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1. Vé cac hwéng dan str dung nay

Céac huwéng dan sir dung nay huéng dan ngudi dung sir dung AltoStar® HBV
PCR Kit 1.5 trén Hé théng tach chiét acid nucleic va chuén bi PCR tw ddng AltoStar
AM16 (Hamilton; sau day goi tat la AltoStar® AM16) v&i phdn mém AltoStar®
Connect (Phién ban 1.7.4 tré |én, Hamilton) dé& dat phan (ing PCR tw dong va trén
Hé théng CFX96™ Deep Well Dx (Bio-Rad, sau day goi tat 1a CFX96™ DW Dx) véi
ph&n mém CFX Manager™ Dx (Phién ban 3.1, Bio-Rad) cho realtime PCR. D& biét
théng tin chi tiét vé cach st dung AltoStar® AM16, phdn mém AltoStar® Connect,
AltoStar® Purification Kit 1.5, AltoStar® Internal Control 1.5 va CFX96™ DW Dx, vui
Idng tham khao hwéng dan s dung twong (ng duoc liét ké bén dwdi:

+ IVD hwéng dan van hanh hé théng AltoStar® AM16 (Hamilton)

+ IVD hwéng dan van hanh AltoStar® Connect Software (Hamilton)

+ Hudéng dan st dung AltoStar® Purification Kit 1.5

»  Huwdng dan s dung AltoStar® Internal Control 1.5

« Cam nang van hanh hé théng CFX96™ Dx va CFX96™ Deep Well Dx
(Bio-Rad)

Trong hwéng dan nay, cac cum tr THAN TRONG va LUU Y ¢6 nghia nhu sau:

Néu rd cac hwéng dan hodc quy trinh van hanh, néu khoéng duoc tuan
tht mot cach chinh xac, cé thé dan dén cac van dé thwong tich vé ngudi
ho&c anh hwéng dén hiéu suét ctia san pham. Lién hé véi bd phan hd
tro ky thuat ctia altona Diagnostics d& dwoc hd tro.

LUU Y

- Thong tin cung cAp cho ngwdi dung la hiku ich nhwng khéng can thiét
1 cho nhiém vu hién tai.

DPoc kj hwéng dan st dung trwde khi st dung san pham.
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2. Muc dich str dung

AltoStar® HBV PCR Kit 1.5 1a xét nghiém chan doan in vitro (trong ng nghiém) dwa
trén cong nghé realtime PCR dé& phat hién va dinh lwong DNA dac hiéu cho virus
viém gan B (HBV) (cac kiéu gen t&r A dén H) trong huyét twong EDTA ngudi. Bo
kit dwoc thiét 1ap dé& s dung véi Hé thbng CFX96™ Deep Well Dx (Bio-Rad) két
hop cling AltoStar® Automation System AM16 (Hé théng tw dong AltoStar® AM16),
AltoStar® Purification Kit 1.5 va AltoStar® Internal Control1.5.

Cong dung clia AltoStar® HBV PCR Kit 1.5 |a d& theo déi tai lwong virus & cac bénh
nhan nhiém HBV.

Két qua tir AltoStar® HBV PCR Kit 1.5 phai dwoc gidi thich cing véi két qua 1am
sang va cac xét nghiém khac.

AltoStar® HBV PCR Kit 1.5 dwoc thiét ké danh cho cac chuyén vién da qua dao tao
vé ky thuat sinh hoc phan ti va quy trinh chan doan in vitro.
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3. Cac thanh phan cua bé kit
AltoStar® HBV PCR Kit 1.5 bao gdm cac thanh phan sau:

Bang 1: Thanh phan bo kit

Thé tich trén danh

Thanh phan nghia [ul/éng]
Xanh lam Master A" 8

Master B 8 3002

Qs 2 550

Qs2Y 2 550

Qs3Y 2 950

QsS4 2 3y
Tréng NTC? 2 550

) C6 chira vat liéu sinh hoc cé ngudn géc tir dong vat
2 Chtva thém 40 pl dé triy hao phan thé tich chét trong qua trinh thao tac chét 16ng cta hé
théng AltoStar® AM16

3 Chira thém 52 pl dé trir hao phan thé tich chét trong qua trinh thao tac chét 16ng ctia hé
théng AltoStar® AM16

4 M&u chuan dinh luong (QS)
5 Mau chirng am (NTC)

Truwéc khi str dung 1an dau tién, hay kiém tra sdn phdm va cac thanh
phan ctia san phdm vé sé luong, loai va dung tich bén trong. Khéng st
dung san pham bj 16i hodc khéng ddy da, hiéu suét ctia san pham co
thé bi anh hudng.

AltoStar® HBV PCR Kit 1.5 chira dd héa chat dé thuc hién 96 phan (ng trong toi
da 8 1&n chay.
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San phém dwoc van chuyén v&i da kho. Khi nhan va trwée khi st dung l&n dau, hay
kiém tra sa&n phdm va cac thanh phan nham dam bao:

e Sw nguyén ven

«  Dusb lwong, loai va dung tich
*  Ghinhan chinh xac

+ Ngay hét han

* Tinh trang dong lanh

« Do trong subdt va khong Ian cac hat

Néu c6 tlr mot thanh phan san phdm tré 1én khéng déng lanh tai thoi diém nhan
hoé&c cac 6ng bi héng trong qua trinh van chuyé&n hoac bi thiéu, vui long lién hé véi
bd phan hé tro ky thuat clta altona Diagnostics dé dwoc hd tro (xem chuwong 11.
H6 tro ky thuat).

4. Bao quan va xwr ly
TAt ca cac hda chét trong AltoStar® HBV PCR Kit 1.5 déu |& dung dich s&n sang st
dung.

4.1 Bao quan
TAt ca cac thanh phan clia AltoStar® HBV PCR Kit 1.5 phai dwoc bao quan & nhiét
do tlr -25 °C dén -15 °C tai thoi diém giao dén.

Didu kién bao quan khéng phu hop cé thé anh hwéng dén hiéu suét cua
san pham.

Khoéng str dung san pham hét han str dung. Viéc st dung cac san pham
hét han c6 thé anh hwéng dén hiéu suat ctia san pham.

10
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4.2 Xt ly

Khéng vwot qua sb 1an dong - ra dong va thoi gian x& ly dwoc chi dinh
A trong cac hudng dan s dung nay vi didu nay cé thé anh hwéng dén
hiéu suét clia san pham.

Viéc xt ly cac thanh phan clia san phdm va mau khong ding cach ¢
thé gay nhiém va c6 thé anh huwéng dén hiéu suéat ctia san pham:

- Khéng hoan ddi nép lo hodc nép chai.
- Bao quan vat liéu dwong tinh va/hoac cé kha nang la dwong tinh tach
c biét v&i cac thanh phan bd kit.
J . - S dung cac khu vue lam viéc riéng biét cho chudn bi mau/dat phan
&ng va cho khuéch dai/phat hién.

- Ludn bdé gang tay sau khi xt ly vat liéu dwong tinh va/hodc cé kha
nang la vat liéu dwong tinh.

- Khéng mé céac dia PCR sau khi khuéch dai.

Khéng gop thanh phan cla céc 16 kit khac nhau. Viéc st dung nhiéu 16
kit khac nhau c6 thé anh hwéng dén hiéu suét ctia san pham.

4.2.1 Master A va Master B

Sau khi ra déng, cac hoa chat phan (rng Master A va Master B sé 6n dinh trong vong
5 gi& & nhiét do ti da la +30 °C.

LUU Y

[ Truwdng hop Master A va Master B dwoc ra dong nhwng chwa dung dén,
co6 thé tai cap dong va sé ra dong lan niva trong lan chay sau. Khi da
mé ra, can bd nép va thay béng ndp méi dé tranh nhiém ban hoa chét.

11
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4.2.2 Mau chuan dinh lwong (QS) va mau chirng am (NTC)

1. Sau khi rd déng, mau chuén dinh lvong (QS) va mau chirng am (NTC) sé& dn
dinh trong vong 5 gi& & nhiét d6 tbi da 1a +30 °C.

2. B6 nap cac 6ng QS va NTC sau méi lan s dung rdi thay bang ndp méi dé
tranh nhiém hoa chét.
Sau khi st dung, day éng QS va NTC bang nap mai va cap dong ngay.

Khong vuwot qua sbé 1an dong - ra dong dbi véi méi dng QS va NTC: R4 déng 1
— Cép déng 1 — Ra déng 2 — Cép déng 2 — Ra déng 3 — Cép déng 3 —
Ré& déng 4

5. M6 ta san pham
AltoStar® HBV PCR Kit 1.5 I& xét nghiém chan doan in vitro (trong 6ng nghiém) dé
phat hién va dinh lwong DNA dac hiéu cho HBV trong huyét twvong EDTA nguwdi.

Qué trinh nay dwa trén céng nghé realtime PCR, st dung phan (ng chubi
polymerase (PCR) dé khuéch dai cac trinh tw muc tiéu dac hiéu cho HBV va cac
dau do (probe) d&c hiéu da dwoc danh ddu huynh quang dé phat hién DNA muc
tiéu da dwoc khuéch dai.

Bén canh viéc khuéch dai va phat hien DNA ctia HBV, xét nghiém bao gdm ca cac
oligonucleotide d& khuéch dai va phat hién chirng ndi/chat ndi chuén (sau day viét
tat 1a IC; AltoStar® Internal Control 1.5).

Cac dau do dac hiéu cho DNA clia HBV dwoc danh dau huynh quang FAM™. Cac
d&u do déc hiéu cho IC dwgc danh dau huynh quang (JOE ™) c6 thé phat hién
trong kénh VIC™,

Viéc st dung cac dau dd mang thuéc nhudm riéng biét gidp phat hién song song
DNA d&c hiéu cho HBV va IC théng qua cac kénh phat hién twong (ng ctia hé thdng
CFX96™ DW Dx.

12
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5.1 Kién thirc khai quat

Virus viém gan B (HBV) gy ra bénh viém gan B. Virus viém gan B |a virus déc dao
nhét trong cac virus gay bénh & nguwdi vi né la virus DNA sao chép thong qua trung
gian RNA, va do d6 thudc v& nhém cac virus DNA va RNA phién ma nguwoc. HBV 1a
mot phan clia ho virus Hepadnaviridae, bao gébm céc kiéu gen tir A—H [1,2].

CAu trdc bd gen clia HBV vira nhd gon vira phirc tap v&i kha nang ma héa 7 loai
protein riéng biét chi v&i 3,2 kb. Cac protein nay la protein polymerase (gen Pol);
khang nguyén 18i (HBsAG) va khang nguyén e (HBeAG); protein khang nguyén bé
mat I&n, trung binh va nhé (gen S); va protein X (gen X) [2].

HBV lay truyén qua mau hoéc cac chat dich co thé khac va co thé ton tai bén ngoai
co thé it nhat 7 ngay. Cac kiéu lay truyén phd bién nhét Ia 1ay truyén tir me sang tré
so sinh ho&c lay truyén theo chiéu ngang gitra cac tré nhé duwéi 5 tudi.

Ngudn lay nhi&m ciing cé thé 13 dung cu phau thuat y té, kim xam hoc dao cao bi
dinh mau [3].

Virus c6 thé co d4u hiéu ré rang sau 30-60 ngay ké tir khi nhidm bénh va c6 thé
tdn tai dai dang trong co thé. Ngwdi bi nhiém bénh co thé phat trién bénh viém gan
B man tinh. Cé4c triéu chirng c6 thé tir da va mét cé6 mau vang (ching vang da) va
nwée tiéu sAm mau cho dén mét mai, budn nén, ndn va dau bung cuwc do, co thé
kéo dai trong vai tuadn, ddng thei, ngwdi mang mam bénh ciing cé thé khéng cé triéu
ching. Trwdng hop xu nhét [a sy phat trién cla viém gan cép tinh hodc man tinh,
tién trién thanh xo gan hodc ung thw bidu mé té bao gan (HCC) [3].

Cho dén nay, bénh viém gan B van chwa thé chiva khai. Tuy nhién, hién d& cé thubc
didu tri triéu chirng va cé th& 1am cham qua trinh tién trién cGa bénh xo gan. Méc du
da c6 tiém phong vaccine nhung tinh trang nhi&m virus viém gan B van rét ph bién
trén toan thé gidi. Viém gan B van la mot van dé strc khde toan ciu véi khodng 240
triéu ngwoi bi nhiém HBV man tinh va 887.000 ca t& vong lién quan dén HBV méi
ndm (con sé nay bat dau ting tré lai ké tr nam 2015) [3].

13
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Ty 1& lwu hanh virus viém gan B cao nhét la & khu vuc Tay Théi Binh Duong va
Chau Phi, trong do, lan lwot 6,2 % va 6,1 % dan sb trwdng thanh bi nhiém bénh.
Nhi&m triing cling xay ra & cac khu vuc dwoc WHO xac dinh, chdng han nhu Dong
Dia Trung Hai, Dong Nam A, Chau Au va Chau My [3].

Do do, xét nghiém viém gan siéu vi B 1a mét phan quan trong trong moi nd lwc
phong ngiva va diéu tri. D& sang loc hang loat, viéc phat hién HBV nhanh chéng va
chinh xac cé tAm quan trong then chét. Real-time PCR HBV kit c6 d6 nhay cao, dap
trng cac muc tiéu nay.

5.2 M6 ta thanh phan

5.2.1 Master A va Master B

Master A va Master B chira tit ca cac thanh phan (@ém PCR, DNA polymerase,
mubi magié, doan mdi va dau do) dé cho phép khuéch dai qua trung gian PCR va
phat hién muc tiéu DNA dac hiéu cho HBV va IC trong mét |&n dat phan rng.

5.2.2 Mau chuan dinh lwong (QS)

Céac QS c6 chira néng dd chuan clia DNA dic hiéu cho HBV (xem bang 2). Cac QS
nay dwoc hiéu chuén theo Tiéu chuan Quéc té ctia WHO phién ban 4 cac K thuat
khuéch dai nucleic acid dbi vé DNA d&c hiéu cho HBV (M& NIBSC: 10/266, kiéu gen
A2). Cac QS nay duoc str dung dé xac minh chirc nang ctia hé théng khuéch dai
va phat hién d&c hiéu cho DNA ct HBV ciing nhw dé tao ra mét dwdng cong chuén,
cho phép dinh lwong DNA d&c hiéu cho HBV trong méu.

Bang 2: Mau chuan dinh lvong (QS)

Mau chuén dinh lwong (QS) Nong do [IU/ul]
QSs1 1,00E+04
QS2 1,00E+03
QS3 1,00E+02
QsS4 1,00E+01

14
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5.2.3 Mau chirng am (NTC)

Mau chirng am (NTC) khdng chira DNA dac hiéu cho HBV, nhung ¢6 chiva khudn
cho IC. NTC duwoc s dung lam DNA chirng am cho HBYV trong realtime PCR va chi
thi cho kha nang bi nhiém clia Master A va Master B.

5.3 Quy trinh AltoStar®
Quy trinh AltoStar® bao gdm cac san pham VD sau:

« Hé théng tach chiét acid nucleic va chuén bj PCR tw dong AltoStar® AM16
(Hamilton)

+ Phan mém AltoStar® Connect phién ban 1.7.4 tr& [én (Hamilton)
+  Hé thdng CFX96™ Deep Well Dx (Bio-Rad) kém phan mém CFX Manager™
Dx phién ban 3.1 (Bio-Rad)

Quy trinh lam viéc nay bao gdm cac buéc tudn ty sau:

1. Lén chuwong trinh cho mét mé chay AltoStar®.

2. Chay tinh sach trén AltoStar® AM16 st dung AltoStar® Purification Kit 1.5 va
AltoStar® Internal Control 1.5.

bét phan (rng PCR trén AltoStar® AM16 str dung AltoStar® HBV PCR Kit 1.5.
4. Chay realtime PCR trén hé théng CFX96™ DW Dx.

D& biét thém thong tin chi tiét vé cac budc 3 va 4 cla quy trinh 1am viéc, vui long
tham khdo chwong 7. St dung AltoStar® HBV PCR Kit 1.5 v&i quy trinh AltoStar®.
Hé thdng AltoStar® AM16 c6 thé xtr Iy ddng thoi tat ca cac loai mau va thé tich mau
dwoc chi dinh st dung v&i AltoStar® Purification Kit 1.5. Cé thé phan tich song song
nhidu xét nghiém realtime PCR trén m&i mau, mién la cé s&n du lwong san pham
rtra giai.

LUU Y

. Céc xét nghiém vé&i cac ciu hinh nhiét d6 PCR khac nhau duoc tw dong
1 sap xé&p vao cac dia PCR riéng biét.

15
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5.4 Mau

5.4.1 Cac loai mau
Loai mau sau day dwoc xac nhan phi hop véi AltoStar® HBV PCR Kit 1.5:

+  Huyét twong ngudi trong EDTA

Khéng st dung cac loai mau khac! Viéc str dung céc loai mau khac co
thé anh hwéng dén hiéu suét ctia san pham.

5.4.2 Thu nhan va xtr ly mau

Méau phai dwoc lay bang cac hé théng Iy mau tiéu chudn co ban trén thi trudng (vi
du: Sarstedt, Becton Dickinson, Greiner hoac twong dwong). Cac thanh phan trong
éng phai dwoc tron truc tiép sau khi ldy mau. Cac mau mau phai dwoc 1am lanh &
nhiét do tir +2 °C dén +8 °C. Qua trinh van chuyén phai dwoc thuc hién theo cac
hwéng dan cla dia phuong va qudc gia vé viéc van chuyén vat liéu sinh hoc.

Déi v&i quy trinh tao huyét twong EDTA, mau toan phan phai dwoc ly tam theo
hwéng d&n clia nha san xuét hé théng Iy mau trong vong 24 gio ké tir khi lay mau.
Trwéc khi st dung, khdng dwoc bao quéan huyét twong EDTA quéa 48 gio & nhiét
dd phong (+20 °C dén +25 °C), 5 ngay & +2 °C dén +8 °C hoac 2 thang & -25 °C
dén -15 °C.

Ludn coi mau 14 vat liéu lay nhiém va nguy hidm (vé mat sinh hoc) theo
quy trinh an toan phong thi nghiém. Khi xay ra sw c6 tran vat liéu mau,
ngay lap tirc st dung chét khir trung thich hop. X ly cac vat liéu bi 6
nhiém nhw céc vat liéu nguy hiém sinh hoc.

LUU Y

®  Viécbao quan lanh mau khéng anh hwéng dén hiéu suét ctia sdn pham.
1 Khi 1am viéc v&i cac loai mau déng lanh, cin dam bao miu dwoc ra
déng hoan toan hodc trén mau ding cach trwéc khi stv dung.

16
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6. Canh bao, than trong va han ché

Trwéce khi st dung 1an dau tién, hay kiém tra san phdm va cac thanh phan
cta san pham vé sé lwong, loai va dung tich bén trong. Khéng st dung san
ph&m bi I16i hodc khong day du, hiéu suét ctia san pham co thé bj anh huéng.
Diéu kién bao quan khong phu hop c6 thé anh hwéng dén hiéu suét clia san
pham.

Khéng st dung san pham hét han st dung. Viéc st dung cac san phdm hét
han c6 thé anh hwéng dén hiéu suét clia san pham.

Khéng vuwot qua sb 1an dong - ra dong va thdi gian xt ly dwoc chi dinh trong
cac hudng dan sir dung nay vi diéu nay c6 thé anh hwéng dén hiéu suat cla
san pham.

Viéc x ly cac thanh phan ctia san phadm va mau khéng diing cach cé thé gay
nhiém va co thé anh huéng dén hiéu suat ctia san pham:

o Khoéng hoan déi nap lo hodc nap chai.

o Bao quan vat liéu dwong tinh va’/hodc c6 kha nang la dwong tinh tach biét
v&i cac thanh phan bd kit.

o St dung cac khu vuc lam viéc riéng biét cho chudn bi mau/dat phan tng
va cho khuéch dai/phat hién.

o Lubn bd gang tay sau khi xtr ly vat liéu dwong tinh va/hodc cé kha nang la
vat liéu dwong tinh.

o Khéng mé céc dia PCR sau khi khuéch dai.

Khéng gop thanh phan clia cac 16 kit khac nhau. Viéc st dung nhiéu 16 kit
khac nhau c6 thé anh huwéng dén hiéu suét ctia san pham.

Khéng st dung cac loai mau khac! Viéc st dung cac loai mau khac co thé anh
hwéng dén hiéu suat ctia san pham.

Ludn coi mau la vat liéu lay nhiém va nguy hiém (vé mat sinh hoc) theo quy
trinh an toan phong thi nghiém. Khi xay ra sy c6 tran vat liéu mau, ngay lap
tirc st dung chat khir trung thich hop. X& ly cac vat liéu bj 6 nhiém nhuw cac
vat liéu nguy hiém sinh hoc.

Viéc bao quan san pham rtra giai & diéu kién khéng ding cé thé gay suy gidm
trinh tw muc tiéu HBV clia mam bénh va cé thé anh hudng dén hiéu suét cia
san pham.
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Khéng st dung giao thirc (protocol) xét nghiém khac v&i phién ban dwgc néu
trén ma vach 2D trong cac huwéng dan s dung nay. Viéc sir dung phién ban
giao thirc xét nghiém khong chinh xac cé thé anh hwéng dén hiéu suét cla
san pham.

Viéc khong ly tam cac thanh phan cla san pham sau khi ra déng c6 thé gay
nhiém b&i héa chat con sét lai trong ndp va co thé anh hwéng dén hiéu suét
cla san pham.

Khéng st dung lai ndp éng dé tranh nhiém ban héa chét, gay anh huéng dén
hiéu suét clia san pham.

V&i xét nghiém chan doan, két qua phai dwoc dién giai dwa trén tt ca cac
biéu hién Iam sang va xét nghiém.

Su xuét hién clia chét trc ché PCR (vi du nhw heparin) c6 thé gay ra két qua
am tinh gia hoac khong hop I€.

Khéng vwot qua thdi gian bdo quan hdn hop PCR vi didu nay c6 thé anh
hwéng dén hiéu suat ctia san pham.

Trwéeng hop mau cé chira cac mam bénh khac ngoai HBV, c6 thé xay ra canh
tranh khuéch dai hodc phan (rng chéo v&i muc tiéu, gay ra két qua xét nghiém
IVD khoéng chinh xac.

Viéc xt ly chat thai nguy hai va chét thai sinh hoc phai tuan theo cac quy dinh
cta dia phwong va québc gia dé tranh 6 nhiém méi truong.

Cac dot bién tiém &n trong viing muc tiéu (ving bat mdi va dau do) cla bd
gene HBV ma bd kit st dung cé thé dan dén viéc khong du tiéu chuén va/
hoac khoéng phat hién dwoc sy hién dién cla mam bénh.
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7. Str dung AltoStar® HBV PCR Kit 1.5 v&i quy trinh
AltoStar®

Céc ndi dung hwéng dan sir dung sau day mé ta cach st dung AltoStar® HBV

PCR Kit 1.5 két hop véi quy trinh AltoStar®. Quy trinh AltoStar® bao gébm nhiéu

san pham IVD khac nhau (AltoStar® AM16, phan mém AltoStar® Connect, AltoStar®

Purification Kit 1.5, the AltoStar® Internal Control 1.5 va CFX96™ DW Dx). Cach st

dung cac san phdm nay duoc mé ta chi tiét trong hwéng dan st dung twong (ng.

+ IVD hwéng dan van hanh hé théng AltoStar® AM16 (Hamilton)

+ IVD hwéng dan van hanh AltoStar® Connect Software (Hamilton)
+ Hudéng dan st dung AltoStar® Purification Kit 1.5

»  Huwdng dan s dung AltoStar® Internal Control 1.5

« Cam nang van hanh hé théng CFX96™ Dx va CFX96™ Deep Well Dx
(Bio-Rad)

7.1 Thé tich mau

AltoStar® HBV PCR Kit 1.5 dwoc kiém dinh béng nucleic acid tinh sach tr 1.000 pl
mau s dung hé théng AltoStar® AM16. Lwgng mau thém vao can duoc tinh dén ca
thé tich chét ctia ng mau st dung (tham khao chwong 7.2 Ong mau).

LUU Y

C6 thé xtr ly ddng thoi téi da 48 mau 1.000 pl trong mét lan chay tinh
1 sach.
7.2 Ong miu

Ong mau phu hop dé st dung v&i hé théng AltoStar® AM16 dugc ban tai altona
Diagnostics (6ng 7 ml c6 nép, 82 x 13 mm, VK000010). Ngudi ding cé thé kiém
tra cac 6ng mau khac dé& dam bao kha ndng rng dung. D& biét thong tin chi tiét, vui
Idng tham khao hwéng dan sir dung AltoStar® Purification Kit 1.5.
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7.3 Ma vach mau

D& thuc hién nhan dang mau tw ddng bang hé théng AltoStar® AM16, tAt ca cac dng

mau phai duwoc dan nhan bang ma vach phi hop. D& biét thong tin chi tiét, vui long

tham khao hwéng dan s dung AltoStar® Purification Kit 1.5.

7.4 Vat liéu va thiét bi can thiét nhwng khéng dwoc cung cap

Vat liéu va thiét bi dwgc néu trong bang 3 phai dwoc dat hang tir altona Diagnostics.

Bang 3: Vat liéu va thiét bi can thiét

Vat liéu

AltoStar® Molecular Diagnostic
Workflow

AltoStar® Detection

AltoStar® Purification Kit 1.5

AltoStar® Internal Control 1.5

PCR Plate
PCR Plate Sealing Foil

1,000 pl CO-RE Tips

300 pl CO-RE Tips

Goi san phdm c6 chira AltoStar®
Automation System AM16, phadn mém
AltoStar® Connect (Phién ban 1.7.4 tré&
I&n) va phan ctrng cong nghé théng tin
(Im)

Goi san phdm c6 chira hé théng CFX96™
Deep Well Dx cting Phdn mém CFX
Manager™ Dx (Phién ban 3.1), mét may
quét ma vach va phan ctrng cong nghé
thong tin (IT)

Hoa chét phan 1ap va tinh sach nucleic
acid dé st dung véi hé thdng AltoStar®
Automation System AM16

Chirng ndi kiém soat viéc tach chiét
nucleic acid, khuéch dai PCR va phat hién

Dfa 96-giéng (loai semi-skirted) mang ma
vach va cé giéng mau tréng

Gidy bac niém phong cho dia PCR

Dau tip c6 loc 1.000 pl dé st dung voi
AltoStar® Automation System AM16

Dau tip c6 loc 300 ul dé str dung véi
AltoStar® Automation System AM16
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Vat ligu

el T Ong dwoc danh méa vach dé pha hoa chét VK000002
PCR
Tui vo trung c6 thé hap tiét trang dé st
Waste Bag dung véi AltoStar® Automation System VK000009
AM16
Screw Cap - red N&p van cho éng QS1-QS4 (dd) VK000012
Screw Cap - blue N&p van cho éng Master A (xanh lam) VK000013
Screw Cap - purple N&p v&n cho cac 6ng Master B (tim) VK000015
Screw Cap - white Né&p van cho éng NTC (trang) VK000016

Bang 4: Tailiéu va thiét bi phong thi nghiém bd sung

Vat liéu 0 ta Ma dat hang
VD: AltoStar® Plate Sealer VK000023
May niém phong dia
VD: PX1 Plate Sealer (Bio-Rad) VK000033

7.5 Téng quan tai liéu va thiét bj
* May vortex
«  Gang tay khéng bot (diing mét 1an)
+ May ly tam cho céac thanh phan cta AltoStar® HBV PCR Kit 1.5
* May ly tdm cho dia PCR
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7.6 Quy trinh

7.6.1 Téng quan quy trinh lam viéc cua AltoStar®

Cac budc dé hoan tat quy trinh AltoStar® dwoc tém tat tai bang 5. Thong tin vé cach
thiét 1ap cu thé dé& s dung v&i AltoStar® HBV PCR Kit 1.5 ¢6 tai chwong 7.6.2 Tao
chwong trinh cho mét mé chay trén AltoStar®. D& tham khao hwéng dan chi tiét cac
bwéc tir 1-5, vui long tham khdo hwéng dan st dung AltoStar® Purification Kit 1.5,
ph&n mém AltoStar® Connect va AltoStar® AM16.

Céc budc tir 6-11 dwoe md t& chi tiét hon trong cac chwong 7.6.3 B4t dau lan dat
phan &ng PCR dén chwong 7.6.10 Xuét két qua PCR dé dién giai két qua tha cong.

Bang 5: Téng quan quy trinh lam viéc ca AltoStar®

Hanh dong
1. Khéi dong AltoStar® + BatAltoStar® AM16.
AM16 « Bat may tinh va man hinh.
+  Khéi dong phan mém AltoStar® Connect.
2. Thwce hién bao tri +  Tai thanh trinh don (menu), nhap vao Application —
Instrument Maintenance ('ng dung — Bao tri thiét
bi).

o Néu dén han bao tri hang tudn, nhép vao Start
Weekly Maintenance (Bt dau bao tri hang tuan).

o Néu d@én han bao tri hang ngay, nhip vao Start
Daily Maintenance (B&t dau bao tri hang ngay).

+  Lam theo hwéng dan trén man hinh dé tién hanh.
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Hanh dong
3. Lap trinh mét lan chay +  Taithanh trinh don (menu), nhap vao Program Run —
AltoStar® Program Run (AltoStar® Purification) [Chay chwong

trinh — Chay chuwong trinh (AltoStar® Purification)].
Cach khac la quay lai Start screen (Man hinh khéi
déng) va nhap vao nat Program Run (Chay chuong
trinh).

+  Nhap mau thi cdng hoac tir hé théng quan ly thong tin
phong thi nghiém (LIMS).

+ Chon xét nghiém sau cho mau (néu chwa nhap tw
LIMS):

> AltoStar® HBV PCR Kit 1.5

+ Nhép vao nut Create Run (Tao mé chay) dé tao mé
chay trén AltoStar®.
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4. Khé&i dong mot lan chay .

tinh sach

Hanh dong

Tai thanh trinh don (menu), nhap vao Purification —
Start Purification (Tinh sach — Bat dau tinh sach).
Cach khac la quay lai Start screen (Man hinh khdi
dong) va nhap vao nat Start Purification (Bat dau
tinh sach).

Chon I1&n chay tinh sach sap bat dau dé& hién thj cac
mau cé trong 1an chay tinh sach da chon.

Chuén bi hoa chét tinh sach:

o Pam bao rang cac hda chét tinh sach cé cung sé

tai (LN) (ngoai trir AltoStar® Internal Control 1.5) va
khong bi hét han.

o Trwong hop nhin thdy két tda trong Lysis Buffer

(dém ly giai), dun néng (< +50 °C) dén khi tan hoan
toan.

o Ra dong IC (AltoStar® Internal Control 1.5) va

vortex trong 5 giay.

o Vortex cac hat tlr trong 5 giay va khong dé wét nap.

Chuan bi mau cho I&n chay tinh sach sép bat dau theo
mo ta trong hwéng dan st dung AltoStar® Purification
Kit 1.5.

Nh&p vao nat Start Run (Bat dau chay) tai thanh cong
cu.

Lam theo hop thoai Loading (Nap) va nap hé thdng
cho phu hop.

Xac nhan thong bao Loading complete (Nap xong)
béng nit OK hodc chd 10 giay.

Luc nay, hé théng sé tw dong thwe hién Ian chay tinh sach.
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Hanh dong

5. Hoan thanh lan chay + Dam bao khay nap tréng va xac nhan hop thoai Run
finished (két thiic 14n chay) bang nat OK.

+ Lam theo huéng dan trong hop thoai Maintenance
(bdo tri) va xac nhan béng nat OK.

» Niém phong va bao quan cac thanh phan ctia AltoStar®
Purification Kit 1.5 d& c6 thé tai st dung.

tinh sach

San pham rira giai (eluate) trong dia riva gidi chwa niém
phong sé hoat dong 6n dinh & nhiét do phong (t6i da
+30 °C) trong vong 4 gio.

«  Trwong hop lan chay dat phan (ng PCR chwa bat
dau ngay, can niém phong dia riva gidi bang Eluate
Plate Sealing Foil (gidy bac niém phong) va bao quan
& nhiét do tir +2° C dén +8° C trong vong tdi da 24 gio.

+  Xem két qua chay tinh sach dé xac nhan qua trinh xt
ly thanh céng tirng mau.
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Hanh dong

6. Bat dau lan dat phan + Tai thanh trinh don, nhap vao PCR Setup — Start

tng PCR PCR Setup (Pat phan (rng PCR — Bt dau dat phan

trng PCR). Cach khac la quay lai Start screen (Man

hinh khéi dong) va nhdp vao nat Start PCR Setup
(BAt dau d&t phan (rng PCR).

+  Chon lan d&t phan (ng PCR sap bat dau dé hién thj
dia rira gidi va cac hoa chat cé trong lan dat phan trng
PCR da chon.

+  Chuan bj héa chat phan tring PCR:

o Dam bao rang cac hoa chét phan (rng va chét noi
chuan dwoc str dung déu tr cing mot 16 kit va
chwa bi hét han.

o Radong mét lwong dng hoa chét phan (rng va chét
ndi chuan can thiét, vortex ngan va spin-down bang
may ly tam.

+ Néu dia rtra giai da niém phong, ly tdm ngén (spin-
down) va can than g& niém phong.

+  Nhép vao nit Start Run (Bat dau chay) tai thanh cong
cu.

+ Lam theo hop thoai Loading (Nap) va nap hé théng
cho phu hop.
e Xac nhan théng bao Loading complete (Nap xong)
bang nut OK ho&c chd 10 giay.
Luc nay, hé thc‘)ng sé ty dong dat phan &ng PCR.
7. Hoan thanh viéc dat +  Dam bao khay nap tréng va xac nhan hop thoai Run
finished (két thic 1an chay) bang nat OK.
« Lam theo hwéng dan trong hop thoai Maintenance
(bdo tri) va xac nhan béng nit OK.
«  Pay lai va bdo quan cac thanh phan cla AltoStar®
HBV PCR Kit 1.5 dé tai st dung.
«  Xem két qua dat phan trng PCR dé xac nhan qua trinh
x( ly thanh céng tirng mau.

phan trng PCR

8. Niém phong dia PCR + Niém phong dia PCR bing PCR Plate Sealing Foil
(gidy bac niém phong).
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Hanh dong

9. B4t dAu 1an chay PCR - Bathé théng CFX96™ DW Dx Ién, ciing nhw may tinh
va man hinh di kém.

+  Khéi dong phan mém CFX Manager™ Dx.

e Mo& hé théng CFX96™ DW Dx.

+ Ly tam dia PCR va dwa vao hé thbng CFX96™ DW

Dx.

* Chon File — Open — LIMS File... (Tép — M& — Tép
LIMS) ttr thanh trinh don.

+  Quét ma vach clia dia PCR bang may quét ma vach
cam tay.

+  Doéng hé théng CFX96™ DW Dx.
+  Nhép vao nut Start Run (Bat dau chay) dé bat dau
phan &ng PCR. Bat tén va lwu tép phan trng PCR.
Hé th6ng CFX96™ DW Dx Itic nay sé tw dong chay phan
rng PCR.

10. Tach cac xét nghiém «  Téch tit ca cac xét nghiém trong phan trng PCR thanh
cho tu,ng phan tich cac nhém gléng rléng blét

11. Phan tich dir liéu va Déi v&i tivng nhém giéng riéng 18:
CEEIRCCTERTEURTOEE o Thye hign chudn héa dwong nén trong tat ca céc
PCR giéng cho tat ca cac kénh nhan dién dwoc s dung.

+  Loai trir cac giéng co tin hiéu PCR béat thuwong.

+  DPat nguwdng cho tat ca cac kénh nhan dién theo cac
chét ndi chuan.

+ Loai trir cac giéng chira dir liéu khong hop lé.
+  Tao tép két qua LIMS d& xuat két qua sang LIMS.
»  Tao bao cao két qua dé giai thich két qua tha cong.

giam trinh tw muc tiéu HBV cia mam bénh va c6 thé anh hwéng dén

f Viéc bao quan san phdm rira giai & diéu kién khéng dang cé thé gay suy
X hiéu suat ctia san pham.
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7.6.2 Tao chwong trinh cho mét mé chay trén AltoStar®

D& biét thong tin chi tiét v& cach bat dadu mot mé chay AltoStar®, vui long tham khao

hwéng dan s dung AltoStar® Purification Kit 1.5, phan mém AltoStar® Connect va
AltoStar® AM16. Thong tin vé cach thiét 1ap cu thé dé& st dung vai AltoStar® HBV
PCR Kit 1.5 nhw bén dudi:

Déi véi (ring dung xét nghiém dinh lwvgng QS1-4 va NTC dwoc chon va dbi voi
trng dung xét nghiém dinh tinh QS4 va NTC dwgc chon.

Thé tich mau yéu cu & 1.000 pl cdng véi thé tich chét ctia dng mau twong
&ng (xem chwong 7.1 Thé tich mau va 7.2 Ong mau).

Thé tich san pham rira giai can thiét cho AltoStar® HBV PCR Kit 1.5 14 45 .

Lwu y str dung dung phién ban giao thirc xét nghiém cho qua trinh xét nghiém.
D& biét thong tin vé phién ban protocol hién tai, tham khdo chwong 15. Giao
thirc xét nghiém cho phadn mém AltoStar® Connect va théng tin dé tich hop
LIMS. Giao thtrc xét nghiém twong (ng da ma héa béng méa vach 2D sé hién
thi & do. D& biét thong tin vé& cach nhap giao thirc tinh sach va giao thirc xét
nghiém vao phan mém AltoStar® Connect, vui ldng tham khao hwéng dan st
dung twong &ng.

Khong str dung giao thirc (protocol) xét nghiém khac véi phién ban
dwoc néu trén ma vach 2D trong cac hwéng dan st dung nay. Viéc
st dung phién ban giao thirc xét nghiém khoéng chinh xac cé thé anh
hwéng dén hiéu suat ctia san pham.

7.6.3 Bat dau lan dat phan irng PCR

1.

Chon PCR Setup — Start PCR Setup (D&t phan (‘ng PCR — Bét dau dat
phan trng PCR) trén thanh trinh don. Cach khac la quay lai Start screen (Man
hinh khé&i ddng) ctia phdn mém AltoStar® Connect va nhép vao nut Start PCR
Setup (Bat dau dat phan '’ng PCR). Man hinh Start PCR Setup Run (Bat dau
lan d&t phan ng PCR) hién thi.

Céc lan dat phan trng PCR dang ch& thwe hién duwoc hién thij tai bang Programmed

PCR Setup Runs (L&n dat phan (rng PCR da dwoc lap trinh) & phia bén trai cla

man hinh.
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2. Chon lan d&t phan rng PCR can khéi déng tai bang Programmed PCR Setup
Runs (L&n dat phan rng PCR da dwoc Iap trinh).

« Cac mau trong lan dat phan rng PCR dwoc chon duoc hién thi tai bang &
phia trén cung bén phai ctia man hinh [Samples selected PCR Setup Run
(Céac mau trong lan d&t phan trng PCR da chon)].

+ QS va chat kiém chuén can thiét cho 1an d&t phan &ng PCR dwoc chon
dwoc hién thi tai bang & phia gilta bén phai cila man hinh [Controls in
selected PCR Setup Run (Chéat kiém chuan trong 1&n d&t phan &ng PCR
da chon)].

+ S6 bng chinh can thiét cho lan d&t phan trng PCR dwoc chon dwoc hién thi
tai bang & phia dwdi cung bén phai cia man hinh [Required master tubes
for the selected PCR Setup Run (Ong chinh can thiét cho I&n d&t phan (rng
PCR da chon)].

LUU Y

. S6 lwgng mau dwoc wu tién trong mot 1an dat phan ng PCR dugc
hién thi tai cot No. of prioritized Samples (Sé lwong mau wu tién). Tién

1 hanh dat phan (rng PCR v&i cac mau dwoc wu tién trwéc dé tao didu
kién xt ly nhanh nhat cac mau duogc wu tién.

Truéc khi nhap vao nat Start Run (Bat ddu dat) trén thanh cong cu, chuan bj hoa
chét cn thiét nhw dworc mé ta tai chwong 7.6.3.1 Chuén bi hda chat cho mét 1an dat
phan trng PCR. Trudng hop dia riva giai da niém phong dé bao quan, hdy chuan bi
nhw dwoc mé t& trong hwéng dan s dung AltoStar® Purification Kit 1.5.

7.6.3.1 Chuan bi héa chat cho mét 1an dat phan vrng PCR

1. Ra déng hoan toan QS, cac chét kiém chuan va sé lwong éng chira hoa chét
phan (rng can thiét & nhiét d6 phong (téi da. +30 °C).

2. Trdn cac hoa chat bang cach vortex nhe.

Ly tam ngén cac &ng dé loai bé cac giot khdi nap.

gay nhiém béi hda chéat con sét lai trong nép va cé thé anh hudng dén

: Viéc khong ly tam cac thanh phan ctia san pham sau khi ra déng cé thé
hiéu suét cia san pham.
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7.6.3.2 Nap hé thong AltoStar® AM16 cho mét l1an dat phan
trng PCR

D& ndm duworc thong tin chi tiét v& qua trinh nap, vui long tham khdo hwéng dan st

dung hé thdng AltoStar® AM16 va phan mém AltoStar® Connect.

1. Nhép vao nut Start Run (Bat diu dat phan (rng) trong thanh céng cu clia man
hinh Start PCR Setup Run (B4t d4u d&t phan (rng PCR) dé hién thi hop thoai
Loading (Nap).

Hop thoai Loading (Nap) bao gdm hinh anh di&n giai tric quan san thao tac AltoStar®

AM16 & trén cuiing va mét bang chi dinh khay chia, cac ranh twong tng déi véi san
thao tac AltoStar® AM16 cho tirng khay chira, vat liéu dwgc nap vao tirng khay chira
va nhan xét vé viéc nap khay cha.

LUU Y

D4 hinh dung vi tri ciia mét thanh phan trén khay chira va vi tri ctia khay
chtra trén san AltoStar® AM16, chon hang twong (rng cla bang trong
hép thoai Loading (Nap).

= Vi tri clia vat dung va khay chlra twong trng dwoc thé hién trwc quan
1 nhw sau:
- Mau d4 14 dién giai trwc quan cla san thao tac hé théng

- Trén AltoStar® AM16 béng cach nhap nhay dén nap phia trén ranh,
noi can d&t khay chivra da chon

2. Nap vat liéu can thiét, dfa rira giai va hoa chat da chuan bj I&n cac khay chira
thich hop.

+ Chithay gia dwng dau tip 1.000 pl da dung hét (réng) thanh gia dwng dau
tip 1.000 ul da nap day trén khay chira tip.

+ Chithay gia dwng dau tip 300 ul da dung hét (réng) thanh gia dwng dau
tip 300 pl da nap day 1&n khay chiva dia va dau tip.

LUU Y

®  Viéc thay cac gia dwng dau tip khi chwa dung hét cling nhw xt ly cac
dAu tip riéng |& c6 thé anh hwéng dén viéc quan ly tw dong dau tip va
lam dirng may.
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« Dat dia rira gidi can s dung c6 giéng A1 vao bén trai vj tri dia den.
«  Dat dia PCR c6 giéng A1 vao bén trai vi tri dia bac phia truéc.

« Nap khay chtra 24-16 kém mot éng gdp mau chuwa st dung cho moi xét
nghiém trong qua trinh dat phan rng PCR.

+  Day nhe céc ong xudng dy cla khay chira va xoay cac ng cho dén khi
nhin thay ma vach éng qua cac clra s cla khay chiva.

« Nap khay chtra 6ng hoa chat 32-16 va cac thanh phan xét nghiém can thiét
cho qua trinh dat phan rng PCR.

« DAy nhe cac bng xudng day clia khay chira va xoay cac 6ng cho dén khi
nhin thay mé vach éng qua céac clra sb clia khay chiva.

LUU Y

*
1 Vi tri clia cac éng riéng 18 trén khay chiva 13 tly y.

LUU Y

®  Hé théng khong kiém tra cac thanh phan dwoc nap trudc khi xd ly. Thé
1 tich thanh phan khéng dl sé ngén viéc dat thanh cong phan ng PCR
dbi v&i xét nghiém bj anh huéng.

LUUY

*  Khoi dong lan d&t phan ng PCR khi éng van dang day nép cé thé lam
1 dirng may trong khi chay.

3. Cho cac khay chtva cé ma vach khay chira vé huwéng vé mat sau, phia bén
phai.

4. Cho céac khay chira da xép day vao ray twong tng gitra cac khéi lwét phia
trudc va phia sau cla khay nap cho dén khi cham diém moc dirng & phia xa
nhat so v&i khay nap.

LUU Y

- Viéc day cac khay chira qua diém mdc dirng co thé 1am héng thiét bi va
1 lam anh hwéng dén qua trinh tai.

31



AltoStar® HBV PCR Kit 1.5

5. Kiém tra d& dam bao rang tdm thai dau tip va thiing cha tip thai duwoc dat &
dang vi tri va da dat sdn mot tui dwng chét thai méi trong hop duwng.

6. Nhap vao OK trén hop thoai Loading (Nap) dé tiép tuc chu trinh nap.

LUU Y

®  Khinhap vao Cancel (Huy), 1&n d&t phan &ng PCR sé dwoc huy va cé
1 thé khéi dong lai (tham khao chwong 7.6.3 Bt dau Ian dat phan tng
PCR).

Heé thdng AltoStar® AM16 kéo cac khay chira vao hé théng va thwc hién xac nhan

ma vach.

LUU Y

Hé théng AltoStar® AM16 ty déng xac minh:

1l -

Loai va vij tri dung cla cac khay chira da nap

Thong tin dinh danh va vi tri chinh xac clia cac thanh phan dwoc cho
vao khay chtra

S twong ddng V& 16 cla cac thanh phan trong bd kit xét nghiém
AltoStar®

TAt ca cac thanh phan xét nghiém AltoStar® da nap chwa bi hét han
str dung

Vi tri chinh xac ctia tAm thai dau tip

Néu b4t ky phép kiém tra nao trong s nay cho két qua khéng dat thi sé& cé hop thoai
thdng bao cho ngwdi diing néu ré sw ¢ va hwdng dan dé khéc phuc sw ¢b cho phu
hop. D& biét thém thong tin vé& cach x ly 16i, vui long tham khao hwéng dan st

dung phan mém AltoStar® Connect.

LUU Y

®  Viéc thay ddi vi tri clia bat ky thanh phdn nao da nap sau khi khay chiva
1 da dwoc kéo vao hé théng co thé gay dirng chu trinh dat phan ting PCR
va/hodc gay huw hdng hé théng.
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Néu tat ca phép kiém tra d&u cho két qua dat thi hdp thoai Loading Complete (Nap
xong) sé& hién thi.

7. Xac nhan hop thoai Loading complete (Nap xong) bang cach nhap vao OK
hodc ch& 10 giay dé chu trinh tw dong khéi dong.

LUU Y

®  Khinhap vao Cancel (Huy), 14n d&t phan ng PCR sé dwoc huy va cé
1 thé khai dong lai (tham khao chuong 7.6.3 Bat dau Ian dat phan ¢ng
PCR).

Lan d&t phan rng PCR sé& duwoc bat dau va sé duwoc thwe hién ma khoéng can bat
ky thao tac nao tir ngudi str dung.

7.6.3.3 Trong qua trinh dat phan irng PCR

Khong can bét ky thao tac ndo tlr ngudi str dung cho dén khi dat xong phan (ng.
Man hinh Processing Status (Trang thai x( ly) sé dwoc hién thi va thé hién trang
thai ctia 14n d&t phan (rng PCR va thoi gian con lai wée tinh.

LUU Y

: Viéc day hodc kéo cac khay chira hodc ctra sb cia AltoStar® AM16
1 trong khi dat phan rng PCR c6 thé gay dirng may.

7.6.4 Két thuc qua trinh dat phan rng PCR
Khi két thic quy trinh d&t phan trng PCR, hop thoai Run finished (Két thiic 1an chay)
sé& duoc hién thi.

1. Dam bao khay nap tréng.
2. Xac nhan hop thoai Run finished (Két thuc 1an chay) bang cach nhap vao OK.

AltoStar® AM16 sé d& cac khay chira. Dam bao khong can tré cac khay chira dang
duwoc do.
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Sau khi d&, hop thoai Maintenance (B&o tri) sé& xuat hién.

3. Lam theo hudng dan clia hdp thoai Maintenance (B3o tri).

Bang cla hdp thoai hién thi s lwgng phan (rng trong cac 6ng héa chét phan tng

chwa st dung trong lan d&t phan ng PCR.

4. Néu moét 1an dat phan (ng PCR khac dwoc bat diu ngay 1ap tirc béng cach st
dung dia riva gidi dang dwoc nap hién tai thi van gil dia r&ra gidi chwa niém
phong trén khay chira. Néu khéng, niém phong va bao quan dia rira giai. Dé

biét thém théng tin chi tiét, vui 1ong tham khao hwéng dan st dung AltoStar®
Purification Kit 1.5.

LUU Y

®  San phdm rta gidi trong dia rira giai sé hoat déng 6n dinh & nhiét d6
1 phong (t&i da. +30 °C) trong vong 4 gi® ké tir khi 1an chay tinh sach
hoan tat.

5. Dong cac dng dwng héa chat bang nap éng twong trng chwa qua st dung.

Khéng st dung lai ndp 6ng dé tranh nhiém ban hoéa chét, gay anh
hwéng dén hiéu suét ctia san pham.

6. Bao quan hoa chat dé tai st dung theo mé ta tai chuwong 4.2 X ly.
7. Thai bod vat liéu da sir dung (tham khao chwong 9. Thai bd).

8. Xac nhan hop thoai Maintenance (Bao tri) bing cach nhap vao OK.
7.6.4.1 Két qua dat phan rng PCR
Két qua cuia 1an dat phan (rng PCR dwoc lwu tai phdn mém AltoStar® Connect.

1. Nhép vao PCR Setup — PCR Setup Results (D3t phan (r‘ng PCR — Két qua
dat phan ng PCR) trén thanh trinh don dé truy cap man hinh Results (Két
qua).
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Man hinh Results (Két qua) hién thi mdt bang gém tat ca cac mau dwoc st dung
trong lan d&t phan ng PCR gan nhat va mot cot Status (Trang thai) & bén phai
cho biét qua trinh d&t phan rng PCR dbi v&i mot mau nhét dinh da duoc tién hanh
hoan toan hay chwa (xem bang 6).

Bang 6: Két qua dat phan ing PCR

Tinh trang Két qua dit phan trng PCR

San pham rlra giadi da dwoc xir ly thanh cong trong lan dat phan
&ng PCR.

Hon hop PCR thanh pham da s&n sang dé chay PCR.

+  San phadm rlra gidi chua duoc xt ly thanh cong.

Hén hop PCR twong (ng sé& dwoc tw ddng bd qua trong phan tich
PCR phia sau.

2. Dé xem két qua cla cac |an d&t phan tng PCR trwdc do, nhap vao nut Load
(Nap) trén thanh trinh don, chon lan dat phan ¢ng PCR mong muén t&» danh
sach trong hdp thoai Load Results (K&t qua nap) dang mé va nhap vao OK.

3 tép két qua cho lan d&t phan rng PCR duwoc tao tw dong bdi phan mém AltoStar®
Connect:

«  Tép LIMS (.xml) chuyén théng tin chi tiét v& 14n d&t phan tng PCR, bao gdm
ca két qua tré lai LIMS

+  Tép bao céo (.pdf) chira théng tin chi tiét vé |an dat phan 'ng PCR, bao gébm
ca két qua cho cac muc dich lwu trir

«  Tép may luan nhiét (.plrn) d& tw dong lén chwong trinh cho hé théng CFX96™
DW Dx

Cac tép nay dwoc lwu vao vi tri dwoc chi dinh trong phan cai d&t hé théng ciia phan
mém AltoStar® Connect.

LUU Y

e C° thé tao lai cac tép két qua dat phan rng PCR bang cach tai lan dat
phan (rng PCR twong (ng va nhép vao nat Create LIMS File dé tao

1 tép LIMS, nut Create Report dé tao bao c4o hodc nut Create Bio-Rad
Cycler File dé tao t&p may luan nhiét.
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7.6.5 Niém phong dia PCR

Sau khi hoan thanh 1&n d&t phan (ing PCR, dia PCR phai duwoc niém phong bang
tAm dan niém phong dia PCR. Nén sir dung AltoStar® Plate Sealer [4s3™ Semi-
Automatic Sheet Heat Sealer (4titude)] hodc PX1 PCR Plate Sealer (Bio-Rad). Déi
v&i cac loai may niém phong dia khac khéng cé trong khuyén céo, ngudi st dung
phai danh gia mirc do phu hop.

Trwéng hop st dung may niém phong dia theo dung khuyén céo, can thuc hién
theo cac buwéc sau:

1. Bat may niém phong dia va dam bao bd chuyén dbi dia (plate adapter) khong
con & trong ngan.

2. Dam bdo cai dat may niém phong dia nhu sau:

Bang 7: Cai dat may niém phong dia

Nhiét dé [°C] Théi gian [gidy]
AltoStar® Plate Sealer

[4s3™ Semi-Automatic 170
Sheet Heat Sealer (4titude)]

May niém phong dia

PX1 PCR Plate Sealer
(Bio-Rad)

175 3

Cho cho dén khi dat dén nhiét do cai dat. Qua trinh nay cé thé méat vai phat.
4. Dat dia PCR lén bo chuyén déi dia cia may niém phong dia.

Dat mot tAm dan niém phong dia PCR lén dia PCR sao cho dong chiy “THIS
SIDE UP” (MAT TREN) c6 thé nhin ré. Dam bao ring tat ca cac giéng cua dia
PCR dwoc phia tAm dan niém phong va khéng cé giéng nao bi chiy viét che
khuét.
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LUU Y

1

LUU Y

Viéc van hanh may niém phong dia khi khong c6 bd chuyén dbi dia
trong ngén c6 thé khién may niém phong dia khéng hoat déng. Trong
trwdng hop nay, vui long lién hé véi bd phan hé tre ky thuat cia altona
Diagnostics dé& dugc hd tro (tham khao chwong 11. H6 tro ki thuat).

1

Néu tAm dan niém phong dia PCR hodc khung bi dét sai vi tri, tim dan
c6 thé dinh vao tAm gia nhiét ctia may niém phong dia trong khi niém
phong. Diéu nay sé lam cho may niém phong khéng hoat déng. Trong
trwong hop nay, hodc trong trudng hop bwdc niém phong da duoc bét
dau khi chwa c6 tAm dan niém phong dia PCR, d& may niém phong dia
ngudi dan xudng nhiét d6 phong va lién hé véi bd phan hé tro ki thuat
clia altona Diagnostics dé& dwoc hd tre (tham khdo chwong 11. HS tro
ky thuat).

6. Lap khung niém phong Ién trén dé &n gitr gidy niém phong.

7. M& ngén bang cach nhan nit Operate (Van hanh)*/ &,

8. D4t ca cum bao gdm bod chuyén déi dia, dia PCR, tAm dan niém phong dia
PCR va khung niém phong vao may niém phong dia va nhan Operate (Van
hanh)*/ &+,

9. Ngan kéo ty dong déng lai, niém phong trong thoi gian da dat va tw dong mé

lai.

10. L4y dfa PCR da dwoc niém phong va bd chuyén ddi dia ra khdi may niém
phong dia va déng may niém phong dia b&ng cach nhan nat Close (Péng)*/

[&],

* AltoStar® Plate Sealer [4s3™ Semi-Automatic Sheet Heat Sealer (4titude)]
**PX1 PCR Plate Sealer (Bio-Rad)

7.6.5.1 Do 6n dinh hén hop PCR

Sau khi hoan thanh lan d&t phan &ng PCR, hén hgp PCR trong dia PCR da niém
phong sé hoat ddng 6n dinh & nhiét dd phong (téi da la +30 °C) trong vong 30 phit.
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Khoéng vuot qua thdi gian bao quan hén hop PCR vi diéu nay c6 thé anh
hwéng dén hiéu suat ctia sdn pham.

7.6.6 Bat dau lan chay PCR

Lan chay PCR dwoc thuc hién trén hé théng CFX96™ DW Dx dwdi sw kiém soat
cta phdn mém CFX Manager™ Dx.

1. Bat hé théng CFX96™ DW Dx Ién, cling nhw may tinh va man hinh di kém.
2. Khéi ddong phdn mém CFX Manager™ Dx.

3. Trén thanh trinh don cGa phdn mém CFX Manager™ Dx, chon File — Open
— LIMS File... (Tép — M& — Tép LIMS) dé mé hop thoai Open LIMS File
(M& tép LIMS).

4. Trong hop thoai Open LIMS File (M& t&p LIMS) mé ra, ddm bao rang con trd
nhap nhay tai trwdng File name (Tén tép) & dwéi cung. Néu khéng, nhap vao
trvong File name (Tén tép).

5. Quét ma vach dia PCR bang may quét ma vach cdm tay dé tw dong chon va
mé& tép LIMS chinh xac. Hop thoai Run Setup (Cai dé&t Ian chay) dwoc hién thi.

LUuUY

®  Tht ca cac thong sb can thiét d& bat dau phan rng PCR dwoc chuyén
tw dong tlr phan mém AltoStar® Connect sang hé théng CFX96™ DW
Dx bang tép may luan nhiét.

6. Nhap vao nut Open Lid (M& nép) trong hop thoai Run Setup (Dat phan &ng)
d& mé nap hé théng CFX96™ DW Dx.

7. Lytam ngan dia PCR d& niém phong dé& dam bao toan bod dung dich & duai
day giéng.

8. Duwa dia PCR da niém phong vao khéi gia nhiét ctia hé théng CFX96™ DW Dx
véi giéng A1 & phia bén tréi.

9. Doéng hé théng CFX96™ DW Dx bang cach nhap vao nut Close Lid (Béng
nap) trong hop thoai Run Setup (P&t phan &ng).
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10. Bat dau Ian chay PCR bang cach nhap vao nat Start Run (Bat dau Ian chay)
trong hop thoai Run Setup (Cai dat 1an chay).

7.6.6.1 Trong khi chay PCR

Khong can bt ky twong tac nao tir ngudi str dung cho dén khi 1an chay PCR hoan
tat. Hop thoai Run Details (Chi tiét 1an chay) s& dwoc hién thj va thé hién trang thai
cta l4n chay PCR va thoi gian con lai wéc tinh.

LUU Y

« Mo nap hé théng CFX96™ DW Dx trong khi chay PCR bang céch st
dung nut & phia trwdc nap hodc bang cach nhap vao Open Lid (M&

1 nép) trong hop thoai Run Details (Chi tiét 1an chay) s& hdy bd qua trinh
chay va hiy bé tat ca cac két qua.

O cubi 1an chay PCR, clra sd Data Analysis (Phan tich di¥ liéu) dwoc hién thj va
hién thi cac dwdng cong khuéch dai, cach bé tri dia va két qua.

7.6.6.2 Chi dinh xét nghiém cho cac nhém giéng

Quy trinh AltoStar® x& ly mét hodc mét sb xét nghiém PCR ddng thoi trén mot dia
PCR. Tuy nhién, méi xét nghiém phai dwo'c nguwdi dung phan tich riéng theo hwdng
dan sir dung cla xét nghiém twong &ng.

Vi vy, tAt c& cac xét nghiém trén dia PCR phai dwoc ngudi dung chi dinh cho tirng
nhém giéng bang phan mém CFX Manager™ Dx.
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1. Trong clra sb Data Analysis (Phan tich di liéu), nhdp vao nat Plate Setup
(Thiét 1ap d7a) trén thanh céng cu va chon View/Edit Plate (Xem/chinh stra
dia). Xuét hién hop thoai Plate Editor (Trinh chinh stra dia) (xem hinh 1).

Plate Editor - L111572.pltd
File Settings  Editing Tools
sl {6 Scan Mode &l Channels (@ Trace Syles..
1 2 3 4
NTC Unk
HBV HBV
Internal Contro Internal Control
A isv-1
HSV-2
NTC | 125208051510 Sample 4 | 00000004 Sample 10 | 00000010
AltoStar HBV PCR Kit 1.5 AltoStar HBV PCR Kit 1.5 AltoStar alpha PCRK# 1.5
Unk
HBV HBV
Internal Control
B
HBV QS1 | 125038051910 Sample 5 | 00000005
AltoStar HBV. Kt 1.5 AltoStar HBV PCR Kit 1.5
Unk
HBV HBV
Internal Contro
c
HBV QS2 | 125048051910 Sample 6 | 00000006
AltoStar HBV PCR Kit 1.5 AltoStar HBV PCR Kit 1.5
Unk
HBV HBV
Internal Control
D
HBV QS3 | 125058051910 Sample 7 | 00000007
AltoStar HBV PCR Kit 1.5 AltoStar HBV PCR K#t 1.5
Unk
HBV
E
HBV QS4 | 125068051910 Sample 8 | 00000008
AltoStar HBV PCR Kit 1.5 AltoStar HBV PCR Kit 1.5
Unk NTC
BV
F
HSV-2
Sample 1 | 00000001 NTC | 102205011912
AltoStar HBV PCR K 1.5 AoStar alpha i PCRK# 1.5
Unk Pos
vav
G sv-1
HSV-2
Sample 2 | 00000002 alpha Herpesvirus PC | 102119012004
AltoStar HBV PCR K# 1.5 AltoStar alpha PCRK# 1.5
Unk Unk
H
HSV-2
Sample 3 | 00000003 Sample 9 | 00000009
AltoStar HBV PCR Kit 1.5 AktoStar alpha He jvirus PCR Kit 1.5
[« I B D
View View
Plate Type: BR White @) Target Name (O Concentration [] Sample [] Well Group [] Biological Set  [] Wel Note

Sample Type S
<none>
aone>
aone>
one>
<none>
<none>
1 S
[  CearReplcate
Clear Wels

[ Exclude Wells in Analysis

[m] X

?
g] Plate Loading Guide _

OK Cancel

Hinh  1: Hop thoai Plate Editor (Trinh chinh stra dia)

Trong hop thoai Plate Editor (Trinh chinh sira dia), nhap vao Well Groups...

(Nhém giéng) trén thanh cong cu. Xuat hién hdp thoai Well Groups Manager

(Trinh quan ly nhém giéng) (xem hinh 2).
Nh&p vao nut Add (Thém).

4. Nhap tén xét nghiém dau tién vao hop van ban.
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5. Chon tat ca cac giéng trong khu virc dia PCR thudc xét nghiém dau tién (xem
hinh 2). C6 thé x&c dinh cac giéng thudc ciing mét xét nghiém trong hép thoai
Plate Editor (Trinh chinh stra dia) badng muc nhap trong trwdng Biological Set
(Thiét lap sinh hoc).

Well Groups Manager X
Add | AltoStar HBV PCR Kit 1.5 v Delete
1 2 3 4 5 6 7 8 9 10 1 12
A Unk
B
C
D
E
F NTC
G Pos
H Unk
o (o]

Hinh  2: Hop thoai Well Groups Manager (Trinh quan ly nhém giéng)

6. Lé&p lai cac buwéc 3-5 cho tat ca cac xét nghiém trén dia PCR.

7. Xé&c nhan chi dinh cho cac nhém giéng béng cach nhép vao OK. Hop thoai
Well Groups Manager (Trinh quan ly nhdm giéng) sé déng lai.

8. Dong hop thoai Plate Editor (Trinh chinh stra dia) bdng cach nhap vao nut OK.

9. Xé&c nhan ap dung céc thay ddi bing cach nhép vao Yes.
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7.6.7 Phan tich dir liéu PCR
Két qua cuia tat ca cac xét nghiém (nhém giéng) trén dia PCR phai dwoc phan tich
theo trinh tyw dwgc mé ta trong hinh 3.

Chon nhém giéng str dung AltoStar® HBV PCR Kit 1.5

y phan tich theo hwéng dan s dung

Chuén héa dw¥ng nén (baseline)
cho cac kénh mau FAM™ (HBV) va VIC™ (IC)

Loai triv tat ca cac giéng c6 tin hiéu PCR bét thwoyng
(vi dy: tin hiéu ting tuyén tinh, tin hiéu tng dot bién, v.v..)

Thiét lap ngwéng
cho cac kénh mau FAM™ (HBV) va VIC™ (IC) ty thudc vao tin hiéu clia mau chitng

Loai triv tit ca cac giéng khong chira di liéu hop 18
theo céc théng sb k¥ thuat clia phong thi nghiém va clia hwéng dan st dung nay

Trong trwong hop dién giai két qua Trong trwvong hop dién giai két qua theo
bing LIMS cach thu cong béi ngwéi sir dung

Xuét két qua PCR dwéi dang tép két qua Xuét két qua dwi dang tép béo cao
LIMS (.pdf)
(.csv)

Dién giai két qua
(vi du: ndng @6 mau tinh toan dwoc)

Chon xét nghiém (nhém giéng) tiép theo can phan tich

Hinh  3: Quy trinh phan tich d liéu PCR
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Trong ctra s6 Data Analysis (Phan tich di liéu), lwu y chon Well Group (Nhém
giéng) cuia AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don tha xuéng Well Group
(Nhém giéng) ngay bén canh nat Well Group (Nhém giéng) (xem hinh 4) clia thanh
cong cu. Khong str dung “All Wells” Well Group. Cach st dung & hinh 4 la géc nhin
vi du chung.

Truéc khi phan tich két qua, can ddm bao réng nhém giéng cla AltoStar® HBV
PCR Kit 1.5 c6 chira tat ca cac giéng cla AltoStar® HBV PCR Kit 1.5 va khéng chira
giéng nao cua cac xét nghiém khac.

& ‘ All Wells v |

AltoStar HBV PCI
AltoStar aliha HeI

Hinh  4: Nat Well Group (Nhém giéng) va trinh don tha xudng Well Group (Nhém giéng)

LUU Y

i Viéc phan tich két hop trén mot xét nghiém co thé cho két qua khong

chinh xac.

V&i xét nghiém chan doan, két qua phai dwoc dién gidi dwa trén tat ca
. ~ cac biéu hién 1am sang va xét nghiém.
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7.6.7.1 Chuan héa dwéng nén

Thiét Iap dweng nén ma phan mém CFX Manager™ Dx st dung c6 thé can duoc
didu chinh cho tirng giéng ctia xét nghiém (Well Group) (Nhém giéng) dua theo
phan tich.

1. Trong ctra sb Data Analysis (Phan tich di¥ liéu), lvu y chon Well Group (Nhém
giéng) clia AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don tha xudng Well
Group (Nhém giéng) ngay bén canh nat Well Group (Nhém giéng) (xem
hinh 4) cta thanh cong cu.

2. O phia bén trai clia clra sd Data Analysis (Phan tich di¥ liéu), danh d&u vao
hop kiém FAM trng véi kénh nhan dién HBV.

3. Trén thanh trinh don cla ctra s6 Data Analysis (Phan tich di liéu), nhap vao
Settings — Baseline Threshold... (Cai dat — Budng ngwdng) dé mé hop
thoai Baseline Threshold (Bw&ng ngwdng) (xem hinh 5).

4. Nhép vao biéu twong ¢ trong phan tiéu d& cot Baseline End (Két thic dwdng
nén) dé sp xép bang theo cac gia tri ting dan Baseline End (Két thic dwéong
nén).
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5. Chon tat ca cac dudng thé hién gia tri Baseline End (Két thic dwdng nén) tir
1-9 (xem hinh 5).

Baseline Threshold E (]
Baseline Cycles
©) Auto Calculated
@ User Defined Bold indicates a changed value.
Baseline Baseline v
. 0. i 0. Begin 0.; Bd |
1 |P\ﬂ1 IFAM 3 4
2 BO2 FAM 3 4
3 [BD1 FAM 3 4
4 c02 FAM 3 9|
5 |Co1 FAM 3 23 |7
6 D02 FAM 3 25
7 D01 FAM 3 26
8 G0 FAM 3 27
9 FO1 FAM 3 27
10 |E02 FAM 3 28
1 |E01 FAM 3 28
All Selected Rows: Begin: [3 =] End: [e5 Y
Single Threshold h
@ Auto Calculated: 998,84
() User Defined: 998.84
[ ok ][ cencel ]
-

Hinh  5: HOp thoai Baseline Threshold (Bwdng ngwéng)

6. Dat gia tri tai trwdng End: (Két thuc) thanh 45 déi véi cac dong dwoc chon
(xem hinh 5).

7. Xac nhan cai d&t bang cach nhap vao OK.

8. O phia bén trai clia ctra s6 Data Analysis (Phan tich di liéu), bé danh dau
hop kiém FAM va chi danh d4u vao hop kiém VIC (ng v&i kénh nhan dién IC.

9. Lap lai cac buéc 3—7 cho kénh nhan dién VIC™ (IC).
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7.6.7.2 Loai trir cac tin hiéu PCR bat thwong

Cac két qua hop Ié chi co thé dwoc lay tir cac tin hiéu PCR khong c6 tin hiéu gia,
céc tin hiéu gia nay co thé xuét phat tir cac nguyén nhan nhw tap chat hodc bong
boéng trong hén hop. Nguwoi ding phai loai trir cac tin hiéu PCR cé chira cac tin
hiéu gia.

1. Trong ctra s6 Data Analysis (Phan tich di liéu), lvu y chon Well Group (Nhém
giéng) clia AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don thd xudng Well
Group (Nhém giéng) ngay bén canh nit Well Group (Nhém giéng) (xem
hinh 4) cla thanh cong cu.
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2. Xac dinh cac giéng cé tin hiéu PCR béat thuwdng (tin hiéu ting tuyén tinh, tin
hiéu tang dét bién, v.v.) & bat ky kénh mau nao, du la FAM™ (HBV) va VIC™
(IC) (xem hinh 6).

‘e Data Analysis - L111572.pcrd

File View Settings Export Tools €& plate setup - | a| AltoStar HEV ~
Quantification ﬁé Quantffication Data Gene Expression End Point @ Allelic Discrimination

Amplification EI
T T T

| Completed | | | Scan Mode: All Channels | Plate Type: BR White

Hinh  6: Clra s6 Data Analysis (Phan tich di liéu): tin hiéu PCR béat thwong
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3. Nhép chuét phai vao tirng giéng bi anh hwéng va chon Well... — Exclude
from Analysis (Giéng — Loai trir khéi phan tich) (xem hinh 7).

‘e Data Analysis - L111572.pcrd

File View Settings Export Tools €3 plate setup v|§| AltoStar HEV ~

Quartification ﬁé Quantification Data Gene Expression End Point [1&] Allelic Discrimination

Amplification EI
T T T

Well G1 > View Only

Copy Remove from View

Copy as Image Set Color...

Print... Exclude from Analysis
Print Selection...

Hinh  7: Clra sd Data Analysis (Phan tich di¥ liéu): loai giéng khdi phan tich

Completed
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4. Giéng da chon sé dwoc loai triy khéi phan tich nay. S& khong cé két qua nao
dwoc tao cho giéng nay (xem hinh 8).

‘e Data Analysis - L111572.pcrd

File View Settings Export Tools €5 plate setup - | & |‘
Quantfication Quantfication Data Gene Expression End Point [1&] Allelic Discrimination

Amplification EI
T T T

| Completed | | | Scan Mode: All Channels | Plate Type: BR White

Hinh  8: Clra s Data Analysis (Phan tich di liéu): giéng da loai bd
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7.6.7.3 Thiét lap ngwéng

Nguw&i dung phai dat nguwdng cho cac kénh mau FAM™ (HBV) va VIC™ (IC) theo
céach tha cdng tuy thudc vao tin hiéu clia mau chirng.

1. Trong ctra sb Data Analysis (Phan tich di liéu), Iwu y chon Well Group (Nhém
giéng) cla AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don tha xudng Well
Group (Nhém giéng) ngay bén canh nat Well Group (Nhém giéng) (xem
hinh 4) cta thanh cong cu.
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2. O phia bén trai clia ctra s6 Data Analysis (Phan tich div liéu), danh dau vao
hop kiém VIC (rng v&i kénh nhan dién IC (xem hinh 9).

‘e Data Analysis - L111572.pcrd

File View Settings Export Tools €3 plate setup v|a| AltoStar HEV ~

Quantfication Quantfication Data Gene Expression End Point [1&] Allelic Discrimination

Amplification EI
T T T

B0 . e e e e e e e e e e T e e d]
4000 L. oo A ]
E soon Foooo oo .................. ................. ................. .............
2000 L e ]
qooo L. .................. ................ .................. .............

I | & = | m| g 0@ =

| Completed | | | Scan Mode: All Channels | Plate Type: BR White

Hinh  9: Clra s6 Data Analysis (Phan tich dir liéu): thiét lap nguéng VIC™
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3. Chichon giéng NTC & ché do xem dia cla clra s6 Data Analysis (Phan tich
di liéu) (xem hinh 9).

4. Kéo nguwdng vao vung ham mi cua tin hiéu NTC (xem hinh 9).

LUU Y

i NTC c6 chira khuén IC, vi vay sé c6 tin hiéu IC trong mot giéng NTC

hop lé.

5. O phia bén trai clia clra s& Data Analysis (Phan tich di liéu), bd danh dau hop
kiém VIC va danh d&u vao hop kiém FAM (ng v&i kénh nhan dién HBV (xem
hinh 10).
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‘e Data Analysis - L111572.pcrd

File View Settings Export Tools €3 plate setup v|a| AltoStar HEV ~

1] Quantification ﬁé Quantfication Data Gene Expression End Point [1&] Allelic Discrimination

Amplification EI
T T T

| Completed | | | Scan Mode: All Channels | Plate Type: BR White

Hinh  10: Clra s6 Data Analysis (Phan tich d@ ligu): thiét 1ap nguwéng FAM™

6. Chi chon céc giéng chira NTC va QS & ché dd xem dia clia cra sb Data
Analysis (Phan tich di¥ liéu) (xem hinh 10).

7. Kéo dwdng ngwdng cao hon tin hiéu cia NTC va di vao vung ham m cua tin
hiéu QS (xem hinh 10).
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7.6.8 Tinh hop lé cta két qua PCR

7.6.8.1 Loai trir cac giéng cé chira dir liéu khéng hop lé
Cac giéng khéng chtra di liéu hop 1& phai dwgc ngwdi dung loai trir khoi viéc tao
két qua.

1. Trong ctra sb Data Analysis (Phan tich di¥ liéu), lvu y chon Well Group (Nhém
giéng) clia AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don tha xudng Well
Group (Nhém giéng) ngay bén canh nat Well Group (Nhém giéng) (xem
hinh 4) cta thanh cong cu.

2. Xéc dinh tat ca cac giéng chira dir liéu khéng hop 1&. Mét giéng dwoc coi la
khéng hop 1& néu thudc mot trong sb bat c truérng hop nao dudi day:
a) Lan chay hoan tat nhung khong hop & (tham khao chwong 7.6.8.2 Tinh
hop 1& ctia mét 1an chay chan doan PCR).

b) Dir liéu giéng khdong dap (ng cac didu kién kiém soat d& duoc tinh 1a co
két qua hop & (tham khao chwong 7.6.8.3 Tinh hop 1& két qua ciia mot
mau).
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3. Nhép vao cac giéng chira di¥ liéu khong hop 1& theo chwong 7.6.8.2 Tinh
hop 1& ctia mét 1&n chay chdn doan PCR dén 7.6.8.3 Tinh hop 1& két qua cua
mot mau béng nh&p chudt phai va chon Well... — Exclude from Analysis
(Giéng — Loai khai phan tich) (xem hinh 11 va 12).

) Data Analysis - L111572.perd

File View Settings Export Tools €y piate setup - ‘ a| AltoStar HEV
Quantfication Quantification Data |] Gene Expression End Point ['&] Allelic Discriminatior

Amplification El
T T T

| Completed | | | Scan Mode: All Channels | Plate Type: BR White

Hinh  11: Clra s Data Analysis (Phan tich di liéu): giéng khdng hop 1é
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i Data Analysis - L111572.pcrd

.g| AltoStar HBY ‘
JE Quantification ’@\ Quartification Data EEJ] Gene Expression End Paint @ Allelic Discrimination

Amplification EI

File  View  Settings Export Tools PlatE Setup -

5000 4

4000

3000 4

RFU

Cycles [] Log Scale

Remove from View

Copy as Image Set Color...

Print... Exclude from Analysis
Print Selection...

Export to Excel...
| Completed | Export to C5V... hannels | Plate Type: BR White

Hinh  12: Cira s6 Data Analysis (Phan tich di liéu): loai giéng khong hop 1& khdi phan
tich

Giéng da chon sé dugec loai trir khoéi phan tich nay. Sé khdng cé két qua nao dwoc

tao cho giéng nay.
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7.6.8.2 Tinh hop lé ciia mét 1an chay chan doan PCR

Lan chay PCR chén doan dwoc coi la hop 1é néu:

a) dap trng cac didu kién kiém soat sau:

Bang 8: Diéu kién kiém soat d& dam bao mat Ian dat phan ng PCR hop &

Kiém chuan Kénh nhan dién

Khéng ap dung

+

va b) dworng chudn dwoc tao dat gia tri thong sé kiém chuén sau:

Bang 9: Thong sb kiém chudn dwéng chuén

Théng sé kiém chuan Gia tri hop 18

R binh phwong (R?) >0,98
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Thoéng sb kiém chudn ctia dwéng chudn duoc hién thi bén dwéi dd thi duwdng chuén
trong ctra sb Data Analysis (Phan tich di liéu) (xem hinh 13).

Pwéng cong tiéu chuin

34 1

Ca

1,0 1.5 2.0 25 30 35 4,0
Log s6 Iwgng DNA ban méu ban dau

O  Standard (Chéat chuan)
> Unknown (Khong xac dinh)
—— FAM  E=105,2% R"2=1,000 Slope=-3,204 y-int=36 849

Hinh  13: D@ liéu dwong chuan

Lan chay chan doan PCR duwoc coi la khéng hop lé néu:

+ L&n chay chwa hoan tat.
« B4t ké diéu kién nao trong sb cac diéu kién kiém soat cho mot phan trng chan
doan PCR hop Ié khéng dwoc thda man.

Trong trwdng hop 1an chay chan doan PCR khong hop 18, loai trir tAt ca cac giéng
khoi phan tich va 13p lai 1an chay AltoStar® bat dau tir cac mau ban dau.

7.6.8.3 Tinh hop lé két qua ctia mét mau

Két qua dbi véi mét mau dwoc coi l1a khéng hop 18, néu céc tin hiéu trong ca kénh
nhan dién VIC™ (IC) va kénh nhan dién FAM™ (HBV) déu & am tinh (xem bang
10). Trong trwong hop két qua khéng hop & cho mét mau, loai trir giéng ra khai
phan tich va xét nghiém lai tr mau ban dau hoac thu nhan mau mai rdi xét nghiém.
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Bang 10: Tinh hop I& cla két qua

Kénh nhan dién

Tinh hop 1é ctia két qua

+ + Két qua hop 1&
+ - Két qua hop l&*
- + Két qua hop 1&

. = Két qua khéng hop lé

* Phat hién IC la khong bat buodc khi da phat hién dwgc muc tiéu HBV. Tai lwong HBV DNA
cao trong mau cé thé gitp giam bt hodc khéng con tin hiéu IC.

7.6.9 Xuat két qua PCR dé dién giai két qua tw déng
Dé& cung cap két qua chay PCR cho LIMS da két nbi dé dién giai két qua tw dong,

can xuét dwéi dang tép két qué LIMS (.csv).

2,

Trong clra s& Data Analysis (Phan tich di¥ liéu), Iwu y chon Well Group (Nhém
giéng) clia AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don tha xudng Well
Group (Nhém giéng) ngay bén canh nut Well Group (Nhém giéng) (xem
hinh 4) cta thanh cong cu.

Dam bao réng t&t ca cac budc trong quy trinh phan tich (tham chuong 7.6.7.1

Chuan hoa dudng nén dén 7.6.8.1 Loai trlr cac giéng co chiva div liéu khong
hop 18) da dwoc hoan thanh dbi véi nhém giéng ctia AltoStar® HBV PCR Kit 1.5.

Trén thanh trinh don cla clra s6 Data Analysis (Phan tich dir liéu), nhap vao
Export — Export All Data Sheets (Xuit — Xuét t&t cd cac phiéu dir liéu) dé
m& hop thoai Browse For Folder (Tim thw muc).

Trong hép thoai Browse For Folder (Tim thw muc), xac dinh vi tri cac tép két
qua LIMS can tao va nhép vao OK.
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LUU Y

Viéc tich hop LIMS phai dwoc thue hién theo cac théng sé ky thuat cia
®  altona Diagnostics. Dé biét thong tin vé viéc tich hop LIMS, tham khao
1 chwong 15. Giao thirc xét nghiém cho phan mém AltoStar® Connect va
thong tin dé tich hop LIMS va/hoac lién hé véi bo phan hé tro k§ thuat

cua altona Diagnostics (tham khao chwong 11. H6 tro ky thuat).

LUU Y

Viéc lvu két qua cla nhidu xét nghiém (nhém giéng) tlr mot 1an xét
™ nghiém PCR trong cting mét thu muc dan dén viéc thay thé tép két qua
1 LIMS ctia xét nghiém (nhém giéng) dau tién béng tép két qua LIMS cla
xét nghiém (nhém giéng) thir hai. Trong trwdng hop nay, cac tép két qua

LIMS ctia xét nghiém (nhdm giéng) dau tién co6 thé dwoc xuat lai.

7.6.10 Xuét két qua PCR dé dién giai két qua thu coéng

Néu két qua khéng dwoc chuyén dén LIMS dé dién giai két qua tw dong thi nguoi
duing phai dién giai két qua theo cach thi cong. Khi d6, két qua phan tich ctia mdi
xét nghiém (nhém giéng) can dwoc xuat dwdi dang tép bao céo.

1. Trong ctra sb Data Analysis (Phan tich di liéu), lvu y chon Well Group (Nhém
giéng) clia AltoStar® HBV PCR Kit 1.5. Nhap vao trinh don tha xudng Well
Group (Nhém giéng) ngay bén canh nit Well Group (Nhém giéng) (xem
hinh 4) clia thanh coéng cu.

2. O phia bén trai clia ctra sé Data Analysis (Phan tich di¥ liéu), danh dau vao
hop kiém VIC va FAM.

3. Dam bao rang tat ca cac bw&c trong quy trinh phan tich (tham chuwong 7.6.7.1
Chuén hoa dwdng nén dén 7.6.8.1 Loai trlr cac giéng c6 chira dir liéu khong
hop 1&) da dwgc hoan thanh dbi véi nhom gleng cuaAltoStar® HBV PCR Kit 1.5.

4. Trén thanh trinh don cla ctra sé Data Analysis (Phan tich di liéu), nhap vao
Tools — Reports... (Cong cu — Bao céo) dé mé hdp thoai Report (Bdo céo).
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5. Dam bao chon it nhat cac ndi dung sau dé tao bao cdo & phan trén bén trai clia
hop thoai Report (Bao cao) (tham khdo hinh 14):

] Header
Report Information
LI Notes

[ Run Setup

1 Run Information
Protocol

{"] Plate Display
EAqQuantification

1 Analysis Settings
L[] Amplification Chart
A Standard Curve Chart
_{]Data

[ Gene Expression - Bar Chart
A Analysis Settings
Chart

Target Names
—/]Sample Names

—] Data

L[] Target Stability

Hinh  14: Hop thoai Report (Bao cao)

6. Chon hodc bd chon néi dung bd sung ctia bao céo béng cach danh diu vao
céac hop kiém twong trng theo yéu cau.

7. Trén thanh trinh don cla clra s6 HOp thoai Report (Béo céo), danh dau vao
File — Save As... (Tép — Lwu) dé mé hdp thoai Save Report (Lwu bao cao).

8. Trong hop thoai Save Report (Lwu Bao cao), chi dinh tén va vi tri cho tép bao
cdo sé dwoc tao va nhap vao Save (Lwu).
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7.6.10.1 Dien giai

két qua tha cong

1. M& té&p bao cdo dwoc tao cho nhém giéng cta AltoStar® HBV PCR Kit 1.5
(tham khao chwong 7.6.10 Xuét két qua PCR dé dién giai két qua tha cong).

2. Tham khao bang Quantification Data (D@ liéu Binh lwgng) trong bao cao (xem
hinh 15). Bang gdm 2 hang cho tirng Sample (M&u) — mét cho Target HBV va
mot cho Target Internal Control.

Quantification Data

e e e =l 21 P i o PO b e Il e B

Aot fam| Hey | wTe | WICL | ASer Y | wa | 000 | 0.000 NA NA  |0.00E+00| 0.00E+00

A02|FAM| HBV | Unkn 332&;&0 34‘ ”p‘gs‘%*" "5" NA | 000 | 0.000 NA NA 0.00E+00 0.00E+00 C""“i‘a"gg“l’t‘] /::f“”
Bot|Fam| mev | s | HEVOSUL | AeSterH8Y 12397 2397 | 0000 | 1.000E+04 4000 [1.00e+04] 0.00E+00

BO2| FAM| HBV | Unkn 382‘0"";35‘ ”p‘c":‘;'l’:gv [34.65[ 34.65 | 0.000 | 4.855E+00 0686 |4.85E+00| 0.00E+00 C“"C‘;':]‘_'gsiln&:""f‘°’
cotfrav| ey | s | HONOS2I | AveSier OV o726 2728 | 0000 | 1.000E03 3000 [1.00E+03| 0.00E+00

coz(FaM| HBY | unkn | oompled] st e | wa| 000 [ 0000 NA A [0008+00] 0.008+00 | Concentretion fector
oo1|Fam| HBY | s | MBMOSSI | AloSierHEY lsose| sos4 | 0ooo | 1000Ev02 2000  |1.00E+02| 0.00E+00

Eor|Fam| HBy | s | MBMOSEL | AtoSter Y lagse| s3se | 0ooo | 1000er0n 1000 |1.00E+01| 0.00E+00

E02|FaM| HBV | Unkn 3;3‘0%%& A'P'C"g';z"’}"s" 2822 2822 | 0000 | 4.924E+02 2692 |4.92E+02| 0.00E+00 CD"""”";&‘?&:“““
For|FaM| HBY | Unkn [ SomEe oY 14| 2614 | 0000 | 21956403 3341 [220E+03] 0.00E+00 | CONCeRtTatan factor
HOT|FAM| HBV | Unkn ggg‘o%% 033‘ “:?S‘;’t " "5" NA| 000 | 0.000 NA NA  [0.00E+00| 0.00E+00 °°"‘EB'2|";0“|°L']  actor:
Aot|vic | el | nTe | 010 | e 8 2527 2527 | 0000 NA NA NiA | 0.00E+00

202| vic 'g:f"’.’:g“ Unkn ﬁgg‘u"(‘]‘zg"‘ ”P‘c"‘f‘zt’;“’s" 126.08] 26.08 | 0.000 N/A NA NA | 0.00E+00 G”““‘;‘“ﬂ"g;'flj‘/::‘“""
802| Vic 'C”fn’.':;“ Unkn lslg;l"u“(‘]‘zgs‘ "'p‘é‘s‘zt’;“'s" 125.46| 25.46 | 0.000 N/A NA NA | 0.00E+00 c“"“e”"l;’;"l‘ﬂ/:;““"
coz2| vic 'C”:)en:':;“ Unkn lslg;l"up(‘fugé Np'gs‘zt’:“sv [25.33| 25.33 | 0.000 NA NA NA | 0.00E+00 c“"r"g';]"l;’;"l’ﬂ/:'""d"’
02| Vic 'g:fn:':;“ Unkn ﬁgg"opéeog; Np‘é’lf‘;'(’;“‘sv [26.25 26.25 | 0.000 NA NA NA | 0.00E+00 c“"ceﬁz"l;’;"l’&:""‘dm
Fo1| vic 'g('f":':;“ Unkn ﬁgg“opéeog“ ”p'é’:‘z(’:“s" [25.48| 25.45 | 0.000 NA NA NA | 0.00E+00 CD"CE”";S"I’S/:""‘C‘C”
Ho1| Vic 'C”:‘:':;“ Unkn ﬁgg‘u"l‘fo 33‘ A'p'é’:'z‘f: “5" (25 70| 25.70 | 0.000 NA NA NA | 0.00E*00 C""“::]"S’;“I’J /::‘C“"

Hinh  15: Bao cao: Quantification Data (D@ liéu dinh lwong)

Cac két qua dwoc danh diu béng Concentration factor (Hé s6 néng do) trong cot

Well Note (Ghi chui giéng) ctia bédng Quantification Data (D liéu Binh lwong) (tham
khao hinh 15).

3. Tainhi*ng dong nay, tham khao cot Starting Quantity (SQ) (Lwong khéi dau)
dé biét ndng do6 dich HBV do dworc trong san pham rira gidi cia Sample (Mau)
twong trng. D& tinh toan két qud clia mau ban dau cta bénh nhan, gia tri
Starting Quantity (SQ) (Lwong khéi dau) phai dwoc ngwoi dung nhan voi
Concentration factor (Hé sb ndng dd) (bao gdm ca don vi) twong (ng.

4. Tham khao bang 11 @& nadm dwoc cach dién giai két qua.
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Bang 11: Dién giai két qua

Starting Quantity (SQ) [Lwgng khéi dau
(SQ)] cua muc tiéu HBV

Dién giai két qua

Phat hién DNA dac hiéu cho HBV. Nhan gia
tri Starting Quantity (SQ) (Lwong khéi dau)
v&i Concentration factor (Hé sb nong do)
trong cot Well Note (Ghi chu giéng) (bao
gdm ca don vi) dé tinh toan néng do6 mau
ban d4u ctia bénh nhan.

>0

Khong phat hién DNA dac hiéu cho HBV.
Khoéng hién dién Ma&u khéng chira dd lwgng DNA dac hiéu
cho HBV dé c6 thé phat hién.

8. Dir liéu vé hiéu suat

Hiéu suét ctia AltoStar® HBV PCR Kit 1.5 dwoc danh gia bang Tiéu chudn Quéc té
ctia WHO phién ban 4 vé cac Ky thuat khuéch dai nucleic acid déi véi HBV DNA
(ma NIBSC: 10/266, kiéu gen A2) va vat liéu chudn HBV dwoc hiéu chinh theo Tiéu
chuén Quéc té ctia WHO.

8.1 Huyét twong

8.1.1 b6 nhay phan tich

Dé xac dinh gi¢i han phat hién (LoD) pha lodng bac lién tiép theo Tiéu chuan Quéc
té cia WHO phién ban 4 vé cac K thuat khuéch dai nucleic acid dbi véi HBV DNA
(Ma NIBSC: 10/266; kiéu gen A2) trong huyét twong EDTA dé tao ra cac ndng do tir
1,00E+02 dén 5,00E-01 IU/ml.

M&i mtrc pha loang (dilution) dwgc xét nghiém trén 8 ban sao (replicate), trong 3 1an
chay khac nhau (tdng n = 24 cho méi mtc pha loang) dwoc st dung két hop véi:

- 3106 AltoStar® HBV PCR Kit 1.5
« 3106 AltoStar® Purification Kit 1.5
« 3106 AltoStar® Internal Control 1.5
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+ 3 hé théng AltoStar® AM16
+ 3 hé théng CFX96™ DW Dx

Dir liéu tir tAt ca cac lan chay dwoc tbng hop va thwc hién phan tich xac suét dé
xac dinh gia tri LoD 95 %.

Bang 12: Két qua xét nghiém PCR st dung cho viéc tinh todn do nhay phan tich ctia
AltoStar® HBV PCR Kit 1.5

No6ng do

[IU/mi] N [tong s] N [dwong tinh] | Ti & biéu hién [%]
1,00E+02 24 24 100
5,00E+01 24 24 100
2,00E+01 24 24 100
1,00E+01 24 23 9
7,00E+00 24 21 88
5,00E+00 24 20 83
2,50E+00 24 9 38
1,00E+00 24 1 4
5,00E-01 24 2 8

LoD cla AltoStar® HBV PCR Kit 1.5 dé phat hién HBV trong huyét twong EDTA 1a
10,2 IU/ml (khoang tin cay 95 %: 7,6—15,8 IU/ml).

LoD cho HBV thudc cac kiéu gen B—H da dwoc xac nhan theo giao thirc dwgc md
ta trong hwéng dan CLSI EP17-A2 (“Danh gia kha ndng phat hién déi véi cac quy
trinh do lwong trong phong thi nghiém Iam sang; Hwéng dan da duoc phé duyét-
Phién ban hai”).

Déi véi mdi kiéu gen HBV huyét twong EDTA am tinh duwoc bd sung HBV dé ndng
do dat dén gia tri LoD (10,2 1U/ml) dwoc x&c dinh theo Tiéu chuén quéc té ctia WHO
phién ban 4 vé& Khuéch dai nucleic acid di vé HBV DNA (ma NIBSC: 10/266, kiéu
gen A2). Sau d6, cac mau dwoc xét nghiém trong 3 1an chay khac nhau bang cach
st dung két hop 3 16 AltoStar® HBV PCR Kit 1.5, 3 16 AltoStar® Purification Kit 1.5
va 3 16 AltoStar® Internal Control 1.5 (n = 20 méi l&n chay; téng cong 60 mau I3p).
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Bang 13: Xac nhan do nhay phan tich déi véi HBV kiéu gen B-H

Kiéu gen HBV N [téng s)] N [dwong tinh] Ti Ié biéu hién [%]
B 60 56 93
© 60 57 95
D 60 56 93
E 60 59 98
F 60 56 93
G 60 60 100
H 60 59 98

Két qua da xac nhan LoD dat it nhat 14 10,2 1U/ml dbi v&i HBV kiéu gen B—H.

8.1.2 P dac hiéu phan tich

Do dac hiéu phan tich cua AltoStar® HBV PCR Kit 1.5 dwgc dam bao théng qua sy
Iwa chon k§ lwéng cac oligonucleotide (doan médi va dau do). Cac oligonucleotide
duwoc kiém tra bng cach phan tich so sanh trinh tw véi cac trinh tw cong khai cé
san d& dam bao réng sé& phat hién duoc tat ca cac kiéu gen lién quan dén HBV.

D& xac nhan do dic hiéu phan tich cia AltoStar® HBV PCR Kit 1.5 cac thi nghiém
sau duoc thye hién (tham khao cac chuong 8.1.2.1 Mau am tinh dén 8.1.2.3 Phan
trng chéo).

8.1.2.1 Mau am tinh

104 mau huyét twong EDTA am tinh v&i HBV tlr cac ca nhan hién ting dwoc xét
nghiém véi AltoStar® HBV PCR Kit 1.5. T4t ca (104/104) mau dwoc xét nghiém déu
am tinh v&i DNA dac hiéu cho HBV va dwong tinh véi IC. D6 dac hiéu phan tich cla
AltoStar® HBV PCR Kit 1.5 dbi v&i cac mau huyét twong EDTA 14 = 99 %.

65



AltoStar® HBV PCR Kit 1.5

8.1.2.2 Chét gay nhiéu

Dé& danh gia anh hwéng clia cac chat ndi sinh va ngoai sinh cé kha nang gay nhiéu
dbi v&i hiéu sut clia AltoStar® HBV PCR Kit 1.5, [am tdng manh chét da chon trong
cac mau huyét twong EDTA. Cac mau huyét twong nay cé chira HBV & ndng do
3 x LoD (3,06E+01 IU/ml), 1,50E+03 IU/ml va khéng HBV twong trng.

Két qua thu dwoc déi véi cac mau cd chiva chat co kha nang gay nhiéu duoc so
sanh voi két qua dwoc tao ra déi véi cac mau huyét twong EDTA khong chiva chét
gay nhiéu. Méi mau dwoc xt ly trén 3 ban sao (replicate).

Chuwa quan sat thay tinh trang nhiéu ddi véi cac mau chira ham lwong cao:
+  Chéat ndi sinh
o Bilirubin
> Hemoglobin
o DNADGS gen nguoi

o Albumin huyét thanh nguoi

o Chéat béo trung tinh

+ Chét ngoai sinh

o Adefovir

> Entecavir

o Interferon-a 2a
> Lamivudine

o Telbivudine

o Tenofovir

Ngoai ra, cac mau huyét twong EDTA I3y tir cac bénh nhan méc cac bénh tw mién
(lupus ban d hé théng va viém khép dang thap) da duoc xét nghiém véi AltoStar®
HBV PCR Kit 1.5 ca khi cé va khéng cé lam tang manh HBV t&i ndng d6 cubi cung
1&n lwot 1a 3,06E+01 IU/ml va 1,50E+03 IU/ml. Khéng quan sat thdy nhiéu vé do dac
hiéu, dé nhay va dinh lwgng dang tin cay.
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Sw xuét hién clia chét (rc ché PCR (vi du nhw heparin) c6 thé gay ra két
qua am tinh gia hodc khéng hop lé.

8.1.2.3 Phan trng chéo

Do dac hiéu phan tich ctia AltoStar® HBV PCR Kit 1.5 lién quan dén phan trng chéo
v&i cac mam bénh khac khong phai HBV dwoc danh gia thong qua xét nghiém:

* Virus ho hang ctia HBV
+ Virus gay triéu chirng twong tw nhw nhiém HBV

+  Virus c6 kha nang hién dién & bénh nhan nhiém HBV

AltoStar® HBV PCR Kit 1.5 khong phan (rng chéo v&i bat ky mam bénh nao trong
sb cac mam bénh sau:

* Virus cytomegalo (CMV) » Virus Herpes simplex 2 (HSV-2)
* Virus Epstein-Barr (EBV) +  Virus suy gidm mién dich & nguoi
1 (HIV-1)

* Virus viém gan A (HAV)
« Virus T-lymphotropic & nguwoi |
(HTLV-I)

*  Virus viém gan C (HCV)
*  Virus viém gan D (HDV)

* Virus T-lymphotropic & ngudi Il
* Virus viém gan E (HEV) (HTLV-II)

» Virus Herpes simplex 1 (HSV-1) «  Parvovirus B19

Trwdng hop mau cé chira cac mam bénh khac ngoai HBV, cé thé xay ra
A canh tranh khuéch dai hodc phan (rng chéo v&i muc tiéu, gay ra két qua
xét nghiém IVD khoéng chinh xac.
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8.

1.3 Pham vi tuyén tinh

Dé xac dinh pham vi tuyén tinh ctia AltoStar® HBV PCR Kit 1.5 pha lodng bac
lién tiép HBV trong huyét twong EDTA dé tao ra cac néng do tir 1,00E+07 dén
2,00E+01 IU/ml da dwoc xét nghiém:

« Cac mirc pha lodng (dilution) c6 ndng dd tir 1,00E+07 dén 1,00E+05 IU/ml da
dwoc xét nghiém trén 4 ban sao (replicate).

«  Cac mre pha loang (dilution) c6 ndng do tir 1,00E+04 dén 2,00E+01 IU/ml d&
dwoc xét nghiém trén 8 ban sao (replicate).

Phén tich dwoc thwe hién dwa trén phwong thire hoi quy da thue.

Pham vi tuyén tinh cla AltoStar® HBV PCR Kit 1.5 déi v&i viéc dinh lwogng HBV
trong huyét twong EDTA 14 tir 2,00E+01—1,00E+07 1U/ml. D& liéu dwoc biéu thi
dwéi dang so dé trong hinh 16.

Néng dé wée tinh [log10 1U/ml]

N6ng dé wérc tinh log10 so vé&i néng d6 danh dinh log10 AltoStar®
HBV PCR Kit 1.5

y =0,9934x+0,6344
1 R*=0,9986

0 1 2 3 4 5 6 7 8 9 10
Néng dé danh nghia [log10 IU/ml]
Hinh  16: Phan tich hdi quy tuyén tinh clia AltoStar® HBV PCR Kit 1.5 v&i cac mau huyét
twong EDTA
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8.1.4 b6 dung (Precision)

Do dung (Precision) cua AltoStar® HBV PCR Kit 1.5 dwgc danh gia théng qua mot
danh sach gom:

+ 1 mau huyét twong EDTA c6 HBV dwong tinh cao (1,50E+03 1U/ml)

+ 1 mau huyét tvong EDTA c6 HBV dwong tinh thap [1,00E+02 1U/ml (5 x gi&i
han dinh lvgng duéi (LLoQ))]

+ 1 mau huyét twong EDTA c6 HBV am tinh

Mbi loai m&u trong danh sach dwoc xét nghiém trén 4 ban sao (replicate) cho méi
I&n chay.

5 lan chay dwoc thye hién vao 5 ngay khac nhau béng cach st dung két hop:

+ 316 AltoStar® HBV PCR Kit 1.5

+ 316 AltoStar® Purification Kit 1.5
+ 316 AltoStar® Internal Control 1.5
+ 3 hé théng AltoStar® AM16

+ 3 hé thbng CFX96™ DW Dx

Do 13p lai (bién ddng trong 1an chay), bién ddng githa cac 16 va dd tai lap (reproducibility
hay bién dong téng s6) dwoc xac dinh dwa trén:

«  Gia tri dinh lwong cho cac mau c¢é HBV duong tinh cao va th&p (xem bang 14)

e Gia tri chu trinh nguwdng (Cq) déi véi IC trong cac mau HBV am tinh (xem
bang 15)
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Bang 14: Di¥ liéu vé do ding (CV % cla log10 di¥ liéu dinh lwgng) déi véi cac mau huyét
twong EDTA c6 HBV duwong tinh cao va thap

Mau HBV dwong tinh cao | Mau HBV dwong tinh thap
(1,50E+03 1U/ml) (1,00E+02 1U/ml)

0,67-3,41 3,15-8,33
2,94 6,87
2,83 6,68

Bang 15: D liéu vé do dung (CV % cla gia tri C,) d6i voi IC trong cac méu huyét tvong
EDTA c6 HBV am tinh

1,18-2,00
28

6,20

Ngoai ra, sy thay déi theo tiring co s& dwoc danh gid bing cach xét nghiém
mot bang mau tai 3 phong thi nghiém khac nhau. Bang mau bao gdm cac mau
huyét twong EDTA dwong tinh véi HBV & 3 ndng dod khac nhau [1,50E+03 1U/ml,
1,00E+02 IU/ml (5 x LLoQ) va 3,06E+01 IU/ml (3 x LoD)] cling nhw cac mau am tinh
véi HBV. Két qua thu dwoc dbi véi mau 1,50E+03 1U/ml va 1,00E+02 [U/ml dwoc
tém tat trong bang 16.

Bang 16: D liéu vé do ding (CV % clia log10 di¥ liéu dinh lwgng) thay ddi theo tirng co
so

Mau HBV dwong tinh cao | Mau HBV dwong tinh thap
(1,50E+03 1U/ml) (1,00E+02 1U/ml)
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8.1.5 Téng ty Ié that bai

D6 manh (robustness) cla AltoStar® HBV PCR Kit 1.5 dwgc danh gia thong qua
xét nghiém 104 mau huyét twong EDTA cé HBV am tinh tlr cac ca nhan hién téng
dwoc bb sung HBV tao ra ndng dé cudi cuing 3 x LoD (3,06E+01 1U/ml). 99 % (103
trén 104) mau dwoc xét nghiém dwong tinh trong k&nh nhan dién huynh quang déc
hiéu cho HBV (FAM™).

8.1.6 Ton dong (Carry over)

Tbn dong (Carry over) chd yéu 1& mét rii ro phu thudc vao quy trinh va khéng
phu thudc vao xét nghiém PCR st dung. Déi v&i quy trinh AltoStar®, AltoStar®
Parvovirus B19 PCR Kit 1.5 dwoc sir dung lam model mau. Kha nang nhiém chéo
do tén dong tir cac mau dwong tinh cao dwoc danh gia bang cach xét nghiém xen
ké parvovirus B19 dwong tinh cao (1,00E+07 1U/ml) va cac mau am tinh (n = 23
trén mdi lan chay; 5 1an chay) st dung AltoStar® Parvovirus B19 PCR Kit 1.5. Khong
quan sat thdy sw tdn dong, tirc la tAt c& cac mau am tinh véi parvovirus B19 déu
cho két qua am tinh.

8.1.7 Hiéu qua lam sang

AltoStar® HBV PCR Kit 1.5 dwgc danh gia trong mét nghién ctru so sanh véi Abbott
RealTime HBV Assay (Abbott Molecular) da c6 CE. Khi d6, 316 mau huyét twong
EDTAtlr qua trinh theo ddi dinh ky HBV da dwoc xét nghiém béng Abbott RealTime
HBV Assay (Abbott Molecular) va AltoStar® HBV PCR Kit 1.5.

Abbott RealTime HBV Assay (Abbott Molecular) dwoc st dung két hop voi Hé
théng chuan bi m&u Abbott mSample (Abbott Molecular) va hé théng Abbott m2000
(Abbott Molecular).

AltoStar® HBV PCR Kit 1.5 dwoc st dung két hop vai AltoStar® Purification Kit 1.5
va AltoStar® Internal Control 1.5 trén AltoStar® AM16 va hé théng CFX96™ DW Dx.
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Dé& phan tich do nhay va do d&c hiéu ctia chan doan, 272 mau hop 1& da dwoc st
dung. Két qua dwoc thé hién trong bang 17.

Bang 17: Két qua danh gia dic nhay va do dic hiéu chan doan déi véi HBV trong cac
mau huyét twong EDTA

Abbott RealTime HBV Assay (Abbott Molecular)

DUONG TiNH AM TiNH
0n
- (O]
= Z T
< oz 133 7
14 S F
[3) [m]
o
>
m
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L Z
= = 0 132
s I
2 <

D6 nhay va do dac hiéu chan doan clia AltoStar® HBV PCR Kit 1.5 so voi
Abbott RealTime HBV Assay (Abbott Molecular) 1an Iwot 1a 100 % (khoang tin cay
97,3 %—100,0 %) va 95 % (khoang tin cay 90,0 %—-97,9 %).

72



AltoStar® HBV PCR Kit 1.5

Dé& dam bao twong quan dinh lwgng, cadc mau cé két quad xét nghiém am tinh véi
mot hodc ca hai xét nghiém déu bi loai trir. Sau khi loai bé gia tri ngoai lai, két qua
clia 132 méau con lai dwoc stiv dung cho twong quan dinh lwong béng phan tich hoi
quy tuyén tinh (xem hinh17).

Abbott RealTime HBV Assay (Abbott Molecular) va
AltoStar® HBV PCR Kit 1.5

[}

(2]
L

]
L

y = 0,9951x - 0,521
R2=0,9338

Abbott RealTime HBV Assay (Abbott Molecular)
[log10 IU/mlI]

0 1 2 3 ! 5 6 7 3 s 10
AltoStar® HBV PCR Kit 1.5 [log10 IU/mi]

Hinh  17: Phan tich hdi quy tuyén tinh cac két qua thu dwoc véi Abbott Real Time HBV
Assay (Abbott Molecular) (reference) va AltoStar® HBV PCR Kit 1.5

C6 mdi twong quan rat tét gitra cac két qua dinh lwong thu dwoc béng AltoStar®
HBV PCR Kit 1.5 va Abbott RealTime HBV Assay (Abbott Molecular) [hé sé twong
quan R = 0,96 (R? = 0,93)].
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9. Thai bo

X0 ly chat thai nguy hai va chét thai sinh hoc tuan thi cac quy dinh cla dia phuong
va quédc gia. Khéng dugc dé cac thanh phan san phdm con sét lai va chét thai xam
nhap vao cdng ranh, cac dong nwéc hodc dat.

Ludn coi mau la vat liéu lay nhiém va nguy hiém (v& mét sinh hoc) theo
quy trinh an toan phong thi nghiém. Khi xay ra sw c6 tran vat liéu mau,
ngay lap tlrc str dung chét kher trung thich hgp. Xt ly cac vat liéu bi 6
nhiém nhw cac vat liéu nguy hiém sinh hoc.

Viéc xt Iy chat thai nguy hai va chét thai sinh hoc phai tuan theo cac quy
dinh cla dia phwong va quéc gia dé tranh 6 nhidm moéi treong.

LUU Y

- Dia PCR phai dwgc thai b6 & trang thai da dwoc niém phong vi khong
1 dwoc phép thao tam dan niém phong dia PCR.

10. Kiém soat chat lwong

Theo Hé thdng Quan ly Chét lwgng dwoc chirng nhan EN I1SO 13485 cla altona
Diagnostics GmbH, méi 16 hang ctia AltoStar® HBV PCR Kit 1.5 déu dwoc kiém tra
dwa trén cac thong sb ky thuat da &n dinh trwdc dé ddm bao chét lwong san pham
nhét quan.

11. Ho tror ky thuat
DPé duoc hd tro, khach hang vui ldng lién hé véi bd phan hé tro k§ thuat cda altona
Diagnostics:

Email: support@altona-diagnostics.com

S6 dién thoai: +49-(0)40-5480676-0
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LUU Y

[ Moi sw cd nghiém trong xay ra lién quan dén san phdm nay sé dugc
bao cdo cho altona Diagnostics va co quan c6 thAm quyén tai quéc gia
cua ban.

12. Tong quan tai liéu
[1] https://talk.ictvonline.org/ictv-reports/ictv_9th_report/reverse-transcribing-dna-and-
rnaviruses- 2011/w/rt_viruses/155/hepadnaviridae

[2] https://academic.oup.com/labmed/article/42/8/488/2657686

[3] https://www.who.int/news-room/fact-sheets/detail/hepatitis-b

13. Nhan hiéu va tuyén bd mién trir trach nhiém
4s3™ (4titude); AltoStar® (altona Diagnostics); CFX96™, CFX Manager™ (Bio-
Rad); LOINC® (Regenstrief Institute, Inc.); FAM™, VIC™ (Thermo Fisher Scientific).

Tén, nhan hiéu da dang ky v.v. dwoc st dung trong tai li€u nay, ngay ca khi khong
dwoc danh dau cu thé nhw vay, khong dworc coi la khdng dwoc phap luat bao vé.

AltoStar® HBV PCR Kit 1.5 1a bo dung cu chan doan da c6 CE theo chi thi chan doan
in vitro 98/79/EC clia Chau Au.

San pham chwa dwoc B Y t& Canada cap phép va chwa dwoc FDA cho phép hodc
phé duyét.

Khong hién dién & tat ca cac québc gia.

© 2023 altona Diagnostics GmbH; b&o lwu moi quyén.
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14. Biéu twong

IVD

GTIN

LO

pr

A

g ew-<EHEEEEEE

AT

Thiét bj y té chan doan in vitro

Ma sé thwong phdm toan cau

Ma 16

Noi dung

Mau nép

Sé catalogue

Ma sb

Thanh phan

Tham khéo hwéng dan st dung

Chtra du cho "n" xét nghiém/phan trng
(rxns)

Gid¢i han nhiét do

Han st dung

Nha san xuét

Than trong

Sé vat liéu
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T T S
E]:l Phién ban
L

1 Lwuy

C6 chira vat liéu sinh hoc c6 ngudn gdc tir

dong vat
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15. Giao thirc xét nghiém cho phan mém AltoStar® Connect
va théng tin dé tich hop LIMS

Ma vach 2D trong hinh 18 dwoc sir dung dé cai dat giao thirc xét nghiém méi nhat
dé& s dung AltoStar® HBV PCR Kit 1.5 trén AltoStar® AM16. M vach chi c6 thé
dwoc quét dusi dang in. C6 thé quét ma vach truc tiép tlr sach hwéng dan hodc
in ra mot t& gidy riéng. Lwu y rang kich thwéc clia ban in anh hwéng dén kha nang
quét clia ma vach. Bam bao ty I1& kich thwéc la 100 %. Khi quét, hwédng may quét
dén vach dd trén ma vach. D& biét thong tin chi tiét vé viéc quan ly cac giao thirc
xét nghiém, vui Iong tham khao chuong twong (rng trong huéng dan str dung phan
mém AltoStar® Connect. D& biét thong tin vé tich hop LIMS, tham khao bang 19.

AltoStar® HBV PCR Kit 1.5

Checksum: 6C315B6A7547CFEEE462EA45998929B31B4164CE

Hinh  18: Ma vach giao thirc thtr nghiém cho AltoStar® HBV PCR Kit 1.5

Bang 18: Nhat ky thay dbi dbi v&i giao thirc xét nghiém

Phién ban giao thirc Phat hanh ban cap nhat

1 Phién ban dau tién
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Bang 19: Théng tin tich hop LIMS (hé théng quan Iy théng tin trong phong thi nghiém)

Cach dir dung | Dir liéu
Yéu cau xét nghiém (LIMS — AltoStar® AltoStar® HBV PCR Kit 1.5
AM16)
Két qua xét nghiém clia kénh mau 1 HBV
(CFX96™ DW Dx — LIMS)

Déi voi LOINC® (Logical Observation Identifiers Names and Codes - Tén va Ma
sb dinh danh quan sat logic), vui 1dng tham khao trang web clia altona Diagnostics
GmbH (www.altona-diagnostics.com) ho&c lién hé véi bd phan hé tro ki thuat cla
altona Diagnostics (tham khao chwong 11. H8 tro ki thuat).
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16. Lich st chinh stra

Bang 20: Lich st chinh stra

Ngay cap

Ma dinh danh ) N Cac chinh stra
’ [thang / nam]

MAN-AS0201510-

VI-S01 10/2021 Phat hanh lan dau

80



AltoStar® HBV PCR Kit 1.5

trang dé tréng cé chu y
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trang dé tréng cé chu y
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always a drop ahead.

altona Diagnostics GmbH
Mérkenstr. 12
22767 Hamburg, Germany

phone +49 40 548 0676 0
fax +49 40 548 0676 10
e-mail info@altona-diagnostics.com

www.altona-diagnostics.com
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