuc & trang sau
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Bang tiép tuc tlr trang trudc
Bang 8. Tém tat két qua gi¢i han phat hién cho therascreen EGFR Plus RGQ PCR Kit (tiép)

Exon Potbién ID Thay dbi base FFPE Huyét
COSMIC A 4s twong
Phan tram
dot bién Ban sao
trén moi
ml
20 S768I 6241 c.2303G>T 0,69% 167
Thém 1237 } o,
doan 376 ¢.2307_2308insGCCAGCGTG 0,76% 150
12378 €.2310_2311insGGT 3,04% 131
12377 c.2319_2320insCAC 0,64% 51
13428 ¢.2311_2312insGCGTGGACA 0,76% 100
13558 c.2309_2310AC>CCAGCGTGGAT 0,89% 100
T790M 6240 c.2369C>T 1,80% 174
C797Sa 6493937 C.2389T>A 1,11% 126
C797Sb 5945664 ¢.2390G>C 0,62% 125
21 L858R 6224 c.2573T>G 0,75% 150
L861Q 6213 C.2582T>A 0,65% 43

D3au vao DNA

Dau vao gDNA duoc tdi wu hoa dé st dung két hop voi therascreen EGFR Plus RGQ PCR Kit
dwoc danh gia trén cac mau FFPE dwong tinh véi EGFR cho 9 dich EGFR (T790M, L861Q,
G719A, G719C, G719S, L858R, C797Sa, C797Sb va S768l) (3 dau vao gDNA khéc nhau,
10 phép do cho mdi mau dau vao, 1 16 therascreen EGFR Plus RGQ PCR Kit dwoc st

dung). Két qua cho thdy dau vao téi wu sé dwoc st dung la 25 ng (5 ng/pl).

Dau vao ccfDNA duoc ti wu hoa dé st dung két hop véi therascreen EGFR Plus RGQ PCR Kit
khéng dwoc danh gia trén cac mau Huyét twong.
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Kha nang lap lai

Kha nang Iap lai dwgc xac dinh trén mot EGFR dwong tinh va mot FFPE am tinh va cac
mau huyét twong. Dbi véi méi xét nghiém EGFR, kha nang l3p lai dwoc danh gia trén mot
dot bién EGFR nhét dinh, dwoc xét nghiém trén 2 mirc d6 dot bién (trung binh va thap). M6i
mtrc dwoc xét nghiém 13p lai trén it nhat 43 1an chay dwoc thwe hién trong 20 ngay, véi tdi
thiéu 78 phép do cho médi mirc ddt bién va mdi xét nghiém (3 dung cu Rotor-Gene Q MDx
5plex HRM, 3 ngwoi van hanh, 3 16 therascreen EGFR Plus RGQ PCR Kit dwgc st dung).
Phan tich dinh lweng két qua kha nang I&p lai dwoc tém tat trong Bang 9 déi véi mau FFPE

va trong Bang 10 dbi v&i mau huyét twong.
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Bang 9. Tém tit két qua kha niang lap lai cho therascreen EGFR Plus RGQ PCR Kit trén mau

(rc Dot bié Gitra nhirng Giira céc Giira cac 16 Gitracac lan | Trong cin
. ; Mirc Dot bien ngudi van a a Gitra cac ngay | A f‘ 9 Téng
Hon hgp EGFR Plus | Dich EGFR Plus dwoc Xét hanh lung cu ung cu chay lan chay
nghi¢m SD* | GV | SD | %CV | SD | %CV | SD | %CV | SD | %CV | SD | %CV | SD | %CV
thap 004 |05t |01t [ 131 [000 |o000 |o000 |000 [o034 [413 |017 | 208 |04 |48
T790M
trung binh 0,05 1,03 0,14 2,63 0,00 0 0,00 0,00 0,34 6,41 0,18 343 041 7.8
T790M_L861Q thap 000 | 000 |03 |[814 [o000 [o000 |000 |o0 034 | 763 |026 |59 |o0s6 | 1262
Le61Q
trung binh 0,00 0,00 0,23 1,27 0,03 1,27 0,00 0 0,35 16,92 0,21 10,02 0,47 227
Kiéu ty nhién | Khéngapdung | 000 [ 000 | 000 | 000 |o020 [o081 [o000 |0 04 |15 |01 |o04s |o46 [ 184
thap 0,15 3,10 0,23 4,55 0,30 6,00 0,00 0 0,64 12,93 0,35 6,97 0,83 16,79
Thém doan
trung binh 0,00 0,00 0,23 11,95 0,21 10,79 0,29 15,29 0,49 25,23 0,17 8,59 0,67 34,69
Ins_G719X thap 000 |000 |o052 [914 [o48 |849 |055 |97 |[o78 [1378 | 027 | 474 | 121 | 215
G719X
trung binh 0,00 0,00 0,49 13,33 0,48 12,82 0,52 14,06 0,63 17,02 0,33 8,84 1,12 30,13
Kiéu ty nhién | Khéngapdung [ 000 [ o000 | 027 | 105 |o028 [ 112 [o021 |08 |072 |28 [o18 |28 |08 | 339
thap 0,00 0,00 0,41 5,76 0,21 2,93 043 6,02 0,23 325 041 5,74 0,79 11,03
L858R
trung binh 016 | 340 | 038 |82 [o000 |o000 |045 |972 [o024 |532 |03 |820 |o076 | 1648
L858R_C797S thap 000 |o000 |052 [913 [o024 |419 |000 |o0 022 |38 |03t |53 |06 |12
cro7s
trung binh 0,00 0,00 0,35 11,31 0,29 9,23 0,26 8,5 0,36 11,72 0,21 6,69 0,67 21,62
Kiéu tw nhién Khéng ap dung 0,20 0,79 0,29 1,1 0,15 0,59 0,44 172 04 1,58 021 0,83 0,74 2,92
thap 0,17 3,10 0,16 2,85 0,00 0,00 0,00 0 0,39 6,95 0,24 441 0,51 9,25
Mét doan
trung binh 020 | 591 |024 [714 [o000 [o000 |000 |o0 042 | 1264 | 015 | 453 | 054 | 1631
Del_S7681 thap 0,06 0,74 0,35 4,43 0,35 4,43 0,18 2,32 0,42 5,36 0,25 32 0,72 9,18
7681
trung binh 0,15 2,58 0,27 4,64 0,34 5,82 0,32 5,38 0,31 5,25 0,24 417 0,68 11,66
Kiéu ty nhién | Khéngapdung [ 000 [ 000 | o014 | o056 |028 [ 112 [o026 |102 |03 [126 [o015 [o061 |054 | 213
* DA A 3
SD: D6 Iéch chuan
- CLUA A LA N
%CV: Hé sb bién thién
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Bang 10. Tém tat két qua kha ning ldp lai cho therascreen EGFR Plus RGQ PCR Kit trén mau
huyéet twong

(e Dot bié Gitra nhiing GivacacSD | Giiva cac 16 Giracaclan | Trong cin
. ; Mirc Botbien | ngueivan Gitra cac ngay 'yong cling Téng
Hén hop EGFR Plus | Dich EGFR Plus | duwoc Xét hanh dung cy dung cy chay 1an chay
nghiém
ohie SD* | %CV™ | SD | %CV | SD | %CV | SD | %CV | SD | %CV | SD | %CV | SD | %CV
thp 01 028 |0 0 016 | 046 |0 0 029 |08 045 | 127 |o057 |16
T790M
trung binh 016 [o049 |[o 0 012 |03 |0 0 026 [o079 | o024 |073 |o041 | 123
T790M_L861Q thép 024 [o076 |03 |09 |o02 063 [038 |[123 |033 [106 |o020 |094 |o072 | 233
L861Q
trung binh 014 |[o049 |o027 |093 [o018 |063 [o018 | o063 [034 |118 |018 [o063 | 055 | 193
Kiéu ty nhién Khongapdung | 022 | 084 | o011 041 |032 [122 |o0 0 042 [ 163 | 015 |o057 |06 231
thép 015 [o048 |008 |02 |o014 |o046 [o005 |015 |01 032 [031 |o099 |04 127
Thém doan
trung binh 013 [043 |[o 0 006 | 022 |o01 035 |0 0 016 [ 055 | 024 | 081
Ins_G719X thép 053 | 184 |02 [o071 [o014 |o047 |052 |18 068 [235 | 015 |051 |105 |362
G719X
trung binh 013 [047 [o021 |076 |039 | 142 |0 0 057 [ 205 | 013 |047 |o075 | 269
Kiéu tw nhién Khongapdung | 033 | 124 [ 01 [ 04 025 | 097 |0 0 043 [ 163 | o016 |06 063 | 231
thap 019 |05 |0 0 01 03 028 |08 |03 |1 03 080 |[o057 |17
L858R
trung binh 017 |05 |[o 0 009 |03 022 | 071 |03 09 |[o018 | o057 |o0ds | 147
L858R_C797S thép 012 |03 |03 [101 |[o026 |08 [o014 |o046 [011 [o036 |o028 |08 |05 | 172
cro7s
trung binh 009 |03 028 | 098 |02 07 0 0 024 |08 |o012 |041 |o045 | 155
Kiéu tw nhien Khong ap dung | 0 031 | 106 [031 | 108 |008 [o028 |o028 [097 |o023 |08 057 | 1,99
thép 066 |19 |[o 0 0 0 018 | 054 [o084 |252 [o028 |o08s [112 |336
Mét doan
trung binh 046 | 15 0 0 0 0 0 0 066 | 216 | 028 |09 085 | 278
Del_S7681 thép 053 [ 166 |016 | 049 [033 | 104 [o034 | 106 |066 |[207 | 014 [o044 |09 | 311
768l
trung binh 014 [o045s |o024 |078 [o025 |081 (024 |077 [035 | 113 |o012 [o039 |o057 [ 187
Kiéu ty nhién Khong apdung | 0,47 | 18 02 [o078 [o026 | 108 |0 0 045 | 171 |o014 [o052 [o074 | 283

* SD: Do léch chuan
** o4 CV: Hé s6 bién thién

Mot phan tich dinh tinh d& dwoc thwe hién trén két qua kha nang 1ap lai ctia FFPE va huyét
twong va cho thay rang ty Ié phat hién dét bién EGFR doc 1ap véi 16 bd dung cu xét nghiém,

dung cu Rotor-Gene Q va ngwoi van hanh.
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Kha nang tai lap

Kha nang tai lap dwgc xac dinh trén mét EGFR dwong tinh va mét FFPE am tinh va cac
mau huyét twong. Dbi véi mbi xét nghiém EGFR, kha nang I3p lai dwoc danh gia trén mot
dot bién EGFR nhét dinh, dwoc xét nghiém trén 2 mirc d6 dot bién (trung binh va thap). M6i
mtrc dwoc xét nghiém trong 5 ban sao trén it nhat 75 1an chay (25 1an chay tai méi dia diém)
dwoc thwe hién trong it nhat 5 ngay, véi téi thiéu 70 phép do cho mdi mirc dot bién va mdi
xét nghiém (3 dia diém, mot dung cu Rotor-Gene Q MDx 5plex HRM tai méi dia diém, mot
ngwdi van hanh tai méi dia didm, mot 16 therascreen EGFR Plus RGQ PCR Kit duwgc st
dung). Phan tich dinh lwong két qua kha nang tai lap dwoc tém tat trong Bang 11 dbi voi

mau FFPE va trong Bang 12 d6i véi mau huyét twong.
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Bang 11. Tom tat két qua kha nang tai lap cho therascreen EGFR Plus RGQ PCR Kit trén mau
FFPE

R . ~¢ mi%. | Trong cung | Giira cac Giira cac 2
H6n hop Pich EGFR :\Ill:gcb)c(p;tblen 1an chay ngay dia diém Tong
EGFR Plus Plus nghiém SD* |[CVv* [SD |%CV [SD |%CV |SD |%Cv
thap 023 |27 |o048 |548 |012 |1,38 | 0,54 |6.26
T790M
trung binh 019 |[342 |044 |795 |013 |2,20 |05 |895
T790M_L861Q thép 022 |485 (07 |1548 031 |681 | 0,79 |17,59
L861Q
trung binh 021 |87 |o066 |276 |0 0 0,69 | 28,93
Kidu ty nhién m?ggap 014 |055 |062 |246 |038 |153 |074 |295
thép 0,28 |529 (021 [402 |0 0 0,35 | 6,64
Thém doan
trung binh 015 |7,11 015 |6,87 |0,09 |3,99 |0,23 | 10,66
Ins_G719X thap 0,25 |4 02 314 |029 |456 |043 |6,83
G719X
trung binh 018 [4,18 0,22 |511 |026 |6,01 |0,39 | 892
Kidu tw nhién dKSr?ggép 014 |054 0,14 |054 [0,15 |061 |0:25 |07
thap 027 |34 |015 [1,92 |033 |4,11 |045 |567
L858R
trung binh 022 [423 015 |292 |031 |596 |042 |7.87
L858R_C797S thép 03 |497 012 |207 |02 |1,93 |035 |572
C797S
trung binh 019 |[523 016 |452 |02 |559 |0,32 |8,89
Kidu tw nhién m‘;’ggép 0,12 |046 |021 |082 |005 |0,18 |024 | 0,96
; thép 024 |416 024 |416 |0,19 |3,33 |0,37 | 6,53
Mat doan
trung binh 015 [4,43 011 |312 |06 |4,65 | 0,25 | 7,14
Del_S768l thap 026 [329 |02 |254 |014 |1,85 |0,35 |4,55
S768l
trung binh 021 |366 |028 |476 |013 |2,25 |0,37 |6,41
Kidu tw nhién g:gggép 012 |049 |011 |045 |026 |1,02 [031 |1,22

* SD: D6 léch chuén
** %CV: Hé sb bién thién
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Bang 12. Tém tat két qua kha nang tai lap cho therascreen EGFR Plus RGQ PCR Kit trén mau

huyét twong
- Mirc Dot bién Trong cung Giira cac Giira cac Tén
H6n hop Dich EGFR | o~ “Xat 1an chay ngay dia diém 9
EGFR Plus Plus nghiém SD* | %CV* |SD |%CV|SD |%CV |SD |%CV
thép 0,34 |093 |026 |0,73 |04 |04 |045]|1,.25
T790M
trung binh 02 |058 |022 |066 |024 0,73 |0,38]1,14
T790M_L861Q thép 0,35 |1,11 |09 |06 |07 0,55 |0,43]1,37
L861Q
trung binh 019 065 |06 |0,56 |0,23 | 0,81 |0,34 1,18
Kiéu t nhién 53,?;9 ap 018 |067 |086 |328 [047 |18 |1 |38
thép 0,29 093 |0 0 o |o 0,3 |04
Thém doan
trung binh 0,19 |0,65 |0 0 0o |o 02 |067
Ins_G719X thap 0,39 [1,3 064 |215 0,85 | 286 |1,13 | 3,81
G719X
trung binh 0,24 |087 [033 |1,19 |025 |09 048172
Kidu tw nhién 53259 &0 019 [0,72 |o021 |082 0,16 | 0,63 |0,33 | 1,26
thép 0,37 | 1,1 0,35 | 1,04 | 047 | 1,38 |0,69 | 2,05
L858R
trung binh 0,17 |055 |0,35 | 1,12 0,48 | 1,54 |062 1,98
L858R_C797S thép 0,29 |0,94 |023 |0,74 031 |0,98 |0,48]1,54
c7978
trung binh 02 |068 018 |063 035|122 044|153
Kidu tu nhién m‘;’gg ap 03 |104 |038 |131 {034 |1,18 | 059 |2,05
) thép 03 |091 |038 |1,16 |054 [1,62 [0,73 219
Mat doan
trung binh 0,21 |069 |032 [1,04 052 |1,7 |0,65|211
Del_S768l thap 017 053 027 |084 0,39 [121 |05 |1,57
S768
trung binh 02 |066 |07 |056 |028 [0,92 [0,39]1,26
Kidu t nhién gﬂ‘r‘]’gg ap 017 |065 |09 071 [03 |13 |039] 1,49

* SD: Do léch chuén
** %CV: Hé sb bién thién

Mét phan tich dinh tinh da duoc thwe hién trén két qua kha nang tai lap ctia FFPE va huyét

twong va cho thay ring ty I& phat hién dot bién EGFR doc lap véi dia diém.
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Céc chat gay nhiéu

Téng cong 36 chat co kha nang gay nhiéu da dwoc xét nghiém trén 2 mau FFPE va huyét
twong dwong tinh véi EGFR va mdt mau am tinh véi EGFR (Bang 13). Cac chét ndi sinh ¢6
kha ndng gay nhiéu va cac chat ngoai sinh cé thé dugc tim thdy trong mot mau trwée khi
chuén bi DNA dwoc tron véi cac mau & mure tdi da cé lién quan vé mat lam sang. Cac chét
ngoai sinh c6 kha nang gay nhiéu do quy trinh chu&n bi DNA duwgc tron 1an véi DNA dugc
tach chiét & mrc dwoc tinh toan trong trwéng hop xau nhat. M6i mau (mau chirng va tron
v&i chat ¢ kha nang gay nhi&u) dugc xét nghiém trong 6 ban sao, két qua la tdng s6 51 1&n
chay (1 16 therascreen EGFR Plus RGQ PCR Kit dwgc st dung). Phan tich dinh lwong
khéng cho thay bét ky tac dong gay nhiu ndo clia cac chat dwoc xét nghiém.
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Bang 13. Cac chat c6 kha niang gay nhiéu dwoc xét nghiém trén mau FFPE

Chét dwoc xét nghiém

Néng dé xét nghiém

Formalin 4-10%

Sap paraffin

Deparaffinization solution

ATL (QlAamp FFPE Lysis Buffer)
Proteinase K

RNAse A

Chéat dém AL (QlAamp FFPE Lysis Buffer)
Ethanol 96—100%

AW1 (QlAamp FFPE Wash Buffer)

AW?2 (QlAamp FFPE Wash Buffer)

QSB1 (QlAsymphony FFPE Buffer)

MBS (QlAsymphony FFPE Magnetic Beads Solution)
QSW1 (QlAsymphony FFPE Wash Buffer)
QSW2 (QlAsymphony FFPE Wash Buffer)
AVE (QlAsymphony FFPE Elution Buffer)
ATE (QlAamp FFPE Tissue Elution Buffer)

4,10E-05%
4,10E-05%
4,10E-05%
1,30E-05%
4,00E-05%
1,99E-07%
1,99E-03%
1,99E-03%
1,00E-01%
1,00E+00%
4,19E-07%
6,15E-09%
8,80E-04%
8,80E-02%
5,00E+00%
5,00E+00%
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Bang 14. Cac chat c6 kha ning gay nhiéu dwoc xét nghiém trén mau huyét twong

Chét dwoc xét nghiém

Néng dé xét nghiém

Buffer ACL (QlAamp Plasma Lysis Buffer)
Buffer ACB (QIAMP Plasma Buffer)

Buffer ACW1 (QlAamp Plasma Wash Buffer)
Buffer ACW2 (QlAamp Plasma Wash Buffer)
Ethanol 96—-100%

Buffer AVE (QlAamp Plasma Elution Buffer)

MBS3 (QlAsymphony Plasma Magnetic Beads
Solution)

Proteinase K

QSB4 (QlAsymphony Plasma Buffer)

QSWS8 (QlAsymphony Plasma Wash Buffer)
QSW9 (QlAsymphony Plasma Wash Buffer)
QSW10 (QlAsymphony Plasma Wash Buffer)

QSE1/QSE2 (QlAsymphony Plasma Elution Buffer)

Axit ethylenediaminetetraacetic (EDTA)

5,77E-05%
2,92E-04%
1,00E-03%
1,25E-02%
1,25E-01%
5,00E+00%

3,48E-05%

7,49E-05%
5,57E-04%
1,11E-01%
4,62E-01%
5,00E+00%
5,00E+00%
3,39E+00 pmol/L

Bilirubin khéng tiép hop 684 pmol/L
Bilirubin tiép hop 475 umol/L
Haemoglobin 10 g/L
Triglyceride 16,94 mmol/L
Xylene 684 pmol/L
Chloroform 5,00E+00%
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Do dac hiéu va phan rng chéo

Do dac hiéu va phan rng chéo cla therascreen EGFR Plus RGQ PCR Kit dwgc danh gia
bang cach kiém tra kha nang cla therascreen EGFR Plus RGQ PCR Kit trong viéc phat hién
va xac dinh chinh xac (khi c6 thé) dat bién EGFR dugc trinh bay trong Bang 1. Béi véi cac
mau FFPE, nghién ctru dwoc thue hién trén tat ca cac dot bién dich EGFR. Bo déc hiéu cla
cac mau huyét twong dwoc danh gia trén cac dét bién dich C797Sa va C797Sb. Tt ca cac
mau déu dwoc xét nghiém mot 1an cho méi 16 therascreen EGFR Plus RGQ PCR Kit, 3 16
therascreen EGFR Plus RGQ PCR Kit dwoc s dung. Nghién ctru cho thay réng tat ca cac
dét bién dich dwoc phat hién bang xét nghiém EGFR duw kién va khéng c6 tin hiéu nao dwoc
quan sat thay véi cac xét nghiém khac.

Viéc phat hién dot bién hiém gap L858Q khong nham dich bang therascreen EGFR Plus
RGQ PCR Kit ciing dwoc danh gia bang cach xét nghiém cac mau FFPE va huyét twong.
Nghién ctu nay chi ra rang dot bién L858Q khoéng dugc phat hién béi xét nghiém C797S
va co thé dwoc phat hién béi xét nghiém L858R & ty |& phan trdm dot bién cao (FFPE) va
sb lwong ban sao cao (huyét twong).

Nhiém ban chéo va kha nang mang sang

Su nhiém ban chéo cla 4 quy trinh EGFR Plus, ttrc [a s dung 4 phwong phap chuén bi
DNA, dwoc danh gia béng cach str dung cac diéu kién khac nhau xen k& cac mau dwong
tinh va am tinh v&i EGFR. it nhat 3 1&n chay trén mdi quy trinh EGFR Plus da dwoc thuwc
hién (116 therascreen EGFR Plus RGQ PCR Kit dwoc st dung cho méi quy trinh) va khéng
c6 quy trinh nao trong sé 4 quy trinh bi nhi&m ban chéo.

Trong qua trinh danh gia nhidm ban chéo, viéc mang sang gitra bén quy trinh EGFR Plus
da dwoc danh gia va cho thdy khéng cé tinh trang mang sang nao gitra cac 1an chay.
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Khung th&i gian St dung

Khung th&i gian téi da tir khi chun bi dia gqPCR dén khi khéi chay gqPCR dwoc xac dinh cho
mbi xét nghiém EGFR trén mot dot bién EGFR nhét dinh, dwoc xét nghiém trén mét mirc
dot bién thap (mét dung cu Rotor-Gene Q MDx 5plex HRM, 1 nguwéi van hanh, 1 16
therascreen EGFR Plus RGQ PCR Kit dwoc st dung). 8 mau dwong tinh FFPE khac nhau
da dwoc xét nghiém ngay sau khi chuén bi dia qPCR va sau 3 gi®, 6 gi’ va 24 gid lwu triv
& +2 °C/+8 °C. Khung thoi gian tbi da c6 thé chap nhan dwoc la 24 gid; tuy nhién, ban nén
chay gPCR trén therascreen EGFR Plus RGQ PCR Kit cang sém cang tét sau khi chuan bi

dia (ttrc 13, sau khi nap tat c& cac mau can xét nghiém).
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Hiéu suat Lam sang

Do chinh xac: So sanh véi phwong phap tham chiéu phan tich

Nghién cru da chirng minh mirc d6 phu hop cao gitra therascreen EGFR Plus RGQ PCR
Kit va (cac) phwong phap phan tich do chinh xac. Cac phwong phap tham chiéu va giai
quyét sw khac biét dwoc sir dung: PNA gPCR - trong Karachaliou et al., 2015 va Mayo-de-
las-Casas et al., 2017; Sanger bi-directional sequencing; Next-generation sequencing,
therascreen EGFR RGQ PCR Kit V2, CE (s6 danh muc 874111) va therascreen EGFR
Plasma RGQ PCR Kit, CE (s6 danh muc 870311).

Két qua dwoc phan tich d& danh gia Pinh chuan Ty 1& Phan tr&m Dwong tinh (Positive
Percent Agreement, PPA), Dinh chuidn Ty l&é Phan tr&m Am tinh (Negative Percent
Agreement, NPA) va Binh chuan Ty 1& Phan tram Tdng th& (Overall Percent Agreement,
OPA\) vé tinh trang dot bién EGFR (MT ho&c WT) va dich EGFR (xac dinh d6t bién) cho mau
FFPE va huyét twong gitra therascreen EGFR Plus RGQ PCR Kit va phwong phap Tham
chiéu twong (rng va theo phwong phap giai quyét sy khac biét.

Trong nghién c(ru, 170 mau FFPE da dwoc xét nghiém va 148 mau cho két qua c6 thé giai
thich hop 1& (148 trang thai mau va 155 trang thai dich).

Khi két qua clia therascreen EGFR Plus RGQ PCR Kit duoc so sanh véi két qua ctia phwong
phap Tham chiéu twong (ng, 4 trang thai mau EGFR (MT ho&c WT) cho thay sw khéng phu
hop. Sau khi phan tich phwong phap giai quyét sw khac biét, sb lwong trang thai mau khéng
pht hop (MT hodc WT) gidm xubng con mét trang thai mau am tinh gia, khac biét. PPA,
NPA va OPA véi khodng tin cay (Confidence Interval, Cl) 95% hai phia twong (rng dwoc
tém tat trong Bang 15 va Bang 16.
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Bang 15. Phan tich Binh chuan cua trang thai dét bién téng thé trén méi mau - - s0 sanh
therascreen EGFR Plus RGQ PCR Kit va Phwong phap Tham chiéu cho cac mau FFPE

Gi¢i han dweéi Gi¢i han trén
khoang tin cay 95%  khoang tin cay 95%

Pinh chuan Ty I1é Phan  97,30% 93,22% 99,26%
tram Téng thé

Binh chuan Ty lé Phan 93,65% 84,53% 98,24%
tram Dwong tinh
(a6 nhay)

Pinh ghuén Ty 1é Phan 100,00% 95,75% 100,00%
tram Am tinh (tinh dac
hiéu)

Bang 16. Phan tich Binh chudn cua trang thai dét bién téng thé trén méi mau sau nghién ciru
khéng phu hop déi véi cac mau FFPE

Gi¢i han dwéi Gi®i han trén
khoang tin cay 95% khoang tin cay 95%

Dinh chudn Ty 18 Phdn  99,32% 96,29% 99,98%
tram Téng thé

Pinh chuan Ty Ié Phan 98,33% 91,06% 99,96 %
tram Dwong tinh
(46 nhay)

Pinh ghuén Ty lé Phan 100,00% 95,89% 100,00%
tram Am tinh (tinh dac
hiéu)

Khi két qua clia therascreen EGFR Plus RGQ PCR Kit dwoc so sanh vai két qué clia phwong
phap Tham chiéu twong (rng, 9 trang thai dich EGFR cho thay sw khéng phu hop (Bang 17).
Sau khi phan tich phwong phép giai quyét sw khac biét, sb lwong trang thai dich khdng phu
hop gidm xudng con 3 trang thai dich khac biét, 2 am tinh gia va 1 dwong tinh gia (Bang 18).
PPA, NPA va OPA véi khoang tin cay (Confidence Interval, Cl) 95% hai phia twong (rng
dwoc tém tét trong Bang 19 va Bang 20.
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Bang 17. Chi tiét trang thai dot bién'FFPE trén méi dich — so sanh therascreen EGFR Plus RGQ

PCR Kit va Phwong phap Tham chiéeu

Phwong <
phap 3 c -
tham g Q 'g é % g .§ E g'
chiéu | 2|8 £ = ® 2 = | ¥ | ©
[ - @ o ] () «© x
< = 1}
=
therascreen EGFR Plus RGQ PCR Kit
WT 85 1 - - 2 - - 2 1 91
T790M 2 2 - - - - - - - 4
L861Q - - 1 - - - - - - 1
Thém doan 1 - - 1 - - - - - 2
G719X - - B - 1 - - - R 1
L858R - - - - - 19 - - - 19
c7978 - - - . - B 1 B} B 1
M4t doan - - - - - - - 36 - 36
Ex21 MT - - - - - - - - - -
Téng 88 3 1 1 3 19 1 38 1 155
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Bang 18. Chi tiét trang thai dot bién FFPE cho méi dich sau nghién ctru khéng phu hop

Phwong
phap
tham H - .
chiéu va S I - T T A - I
giai E S o € IS o o © b 6
quyét sw = 3 3 o 3 ) & X [
khac biét £ = w
therascreen EGFR Plus RGQ PCR Kit
WT 89 2 91
T790M 4 4
L861Q 1 1
Thém doan 1 1 2
G719X 1 1
L858R 19 19
C797S 1 1
Mét doan 36 - 36
Ex21 MT
Téng 90 4 1 1 3 19 1 36 155

Bang 19. Phan tich Dinh chuén cua trang thai dét bién téng thé trén méi dich — so sanh
therascreen EGFR Plus RGQ PCR Kit va Phwong phap Tham chiéu cho cac mau FFPE

Gi&i han dwéi

Gi¢&i han trén

am tinh (tinh dac hiéu)

khoang tin khoang tin
cay 95% cay 95%
Dinh chuan ty 1&é phan tram  94,19% 89,26% 97,31%
téng thé
Pinh chuan ty Ié phan tram  91,04% 81,52% 96,64%
dwong tinh (d6 nhay)
Dinh chuan ty 18 phan tram  96,59% 90,36% 99,29%
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Bang 20. Phan tich Dinh chuan cua trang thai dét bién tong thé trén méi dich sau nghién ctru
khong phu hop doi véi cac mau FFPE

Gi¢i han dweéi Gi¢i han trén
khoang tin khoang tin
cay 95% cay 95%

Pinh chuan ty I1é phan tram  98,06% 94,44% 99,60%

téng thé

Pinh chuan ty Ié phan tram  96,92% 89,32% 99,62%

dwong tinh (d6 nhay)

Pinh chuan ty I1é phan tram  98,89% 93,96% 99,97%

am tinh (tinh dac hiéu)

Trong nghién ctru, 106 mau Huyét twong da dwoc xét nghiém va 106 mau cho két qua cé
thé giai thich hop 1& (106 trang thai mau va 121 trang thai dich).

Khi két qua clia therascreen EGFR Plus RGQ PCR Kit dwoc so sanh véi két qua ctia phwong
phap Tham chiéu twong (ng, 9 trang thai mau EGFR (MT ho&c WT) cho thay sw khéng phu
hop. Sau khi phan tich phwong phap giai quyét sw khac biét, s lwong trang thai mau khéng
phu hop (MT hodc WT) gidm xudng 3 trang thai mau khac biét, 1 &m tinh gia, va 2 dwong
tinh gid. PPA, NPA va OPA véi khodng tin cay (Confidence Interval, Cl) 95% hai phia twong
&ng dwoc tém tat trong Bang 21 va Bang 22.
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Bang 21. Phan tich BPinh chuan cua trang thai dét bién téng thé trén mé6i mau - - s0 sanh
therascreen EGFR Plus RGQ PCR Kit va Phwong phap Tham chiéu cho cac mau Huyét twong

Giéi han dwéi

Giéi han trén

khoang tin khoang tin
cay 95% cay 95%
Pinh chuan ty I1é phan tram  91,51% 84,49% 96,04%
téng thé
Pinh chuan ty I1é phan tram  87,27% 75,52% 94,73%
dwong tinh (d6 nhay)
Pinh chuan ty I1é phan tram  96,08% 86,54% 99,52%

am tinh (tinh dac hiéu)

Bang 22. Phan tich BPinh chuan cua trang thai dét bién téng thé trén moéi mau sau nghién ctru

khéng phu hgp déi véi cac mau Huyét twong

Giéi han dwéi

Gi¢i han trén

khoang tin khoang tin
cay 95% cay 95%
Dinh chuén ty 1é phan 97,17% 91,95% 99,41%
tram tong thé
Dinh chuén ty 1& phan 97,96% 89,15% 99,95%
tram dwong tinh
(d6 nhay)
Dinh chuan ty 1é phan 96,49% 89,89% 99,57%
tram am tinh (tinh dac
hiéu)

Khi két qua clia therascreen EGFR Plus RGQ PCR Kit dwoc so sanh vai két qué clia phwong

phap Tham chiéu twong &ng, 18 trang thai dich EGFR cho thay sw khéng phu hop

(Bang 23). Sau khi phan tich phwong phap giai quyét sw khac biét, s6 lwong trang thai dich

khéng phu hop giam xudng con 5 trang thai dich khac biét, 3 dwong tinh gia va 2 am tinh
gia (Bang 24). PPA, NPA va OPA v&i khoang tin cay (Confidence Interval, Cl) 95% hai phia

twong (ng dwoc tom tat trong Bang 25 va Bang 26.
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Bang 23. Chi tiét trang thai dét bién Huyét twong trén méi dich — so sanh therascreen EGFR

Plus RGQ PCR Kit va Phwong phap Tham chieu

Phwong phap tham chiéu =|lc g' x| o §. >
El2|&8|c|8|28|2|%
Fla|g|d)0|8
therascreen EGFR Plus RGQ PCR Kit -

WT 49 | 6 6 1 |62
T790M 8 8
L861Q 2 2

Thém doan 1 1
L858R 13 13
C797S 0

Mét doan 4 1 30 | 35
Téng 53 | 14 | 2 1 119 1 |31 (121

Bang 24. Chi tiét trang thai dot bién Huyét twong cho méi dich sau

nghién ctru khéng phu hop

Phwong phap
tham chieu va c
giai quyet sw © <
khac biet - 212 8| 5|2 38 o
2| 2|8 || 8|R|2Z |
- 3 @ a o «© L
£ =
[=
therascreen EGFR Plus RGQ PCR Kit
WT 60 1 1 62
T790M 8 8
L861Q 2 2
Thém doan 1 1
L858R 13 13
C797S 0
Mét doan 3 32 | 35
Téng 63 9 2 1 14 0 32 | 121
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Bang 25. Phan tich Pinh chuan cua trang thai dét bién téng thé trén méi dich — so sanh
therascreen EGFR Plus RGQ PCR Kit va Phwong phap Tham chiéu cho cac mau Huyét twong

Giéi han dwéi

Gi¢i han trén

khoang tin khoang tin
cay 95% cay 95%
Pinh chuan ty 1é phan 85,12% 77,51% 90,94%
tram tong thé
Binh chuan ty 1é phan 80,60% 69,11% 89,24%
tram dwong tinh
(d6 nhay)
Pinh chuan ty lé phan 90,74% 79,70% 96,92%

tram am tinh (tinh dac
hiéu)

Bang 26. Phan tich Dinh chuan cua trang thai dét bién tong thé trén méi dich sau nghién ctru

khang phu ho'p déi véi cac mau Huyét twong

Giéi han dwéi

Gi¢i han trén

khoang tin khoang tin
cay 95% cay 95%
Pinh chuan ty 1& phan 95,87% 90,62% 98,64%
tram tong thé
Binh chuan ty 1é phan 96,55% 88,09% 99,58%
tram dwong tinh
(d6 nhay)
Pinh chuan ty lé phan 95,24% 86,71% 99,01%

tram am tinh (tinh dac
hiéu)
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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& biét thém thong tin, xem thém trang Cau héi thwdrng gép tai Trung tam Hb tro

Ky thuat cta ching t6i: www.qgiagen.com/FAQ/FAQList.aspx. Cac nha khoa hoc thudc bd

phan Dich vu K§ thuat QIAGEN ludn s&n long tré 161 bat ky cau hdi nao clia ban vé théng tin

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

tin lién hé, truy cap www.giagen.com).

Nhan xét va goi y

Lwot chay khéng hop 1é do Mau chirng dwong khéng hop 1é

a)

b)

c)

d)

e)

M6t thanh phan cua
hén hop phan trng
khéng dwoc thém
vao

HG6n hop phan (ng bi
bién tinh

Thé tich hat pipet
qua thap: thé tich hat
pipet c6 thé khong
chinh xac

L&i v&i dung cu
Rotor-Gene Q MDx

L&i trong céc phu
kién clia dung cu
Rotor-Gene Q MDx

Kiém tra xem hdn hop phan rng da dwoc chuén bi chinh
xac chua.

Kiém tra xem tat ca cac thanh phan cGa hdn hop phan tng
gPCR da dwgc thém vao hay chua.

Lap lai lwot chay gPCR.

B6 dung cu da dugc dong lanh va ra déng qua nhiéu lan,
thanh phan bd dung cu khoéng dwgc bao quéan & -30 dén
—15 °C, hodc hén hgp doan moi va doan do khéng dwoc bao
vé khéi anh sang.

Kiém tra cac diéu kién bao quan va ngay hét han (xem nhan)
cula thudc thr va st dung b6 dung cu mai.

Lap lai lwot chay qPCR.

Kiém tra chwong trinh ht pipet va thiét 1ap phan (ng. Kiém
tra 5 yl mau chirng da dwoc thém vao chua.

Kiém tra va hiéu chuan lai cac 6ng pipet, néu can, trudc khi
13p lai lan chay qPCR.

Kiém tra nhat ky bao tri dung cu.

Lap lai lwgt chay qPCR.

72-Well Rotor c6 thé bi khéa khéng chinh xac.
Lap lai lwot chay qPCR.
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Nhan xét va goi y

f)

9)

h)

k)

Dao nguoc ID éng
dang dai va/hoac
mau

Céc mau chirng bi
thiéu hodc nap & vi
tri khdng chinh xac

Tron khéng du cac
mau chirng

DPéng 6ng khong higu
qua

Céc diéu kién bao
quan cho mét hoac
nhiéu thanh phan bd
dung cu khéng tuan
tha cac hwéng dan
dwoc dwa ra trong
“Diéu kién bao quan”
(trang 26)

therascreen EGFR
Plus RGQ PCR Kit
da hét han

DPuwéng cong khuéch
dai khéng chinh xac
(xao anh)

Kiém tra chwong trinh ht pipet va thiét 1ap phan &ng.
Lap lai lwot chay gPCR.

Dam bao rang mau ching chinh xac dwoc nap vao ding vi
tri.
Lap lai lwot chay qPCR.

Chuwa hoan thanh viéc ra déng~m§u ching trwée khi viéc
nap hodac tron mau chirng v&i hon hop phan ¢ng (hut pipet
Ién xudng) chwa dwoc thye hién chinh xac.

Lap lai lwot chay qPCR.

Ong khéng dwoc déng nap hiéu qua, dan dén bay hoi trong
lwot chay gPCR.

Lap lai lwot chay gPCR.

Kiém tra cac diéu kién bao quan va ngay hét han (xem nhén
bd dung cu) cta thubc thir va s dung bd dung cu méi, néu
can.

Kiém tra cac diéu kién bao quan va ngay hét han (xem nhan
b6 dung cu) cta thudc thtr va str dung bd dung cu méi, néu
can.

Kiém tra duwong cong twong (rng dé tim cac duong cong bat
thwong (vi du: dwong thang).
Lap lai lwot chay qPCR.
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Nhan xét va goi y

Lwot chay khong hop 1é do khuéch dai trong Mau chirng Khéng mau

a) Nhiém ban chéo
hoac nhiém thuoc
thee

b) Puong cong khuéch
dai khéng chinh xac
(xa0 &nh)

¢) Pao nguoc ID bng
dang dai va/hoéc
mau

d) L&i véidung cu
Rotor-Gene Q MDx

Luén x& ly mau, cac thanh phan bd dung cu va vat tw tiéu
hao phu hop v&i cac thue hanh dwoe khuyén nghi dé ngan
ngtra nhiém ban mang sang.

Dam bao rang cac dau tip dwoc thay dbi gitra cac lan hat
pipet cac loai thudc thtr khac nhau hoéc khi nap cac ong
khac nhau. Chgén bi hon hop phén trng gPCR bang vat liéu
chuyén dung (6ng pipet, dau tip, v.v.).

Chuén bj hén hop phan tng qPCR va phan &rng NTC trong
maét khu vure chuyén dung ma khong c6 chat nen DNA (DNA,
plasmid hodc cac san pham PCR) dwoc dwa vao.

Néu xac dinh c6 nhiém ban chéo, hay thay thé tat ca cac
thudc thir.

Lap lai lwot chay gPCR.

Kiém tra duwong cong twong (rng dé tim cac dwong cong bat
thwdng (vi du: dwong thang).
Lap lai lwot chay qPCR.

Kiém tra chwong trinh hit pipet va thiét 1ap phan &ng.
Lap lai lwot chay qPCR.

Kiém tra nhat ky bao tri dung cu.

Vi du, léch hwéng éng kinh cé thé dan dén nén cao hon
ho&c x&o anh. Néu can chinh éng kinh khéng phai [a mot
phan cla ké& hoach bao tri cGa ban, vui Idng lién hé véi bo
phan Dich vu K§ thuat cia QIAGEN dé biét thém thong tin
va can thiép co thé cé.

Mau khéng hop 1é do khdng c6 khuéch dai hodc khuéch dai thap trong Mau

chirng noi

a) Nong do DNA méu
qua thap

therascreen EGFR Plus RGQ PCR Kit duoc t6i wu héa cho
nong d6 hoat dong 5 ng/ul (DNA tir FFPE) va 5 pl ccfDNA
tach chiét tinh sach tr mau huyet twong.

Kiém tra ndng do (ddi véi FFPE).

Lap lai bwéc gPCR cho mau.
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Nhan xét va goi y

b)

c)

d)

e)

f)

9)

Chét lvong mau
DNA kém

S hién dién cla
chat tre ché trong
mau

Thé tich hat pipet
qua thap: thé tich hat
pipet c6 thé khong
chinh xac

DPong éng khong hiéu
qua

Céc diéu kién bao
quén cho mét hoac
nhi&u thanh phan bo
dung cu khéng tuan
tha cac hwéng dan
dwoc dwa ra trong
“Diéu kién bdo quan”
(trang 26)
therascreen EGFR

Plus RGQ PCR Kit
da hét han

Kiém tra ndng do (ddi véi FFPE).

Lap lai bwdc gPCR v&i mot mau thay thé (Iy twdng 1& méi
cat).

Lap lai lwot chay véi ndng d6 mau cao hon.

Lwu y: Xét nghiém ndéng dd gDNA cao hon cé thé tao ra Cr
exon 2 sodm hon, nhung sé lam tang nguy co trc ché. Do
do, Ct exon 2 c6 thé mudn hon véi nong dé thap hon.

Pha lodng mau va I&p lai lwot chay v&i ndng d6 mau thap
hon.

Lwu y: Xét nghiém ndng d6 thap hon co thé cho tin higu
exon 2 sém hon néu chat trc ché cé mat trong mau & mirc
5 ng/ul.

Tach chiét lai mau (FFPE) v&i nhiéu phan hon va 1ap lai lwot
chay.

Lwu y: Bang cach r&a giai nhiéu doan hon trong cung mét
thé tich, nong d6 chat tre ché co thé tang 1én khi mau dwoc
chuan héa & 5 ng/yl.

Kiém tra chwong trinh hut pipet va thiét Iap phan Gng. Kiém
tra 5 yl mau da dwoc thém vao chua.

Kiém tra va higu chuan lai cac éng pipet, néu can, truéc khi
I13p lai 1an chay qPCR.

Ong khéng duoc déng nap hiéu qua, dan dén bay hoi trong
lwot chay gPCR.

La&p lai bwéc gPCR cho mau.

Kiém tra cac diéu kién bao quan va ngay hét han (xem nhén
bo dung cu) cta thuéc thir va st dung bo dung cu méi, néu
can.

Kiém tra cac diéu kién bao quan va ngay hét han (xem nhan
bd dung cu) cta thudc ther va str dung bd dung cu méi, néu
can.
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Nhan xét va goi y

h) Huynh quang bét
thwong

Khéng viét 1én 6ng. Than trong khi x ly 6ng. Deo géng tay.
Kiém tra tryc quan 6ng phan &ng PCR xem c6 cac hat tw
tinh mau den (bat nguon tr qua trinh tach chiét
QlAsymphony tw déng). C6 thé loai bé cac hat nhw mo ta
trong sé tay b dung cu tach chiét twong &ng.

Mau khéng hop 1é do sw khuéch dai sém cia Mau chirng néi trong mau

a) Noéng d6 DNA mau
qua cao

b) Thé tich dwoc hat
pipet qua I&n: Thé
tich hut pipet c6 thé
khéng chinh xac

¢) Duong cong khuéch
dai c6 thé khéng
chinh xac

d) Huynh quang bét
thwong

th‘erascreen EGFR Plus RGQ PCR Kit duwoc téi wu héa cho
nong d6 hoat déng 5 ng/ul (FFPE).

Dbi v&i gDNA tir FFPE: Kiém tra ndng d6 DNA. Néu DNA
khéng & nong d6 nay, hay pha loang DNA.

Déi v&i cefDNA tlr huyét twong: Pha lodng mau.

L&p lai bué'c gPCR cho mau.

Kiém tra chwong trinh hat pipet va thiét Iap phan (ng. Kiém
tra 5 yl mau da dwgc thém vao chwa.

Kiém tra va hiéu chuan lai cac éng pipet, néu can, trugc khi
1ap lai 1an chay gPCR cho mau.

Kiém tra duong cong twong ng dé tim dwong tinh gia
(vi dy; dwdng cong thang thay vi khuéch dai theo ham m).
L&p lai buéc gPCR cho mau.

Khoéng viét 1eén éng. Than trong khi xtr ly dng. Peo gang tay.
Kiém tra trwc quan ong phan tng PCR xem c6 céc hat ti
tinh mau den (bt ngudn tlr qua trinh tach chiét
QIAsymphony ty déng). C6 thé loai bo cac hat nhi mo ta
trong s6 tay bd dung cu tach chiét twong &ng.
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Nhan xét va goi y

e) Léivéidungcu Kiém tra nhat ky bao tri dung cu.

Rotor-Gene Q MDx Vi du, léch huéng 6ng kinh c6 thé dan dén nén cao hon.
Néu can chinh dng kinh khéng phai la mét phan cla ké
hoach bao tri ctia ban, vui long lién hé v&i b phan Dich vu
Ky thuat ctia QIAGEN dé biét thém thong tin va can thiép cé
thé co.

Mau khéng hop Ié do ACT hodc CT sém khéng mong mudn

a) Mau khéng hop Thiét 1ap 1an chay PCR méi dé I3p lai mau, chd y ch&t ché
lé — CT qua thap dén cac bwdc tron.
hoac dwéi pham vi
ngwdng

Kiém soat Chat lwong

Theo Hé théng Quan ly Chét lwgng dwoc chivng nhan I1SO clia QIAGEN, méi 16 therascreen
EGFR Plus RGQ PCR Kit dwgc kiém nghiém theo cac quy cach da dwoc xac dinh trwdc dé

bao ddm chét lwgng san phdm phu hop.

Viéc kidm soat chat lwong bd dung cu hoan chinh da dwoc thwe hién trén mot dung cu
Rotor-Gene Q MDx 5plex HRM. B6 dung cu nay dwoc san xuét theo tiéu chudn ISO 13485.
Chtrng chi phan tich cé s&n theo yéu ciu tai www.giagen.com/support.
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Biéu twong

Céc bidu twong sau day c6 thé xuat hién trong cac Hwéng dan St dung hodc trén bao bi
va nhan dan:

Binh nghia biéu twong

w
®
c
-
<
Q
3
Q@

Chtra thubc thir di cho <N> phan (rng

Han st dung

™

IVD Thiét bi y t& chan doan trong 6ng nghiém
S6 danh muc
LOT sél6

S4 vat liéu (nghia la nhan thanh phan)

Thanh phan

Chtra

sé

GTIN Ma sb Thwong phdm Toan cau

R 12 ban stra ddi Hwéng dan S dung va n 1a s sira doi

Gidi han nhiét do

dEEEEEEE
2 |2

Nha san xuat
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Biéu twong Pinh nghia biéu twong

EIH Tham khéo hwéng dan s dung

Qe o
//l S~ Tranh xa anh sang mat troi
/.\\

Rx ONLY Chi st¥ dung theo toa

TE Canh bao/than trong

Thong tin Lién hé

D& duoc hd tro k§ thuat va biét thém thong tin, vui 1ong xem Trung tam H tro K§ thuat cia
chung t6i tai www.qiagen.com/Support, goi 00800-22-44-6000 hoac lién hé v&i mét trong
cac B6 phan Dich vy Ky thuat clia QIAGEN hodc cac nha phéan phdi dia phwong (xem bia

sau hodac truy cap www.qiagen.com).
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Phu luc A: Cai dat phan mém Rotor-Gene
AssayManager v2.1, Gamma Plug-in va Nhap
HO so Xét nghiém

Nhirng diém quan trong trwéc khi bat dau

Phan mém Rotor-Gene AssayManager v2.1 phai dwoc cai dat trén may tinh dwoc két

néi v&i dung cu Rotor-Gene Q MDx 5Plex HRM. Dé tai xuéng phan mém, hay truy cap

trang san pham Rotor-Gene AssayManager v2.1 tai www.qiagen.com/9025620 >

Resources (Tai nguyén) > Operating Software (Phan mém Van hanh). Dé biét chi

tiét vé& cai dat phan mém ng dung L6i Rotor-Gene AssayManager v2.1, tham khao

Huwéng dan St dung Ung dung L6i Rotor-Gene AssayManager v2.1.

therascreen EGFR Plus RGQ PCR Kit yéu cau mét plug-in cu thé: Gamma Plug-in. Dé

truy cap phién ban mai nhat cia plug-in nay, hay truy cap trang san phdm Rotor-Gene

AssayManager v2.1 tai www.qiagen.com/9025620 > Resources (Tai nguyén) >

Operating Software (Phan mém Van hanh). Plug-in nay phai dwoc cai dét trén may

tinh @a cai d&t it nhat la Rotor-Gene AssayManager phién ban 2.1.

therascreen EGFR Plus RGQ PCR Kit ciing yéu cAu hd so xét nghiém. Hb so xét nghiém

nay chra tat ca cac thong sb can thiét cho chu ky PCR va phan tich dir liéu tw déng. Hai

hd so xét nghiém co s&n dé st dung voi therascreen EGFR Plus RGQ PCR Kit:

O Mét hd so danh riéng cho xét nghiém cac mau gDNA tir FFPE:
therascreen_EGFR_Plus_FFPE

O Mét hd so danh riéng cho xét nghiém cac mau ccfDNA tir huyét twong:
therascreen_EGFR_Plus_Plasma

Hb so xét nghiém twong (rng v&i cac tép “.iap” cd thé dwoc tai xudng tr trang san phdm

therascreen EGFR Plus RGQ PCR Kit tai www.qgiagen.com. Phai nhap hd so xét

nghiém vao phan mém Rotor-Gene AssayManager v2.1.
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Quy trinh thyc hién

Chi tiét lién quan dén viéc cai d&t Gamma Plug-in va nhap hd so xét nghiém vao phdn mém
Rotor-Gene AssayManager v2.1 nhw sau.

Viéc cai dat va nhap Gamma Plug-in va hd so xét nghiém dworc trinh bay chi tiét trong Huéng
dén Str dung Ung dung L6i Rotor-Gene AssayManager v2.1 va Huéng dén Str dung Gamma
Plug-in.

1. Tai xubng Gamma Plug-in t trang web ctia QIAGEN.

2. Dé cai dat, nhap dup vao tép RGAM_V2_1_Gamma_Plug-in.Installation.V1_0_x.msi
(x=0) va lam theo hwéng dan cai dat. D& biét mo ta chi tiét quy trinh nay, vui long tham
khao phan vé “Cai d&t plug-in” trong Huéng dén St dung Ung dung Léi Rotor-Gene
AssayManager v2.1.

3. Sau khi cai dat thanh cong plug-in, mét ngwoi o quyén quan tri vién déi véi phan mém
Rotor-Gene AssayManager v2.1 s& can nhap phién ban hd so xét nghiém méi nhét
nhw sau.

3a. DBitdi Windows Explorer va lwu AP trong thw muc nay: “
C:\Documents and settings\Public\Documents\QIAGEN\Rotor-Gene
AssayManager\Import\AssayProfiles.

/%
3b. Nhap vao biéu twong Rotor-Gene Assay Manager v2.1. #
Clra sb déng nhap sé xuét hién.
Rotor-Gene AssayManager
brretd )
U 1D
|
Passwors d
Mode
Closed v|
-

Hinh 21. Rotor-Gene AssayManager v2.1.
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3c. Nhap ID ngudi ding va mat khdu cia ban. Dé tiy chon Mode (Ché dd) 1a Closed
(Béng). Nhap vao OK.
Khéng gian lam viéc Rotor-Gene AssayManager xuét hién.

& Rotoe-Gana AssnMansger — - — - - o
Fie hoe

Awailable work lists | Manage o apply wark lists |

! |
¥ Masualy created ok st

Urgesconses S |

T - miayfomsen [ bpe — Cremon s o = |

Fatesh bt

Ces—— T T s Cresmon o e ooy

- Mot connected Connected

Hinh 22. Rotor-Gene AssayManager v2.1. 1 = tab Setup (Thiét lap). Tab nay cho phép quan ly
hoac ap dung cac danh sach céng viéc 2 = tab Approval (Phé duyét). Tab nay cho phép ban tim
cac thi nghiém trwdc d6. 3 = tab Archive (Lwu trir). Tab nay cho phép ban tim cac thi nghiém
dwoc phé duyét trwdc do. 4 = tab Service (Dich vu). Trong tab nay, lich st kiém tra cta tirng tép
do phan mém tao ra dwoc bao cdo. 5 = tab Configuration (C4u hinh). Tab nay cho phép cAu hinh
tAt ca céc thong s6 phan mém. 6 = bidu twong dung cu Rotor-Gene Q (RGQ); théng béo cho
ngwoi dung biét liéu mot may luan nhiét nhat dinh da dwoc két ndi hay chwa. Cé thé két néi t6i da
bdn dung cu RGQ v&i cling mét may tinh.

3d. Déi v&i an toan quy trinh toan hé théng, thwc hién cac cai dat cu hinh bat budc
nay cho ché dé déng:
® Chon tab Settings (Cai dat) trong méi trudng Configuration (C&u hinh).
® Trong bang Work list (Danh sach cong viéc) & ché do Closed (Péng), chon cac
6 Material number required (S6 vat liéu yéu ciu), Valid expiry date (Ngay hét
han hop 1&) va Lot number required (S4 16 yéu ciu).
Lwu y: Nhirng cai d&t cu hinh nay chi cé thé duwoc thuc hién bdi ngwdi cé quyén

Quan tri vién.
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3e.

3f.

30.

3h.

3i.

Trong méi trwéng Configuration (CAu hinh), chon tab Assay Profiles (HS so Xét
nghiém).

Nhép vao Import (Nhap).

Trong hép thoai Open file (M& tép), chon
therascreen_EGFR_Plus_FFPE_V1_0_0.iap lam ho so xét nghiém EGFR thiy
nhét.

Nhép vao Open (M&).

Sau do, hd so xét nghiém dwoc tai va thém vao danh sach cac hd so xét nghiém
c6 sén va c6 thé dwoc st dung trong mai trweng Setup (Thiét 1ap)

L&p lai cac buwéc 3e—3h dé& nap va thém
therascreen_EGFR_Plus_Plasma_V1_0_0.iap lam hd so xét nghiém thiv hai.

Lwu y: Khéng thé nhap cling mét phién ban clia hd so xét nghiém hai lan.
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Phu luc B: Chay Ho so Xét nghiém FFPE va
Huyét twong trong Cung mét Thi nghiém

Hai hd so xét nghiém c6 s&n dé st dung v&i therascreen EGFR Plus RGQ PCR Kit:

e Dé xét nghiém cac mau gDNA tir FFPE: therascreen_EGFR_Plus_FFPE

e D4 xét nghiém cac mau ccfDNA tir huyét twong: therascreen_EGFR_Plus_Plasma.
D& chay ca hai hd so xét nghiém FFPE va Huyét twong trong cling mét thi nghiém:

1. Thiét lap thi nghiém qPCR nhw hwéng dan trong “Thiét lap gPCR” va “Giao thirc: Chuan
bi dung cu Rotor-Gene Q MDx 5plex HRM” clia “Giao thtrc: Banh gia dot bién EGFR
bang gPCR trén dung cu Rotor-Gene Q MDx 5Plex HRM” (bat d3u trén trang 43).

o) & Can c6 mot cach dat dia cu thé (Hinh 23) khi chay hai hd so' xét nghiém trong
cung mot thi nghiém:

O Céac mau chirng (Mau chirng dwong, NTC) phai dwoc thém hai lan va dwoc dat trong
céc vi tri 6ng trwéc cac mau cho méi loai mau (FFPE va huyét twong), nhw trinh bay
trong Hinh 23.

O Tt ca cac mau co cung loai mau (FFPE hodc huyét twong) phai duwoc xét nghiém
trong cac vi tri 6ng tiép theo. Tht tw ma hai loai mau dwoc xét nghiém (tc la trwdc
tién la FFPE hoac huyét twong) khdng quan trong.

O Khéng dwoc cb cac vi tri dng réng gitra vi tri cudi cuing chira mau tiv loai mau thi
nhét (vi du trong Hinh 23, vi tri 32 chira m&u S6 FFPE) va vij tri thir nhat chira Mau
chirng duong lién quan dén xét nghiém loai mau th hai (vi du: trong Hinh 23, Mau
chirng dwong & vi tri 33 lién quan dén hd so xét nghiém Huyét twong).
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2.

:/ Controls FFPE Samples }:’ Controls Plasma Samples ]

e T

oPC s1 s3 S51  PC s1 s3 S5 !

Y Y i

i i
T790M & L861Q Mix > i @ -0 +O = Oias @ O «0O 50! e (O
Ins & G719X Mix 2 10 18 26 134 2 50 58 | 66 O

i i i
L8SR & CT97S Mix = | 3 O 0O 0O = Oias QO 0O =Q = O e ()
Del & 57681 Mix E>:4 O 12 O zuO 28 Q::aso 14 O 520 60 Q:EEO

I NTC S2 54 S6ll NTC  S2 54 56 !

i | i

. 8 R !
rreomessiamix = s () 12 () a () = OEI” O s =50 a(Qe O
Ins & G719X Mix i 6 L 22 W : B 4 £ o2 0 O

i! i
L858R & C7075 Mix = | 7 O = 23 & OE:” O «Q sQ =0:=0
Del & S768! Mix ::>is Q 16 Q 24@ 32 OEEWO 48 O 56 O 64 OEHO

AP: therascreen_EGFR_FFPE AP : therascreen_EGFR_Plasma

Hinh 23. Cach dat dia dé xét nghiém mau FFPE va Huyét twong trong cling mét thi nghiém
gPCR. PC: Mau chirtng dwong EGFRv3; NTC: M&u chirng khéng mau (nuwéc); AP: hd so xét
nghiém; H8n hop Phan ¢ng: H6n hop EGFRvV3 T790M & L861Q, H8n hop Thém doan EGFRv3 &
G719X, H6n hop EGFRv3 L858R & C797S, H6n hop Mat doan EGFRv3 & S768l. Mau 1 (S1) dén
MA&u 6 (S6): Madu DNA. ' = vj tri 6ng réng.

Tién hanh cac bwéc 13—17 clia quy trinh “Tao danh sach cong viéc va bat dau chay
qPCR’ (bét dAu trén trang 48).

. Nhap hai hd so xét nghiém lién tiép theo hwéng dan trong budc 18 va 19 cla “Tao

danh sach cong viéc va bat dau chay gPCR” (trang 48). Dam bdo réng cac hd so xét
nghiém dwoc nhap theo dung thi ty dwoc quy dinh béi cach dat dia, vi du: néu st
dung cach dét dia tir Hinh 23, hdy nhap hd so xét nghiém FFPE trwéc, sau d6 nhap hd
so xét nghiém Huyét twong.

Lwu y: Co thé thay dbi vi tri hd so xét nghiém néu cAn dé dam bao réng hd so xét
nghiém dwogc doc theo dung thr tw (Hinh 24).

. Chon 6 New strip tube (Ong dang dai mé&i) d& cho biét rdng xét nghiém twong (ng bat

dau v&i mot dng dang dai mai (Hinh 24).
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Crwate work list | Select assay profiles and define assay details
m prre— pre—

s s s T (O L 8 T
| R information | | hersscreen_EGFR_FFPE FrPE 0ot ) &(24Pos)
' 1 (Rl e rorm pme | oai| & | sl @
Sampies. _2 | J
. | G i
Properties.
| | 3
Masey o [A][F
—
P— (D) o s i check b chac ko mamn it responing sy st i & e S T ey et 1 rpetie sy
5 ‘selected scove) (S00049)
[ Show only compatitie Assay Profies
ot o

- somuasios | [ oou . -
[ Oy — e ]

Hinh 24. Vi tri xét nghiém. 1 = chon va chuyén hai hd so xét nghiém vao danh sach cong viéc.
2 = C6 thé thay ddi vi tri xét nghiém: di chuyén hé so' xét nghiém 1&n hodc xubng béng cac mii

tén. 3 = Chon & “New strip tube” (Ong dang dai méi).

5. Tiép tuc quy trinh tlr bwéc 20, trang 48.
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Thong tin DBat hang

San phadm Muc luc S6 danh

muc

therascreen EGFR Plus RGQ Cho 24 phan &ng: H6n hop T790M & 874611
PCR Kit (24) L861Q, H&n hop Thém doan & G719X,

Hén hop L858R & C797S, H&n hop Mt
doan & S768I, H6n hop chinh PCR,
Mau chirng dwong EGFR, Nwéc khong
c6 RNase/DNase

Rotor-Gene Q va cac phu kién

Rotor-Gene Q MDx 5plex May luan nhiét real-time PCR va b6 9002033
HRM System phan tich High Resolution Melt v&i

5 kénh (Green, Yellow, Orange, Red,

Crimson) cong v&i kénh HRM, may tinh

xach tay, phan mém, phu kién, béo

hanh 1 n&m déi v&i cac bd phan va

nhan céng, cai dat va dao tao
Rotor-Gene Q MDx 5plex May luan nhiét real-time PCR va b 9002032
HRM Platform phén tich High Resolution Melt v&i

5 kénh (Green, Yellow, Orange, Red,

Crimson) céng v&i kénh HRM cong vé&i

kénh HRM, may tinh xach tay, phan

mém, phu kién, bao hanh 1 ndm déi véi

cac bd phan va nhan céng, khéng bao

gdm cai d&t va dao tao

Loading Block 72 x 0,1 ml Khéi nhém cho thiét 1ap phan ¢ng tha 9018901
Tubes cbng vé&i pipet mot kénh trong 72 x 6ng
0,1 ml
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San phadm Muc luc S6 danh
muc
72-Well Rotor D& gi Strip Tubes and Caps 0,1 ml; 9018903
yéu cau Locking Ring 72-Well Rotor
Locking Ring 72-Well Rotor Dé khoa Strip Tubes and Caps, 0,1 ml 9018904
trong 72-Well Rotor
Rotor Holder Gia d& doc lap béng kim loai dé Iap cac 9018908
6ng va Rotor-Discs® vao cac réto
Strip Tubes and Caps, 250 dai, mdi dai 4 6ng va nap cho 981103
0,1 ml (250) 1.000 phan &ng
Strip Tubes and Caps, 10 x 250 dai, mbi dai 4 6ng va nap cho 981106
0,1 ml (2500) 10.000 phan rng
Rotor-Gene Phan mém xét nghiém thweng quy két
AssayManager v2.1 hop v&i cac dung cu Rotor-Gene Q va 9024203
Rotor-Gene Q MDx
Rotor-Gene AssayManager Gidy phép duy nhét dé cai dat phan
v2.1 License (1) mém Rotor-Gene AssayManager 9025620
v2.1 trén mét may tinh
QlAsymphony SP*
QlAsymphony SP System Mé-dun chuan bi mau QIAsymphony: bao 9001751
gém cai dat va dao tao, bdo hanh 1 nam
ddi v&i cac bo phan va nhan cong
QIlAsymphony SP M6-dun chuén bi mau QIAsymphony: 9001297

bao gdm bao hanh 1 nam dbi véi cac
bd phén va nhan cong

* Pi véi cac phu kién QIAsymphony SP, vui Iong tham khao céc sb tay lién quan.
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San phadm Muc luc S6 danh

muc
Cac san pham lién quan
Deparaffinization 2 x 8 ml Deparaffinization Solution 19093
Solution (16 ml)
Deparaffinization 1 x 50 ml Deparaffinization Solution 939018
Solution (50 ml)
QlAamp DSP DNA FFPE Cho 50 14n chuan bj DNA: 50 QlAamp 60404
Tissue Kit (50) MinElute® Columns, Proteinase K, Chét
dém va Collection Tubes (2 ml)
QlAamp DSP Circulating Cho 50 14n chuan bi: Cot QlAamp Mini, 61504
NA Kit (50) Chét dém, DNA Chat mang, QIAGEN
Proteinase K va éng
QIAsymphony DSP DNA Mini  Cho 192 1&4n chuén bi, 200 ul méi lan: 937236
Kit (192) Bao gdm 2 hop thubc thir va gia d&
enzym va phu kién
QIAsymphony DSP Circulating  Hop thudc thtr, phu kién va lo 937556
DNA Kit (192) proteinase K cho 192 1an chuan bj, méi
I&n 2.000 pl hodc 4.000 ul
RNase A (17,500 U) 2,5 ml (100 mg/ml; 7.000 don vi/ml, 19101
dung dich)
Buffer ATL (4 x 50ml) 4 x 50 ml chat dém ly giai 939016

D& biét thong tin cap nhat v& cip phép va tuyén b tir chéi trach nhiém cu thé theo san
phdm, xem sb tay hodc hwéng dan s dung bd dung cu QIAGEN twong (ng. S6 tay va
hwéng dan st dung bd dung cu QIAGEN c6 sdn tai www.giagen.com hoac ¢ thé dwoc

yéu cau tlr bd phan Dich vu K§ thuat QIAGEN hodc nha phan phéi tai dia phwong ctia ban.
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Trang nay dwoc dé tréng c6 chl y
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Théa thuan Cép phép Gioi han cho therascreer” EGFR Plus RGQ PCR Kit

Viéc st dung san pham nay biéu thi thda thuan cla bét ky ngwdi mua hodc ngudi ding san phdm ndo véi céc didu khoan sau:

1. San pham chi c6 thé duoc st dung theo cdc giao thirc duoc cung cap kém theo san phdm va sb tay nay va chi duoc st dung véi cac thanh phan cé trong
bang. QIAGEN khang cép gidy phép theo bét ky tai san tri tug nao dé st dung hoac két hop cac thanh phan kem theo clia bang nay véi bat ky thanh phan nao khéng
cé trong bang nay trir khi dwoc mé ta trong céc giao thire duwoc cung cip cung véi san phdm, sb tay nay va céc giao thirc bd sung cé s&n tai www.qiagen.com. Mot
s6 giao thirc bd sung ndy da duoc ngudi ding QIAGEN cung cép cho ngudi ding QIAGEN. Céc giao thirc nay chwa dwoc QIAGEN kiém tra k§ luwdng hodc téi wu
héa. QIAGEN khéng bao hanh ching ciing khéng dam bao réng ching khéng vi pham cdc quyén cia bén the ba.

2. Ngoai céc gidy phép duoc néu rd rang, QIAGEN khdng bdo dam rang bd xét nghiém nay varhodc (cdc) céng dung clia bd xét nghiém khéng vi pham cac
quyén cta bén thir ba.

3. B0 xét nghiém nay va céc thanh phan cia bo xét nghiém dwoc cap phép st dung mét 1an va khéng duoc tai st dung, tan trang hoac ban lai.

4. QIAGEN dac biét tir chéi bat ky gidy phép nao khdc, dwoc thé hién rd rang hodc ngu y ngodi nhikng gidy phép duoc néu.

5. Ngudi mua va ngudi dung bd xét nghiém nay ddng y khéng thue hién hodc cho phép bét ky ai khac thuc hién cac budc cé thé dén dén hoac tao diéu kién cho
bét ky hanh vi nao bi cdm & trén. QIAGEN c6 thé thuc thi céc Iénh cdm clia Théa thuan Cép phép Han ché nay tai bt ky Toa dn ndo va sé thu hdi tat ca cdc chi phi
diéu tra va Toa én, bao gdm phi luat su, trong bt ky hanh dong nao dé thuc thi Théa thuan Cap phép Han ché nay hodc bat ky quyén sé& hiru tri tué nao lién quan
dén bo xét nghiém va/hodc cde thanh phén clia bd xét nghiém.

P& biét cdc didu khoan cép phép duoc cap nhat, hay truy cap www.giagen.com.

Viéc mua s&n pham ndy cho phép ngudi mua st dung né dé thuc hién cdc dich vu chdn dodn cho chén dodn trong éng nghiém & ngudi. Khéng cap béng séng ché
chung hoac giy phép nao khdc theo day ngodai quyén st dung cu thé tir viéc mua hang nay.

Thuwong hiéu: QIAGEN®, Sample to Insight®, therascreen®, QIAamp®, QlAsymphony®, MinElute®, Rotor-Gene®, Rotor-Gene AssayManager®, Rotor-Disc® (Tap doan
QIAGEN); CAL Fluor® (Biosearch Technologies, Inc.); FAM™, HEX™ (Thermo Fisher Scientific Inc).

Théng 3 ndm 2022 HB-2963-001 1126175 © 2022 QIAGEN, tat ca quyén duoc béo luu.
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