ealtonae

DIAGNOSTICS

Hwéng dan st dung

RealStar®
RSV RT-PCR Kit 3.0

01/2017 VI

@
| -
(o]
b
2
(o]
()
x







MAN-193010-VI-S01

RealStar®
RSV RT-PCR Kit 3.0

DPé st dung véi

Mx 3005P™ QPCR System (Stratagene)
VERSANT® kPCR Molecular System AD (Siemens Healthcare)
ABI Prism® 7500 SDS (Applied Biosystems)

ABI Prism® 7500 Fast SDS (Applied Biosystems)
Rotor-Gene® 6000 (Corbett Research)

Rotor-Gene® Q5/6 plex Platform (QIAGEN)

CFX96™ Real-Time PCR Detection System (Bio-Rad)
CFX96™ Deep Well Real-Time PCR Detection System (Bio-Rad)
LightCycler® 480 Instrument Il (Roche)

Ce

193013
\/ 96
[T]  o12017
wl

altona Diagnostics GmbH ¢ Morkenstr. 12 « D-22767 Hamburg



RealStar® RSV RT-PCR Kit 3.0

Muc luc

1. Muc dich ST dUNQ .....cceeiiieiir e 6
2. ThANh PhAN DO Kit .....cveeeceeeereeceeeceeeeesecsesesesesssessesessssessssessssesssssssssssssans 6
3. = Lo I [ T 1 6
4, Vat liéu va thiét bi can thiét nhwng khéng dworc cung Cap ......c.ceeeeee. 7
5. Ki€n thiPC KNAT QUAL.....ccciuiececieececeee s e e en s sas s sssesssneas 8
6. MO 3 SAN PRAM ... eerer s se s s s s s s s s s s sr s s s s srsrsnenenas 9
6.1  HEthAng realtime PCR .........coovieeececeeeeeeeeeeeeeee e 10
7. Canh bao VA than trong ..o 1"
8. QUY EFINA s 12
8.1 CRUAN DI MAU ..o ettt 12
8.2  Pha héa chét phan trng (Master MiX)..........ccoeeueueueueeeeeeeeeeeeeeeeeeeeeeeeeenns 13
8.3  ThIEt1AP PRAN TNG ...evveececececeeeeeeeceeeeeeeee et aeeee 15
9. Lap trinh hé théng realtime PCR .........cocovveeeeveveverereeeresesesesesesesesesesenens 16
9.1 (O T - | SO PSP UPRRUUPUPRPN: 16
9.2  B6 phan phat hién huynh quang (thudc nhudm).........ccccoeveeeeveeeeee 16
9.3 Chwong trinh nhiét d6 va ghi nhan mau thudc NhUBM ..., 17
10. Phan tich diP l@U ......coeeieicceee et e 17
10.1  Tinh hop & cGa cac lan chay xét nghiém chan doan.............ccccuevevevnneee.. 18
10.1.1 L&n chay xét nghiém chan doan hop I8 .........c.cvveveveeeececeeeeeeceee e, 18
10.1.2 Lan chay xét nghiém chan doan khong hop 18 .........c.ccocueuevevevceeiceeeee. 18
10.2  DIN Gidi K&t QUA ..o, 19
10.2.1 Phan tich dinh tinh .....oeeeee e 19



RealStar® RSV RT-PCR Kit 3.0

1.

1.2
1.3

12.

13.

14.

15.

16.

17.

DANN QI8 NIBU SUAL crereeeeeeeeeeeeeeseeeeeeeeesssseessssseeeseesssssssseesssseesesssssssssseesseee 19
DO nhay Phan tich ..o 20
DO dac hiGu phan tiCh ... 22
DO AUNG (PreCISION) ...eeeeiieiiiieee et 23
HAN ChE ...ttt se et e e se et se e e e e et ee st e e e nann e 24
Kiém SOt ChA ILPONQ .....cucueerenccceeeecc et sese s es e ss s s nn s 25
HO trQ KY thUAL ...c.veeeceeeeeccceeee et es e e ee e e en s esnnaenens 25
TAT TBU. e eveeeeeeeeeeeeeeeoseeseeessseseesssseesessesseeseemssessssesseesesseseeseessssessessseeseens 25
Thwong hiéu va tuyén b6 mién trir trach nhiém.........ccceeeeeveeeeccenennne. 26
Gidi thich CAC KY iU .....coceeireeeeeeeeeer e 27



RealStar® RSV RT-PCR Kit 3.0

1. Muc dich str dung

RealStar® RSV RT-PCR Kit 3.0 1& xét nghiém chan doan in vitro dwa trén cong nghé
realtime PCR d& phat hién dinh tinh RNA d&c hiéu cho virus hop bao hé hap (RSV).
Ngoai ra, xét nghiém ciling cho phép phan biét RNA dac hiéu gitra RSV phan nhém
A (RSV A) va RSV phan nhém B (RSV B).

2. Thanh phan bé kit

Bang 1: Thanh phan bo kit

Thanh phan oYfe Thé tich [ul/lo]
Xanh lam Master A 8 60

Master B 8 180
Xanh la cay Internal Control 1 1000

Positive Control

RSV A ! 250

Positive Control

RSV B 1 250
Trang Water (PCR grade) 1 500

Internal Control = ch&ng ndi
Positive Control = chirng dwong
Water (PCR grade) = nwéc (chudn PCR)

3. Bao quan

* San phém RealStar® RSV RT-PCR Kit 3.0 dwoc van chuyén v@i da khé. Cac
thanh phan cta bo kit can dwoc bao quan déng lanh. Néu cé tr mét thanh
phan tré l&n khéng déng lanh tai thoi diém nhan hodc cac 6ng bi hdng trong
qua trinh van chuyén, vui long lién hé véi altona Diagnostics GmbH dé dwoc
hé tro.

« T4t ca cac thanh phan phai dwoc bao quan & nhiét d6 -25 °C dén -15 °C tai
thoi diém nhan.
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« Tranh déng - ra dong hoéa chéat phan &ng Master Mix (nhiéu hon hai 1an) vi
didu nay co thé anh hwéng dén hiéu suét ciia xét nghiém. Cac héa chét can
dwoc chia vao cac 6ng nho (aliquot) va bao quan lanh trong trudng hop
chung dwoc st dung mét cach khong lién tuc.

« Bao quan trong diéu kién nhiét d6 tlr +2 °C dén +8 °C trong vong khéng qua
2 gio.

« Khéng dé hoa chét phan (rng Master A va Master B tiép xtc v&i anh sang.

4. Vat liéu va thiét bi can thiét nhwng khéng dwoc cung
cap

+ Heé thdng realtime PCR thich hop (xem chwong 6.1 Hé théng realtime PCR)

+ Hé théng hoac bd kit tach chiét nucleic acid thich hop

« May ly tam dé ban cé réto dung cho éng phan tng 2 ml

* May ly tam c6 réto dung cho dia microtiter trong tried'ng ho'p st dung dia phan
trng 96 giéng

* May vortex

+ Céc dia phan irng 96 giéng hodc dng phan trng cphu hop véi ndp day (quang
hoc) twong trng

+  Pipet (c6 thé diéu chinh)

«  Dau tip cé loc (diing moét 1an)

«  Gang tay khong bot (diing mét 1an)

° Vui Iong dam béo rdng tt ca céc thiét bi dwoc sir dung da dwoc
cai dit, hiéu chuén, kiém tra va bao tri theo hwéng dan va khuyén
nghj ctia nha san xuét.
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e | Nén st dung réto 72 giéng cung véi cdc éng phan dng 0,1 ml
1 thich hop trong trwong hop st dung Rotor-Gene® 6000 (Corbett
Research) hoac Rotor-Gene® Q 5/6 plex (QIAGEN).

5. Kién thirc khai quat

Virus hop bao hd hap & ngudi (RSV) la virus RNA mach don, soi am thudc ho
Paramyxoviridae. RSV dwoc chia thanh hai nhém di truyén chinh, RSV Ava RSV B.
Trong dich t&, cac kiéu gen khac nhau clia ca hai phan nhém cé thé cling lwu hanh
v&i tan suét khac nhau.

RSV gay nhiém tring dwerng hd hap. & do tudi tr 2 dén 3 tudi, gan nhw tat ca
tré em sé& bi nhidm RSV. Tinh trang tai nhiém lap di I&p lai xay ra trong subt cudc
doi. O hau hét cac ca bénh, tinh trang nhiém RSV chi gay ra cac triéu chirng nhe,
giéng nhw cdm lanh thong thuong. Nhwng & tré so sinh va tré nhd, RSV 1& nguyén
nhan quan trong nhat gay ra bénh hé hap nghiém trong va la nguyén nhan chinh
gay viém tiéu phé& quan va viém phéi & tré so sinh. Ngoai ra, RSV ciing la van dé
nghiém trong & ddi twong ngudi cao tudi, & nhirtng ngwdi mac bénh tim phdi va
nhirng ngudi bi suy gidm hé mién dich.

RSV lay lan qua cac giot ban truyén bénh hoadc qua tiép xutc véi dich mii hong cua
ngwdi bi nhiém bénh. Cac dot buing phat ca nhiém RSV dwoc ghi nhan trén toan thé
gidi, trong d6 sb ca nhidm dinh diém chd yéu roi vao mua déng va dau mua xuan
& vung khi hau 6n d&i nhw Chau Au va Bac My va vao muia mwa & vung nhiét déi.

Do & géc dé phan tir thi virus RNA tién héa twong déi nhanh, luén

tiém an rai ro cho bat ky hé théng xét nghiém nao dwa trén RT-PCR,
1 trong dé sw tich liily cdc dét bién theo thoi gian cé thé dan dén két
qua am tinh gia.
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6. M6 ta san pham

RealStar® RSV RT-PCR Kit 3.0 1& xét nghiém chan doan in vitro, dwa trén cong
nghé realtime PCR dé phat hién va phan biét RNA dac hiéu gitra virus hgp bao hd
h&p phan nhém A (RSV A) va virus hop bao hé hap phan nhém B (RSV B).

Xét nghiém bao gdm moét hé théng khuéch dai di thé (ndi chuén) dé xac dinh chét
trc ché RT-PCR tiém néng va dé xac nhan tinh toan ven cla héa chét trong bo kit.

Coéng nghé RT-PCR st dung phan &ng phién ma ngwoc (RT) dé chuyén RNA
thanh DNA mach bd sung (cDNA), phan ung chudi polymerase (PCR) dé& khuéch
dai cac trinh tw muc tiéu dac hiéu va cac dau do dac hiéu muc tiéu dé& phat hlen
DNA da dwoc khuéch dai. Cac dau do dwoc dan nhan bang thuéc nhuém cé gén
dau huynh quang va dau dap (quencher).

Cac dau do dic hiéu cho RNA clia RSV A dwgc danh d&u huynh quang Cy®5 trong
khi cac dau do dac hiéu cho RNA ctia RSV B dwoc danh ddu huynh quang FAM™.
Dau do d&c hiéu cho chét ndi chuén (IC) dwoc danh dau huynh quang JOE™.

Viéc st dung cac dau do mang thubc nhuém riéng biét gip phat hién déng thoi
RNA dac hiéu cho RSV A va RNA déc thu cho RSV B ciing nhw phat hién chéat noi
chudn trong cac k&nh nhan dién twong &ng clia hé théng realtime PCR.

Xét nghiém nay bao gébm ba qua trinh trong mét dng nghiém:

+  Phién ma ngwoc RNA clia muc tiéu va chat ndi chuén thanh cDNA

+  PCR khuéch dai cDNA muc tiéu va chét ndi chuan

«  Phat hién ddng thdi cac sa&n phdm khuéch dai PCR béng dau do dwoc danh
dau thudc nhudm huynh quang
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RealStar® RSV RT-PCR Kit 3.0 bao gébm:

»  Master A

* MasterB

* Internal Control

» Positive Control RSV A
» Positive Control RSV B
*  Water (PCR grade)

Internal Control = ch&ng ndi
Positive Control = chirng dwong

Water (PCR grade) = nwéc (chuén PCR)

Master A va Master B chira tit ca cac thanh phan (dém PCR, phién ma nguwoc,
DNA polymerase, mudi magié, doan mdi va dau do) d& cho phép phién ma nguorc,
khuéch dai qua trung gian PCR va phat hién RNA dac hiéu cho RSV A, RNA dac
hiéu cho RSV B va chét ndi chuén (Internal Control) trong mét 1an thiét 1ap phan
ong.

6.1 Hé théng realtime PCR

RealStar® RSV RT-PCR Kit 3.0 da dwoc phat trién va kiém dinh theo dwoc st dung
v&i cac hé théng realtime PCR sau:

Mx 3005P™ QPCR System (Stratagene)

*  VERSANT® kPCR Molecular System AD (Siemens Healthcare)

* ABI Prism® 7500 SDS (Applied Biosystems)

* ABI Prism® 7500 Fast SDS (Applied Biosystems)

* Rotor-Gene® 6000 (Corbett Research)

* Rotor-Gene® Q5/6 plex Platform (QIAGEN)

* CFX96™ Real-Time PCR Detection System (Bio-Rad)

«  CFX96™ Deep Well Real-Time PCR Detection System (Bio-Rad)

» LightCycler® 480 Instrument Il (Roche)
10
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7. Canh bao va than trong

Poc ky hueng dén st dung truéc khi st dung sén pham.

Trwée khi st dung 14n dAu, hay kiém tra san pham va cac thanh phan nhdm
dam bao:

o Sw nguyén ven

o Pu sé lwong, loai va dung tich (xem chwong 2. Thanh phan bd kit)

o Ghi nhan chinh xac

o VAn trong trang thai ddng lanh khi dén noi

Viéc st dung san phdm nay chi gi¢i han & nhan sy duwoc huéng dan va dao
tao chuyén sau vé cac ky thuat realtime PCR va quy trinh chan doan in vitro.
Mau bénh phdm phai ludn dwoc x& Iy dwdi dang mau truyén nhiém va/hodc
nguy hiém sinh hoc theo dlng quy trinh an toan phong thi nghiém.

Deo gang tay bao vé khéng bot diing mét 1an, 4o khoac phong thi nghiém va
kinh bao vé mat khi xt ly mau vat.

Khéng dé vi khuén va nuclease (DNase/RNase) nhidm vao mau thr va cac
thanh phan cta bo kit.

Ludn st dung dau tip dung mét 1an, cé loc va khéng chira DNase/RNase.
Ludn deo géng tay bdo vé khong bot dung mét 1&n khi x& ly cac bd phan cla
bo kit.

S dung cac khu vuc lam viéc riéng va tach biét cho cac hoat déng (i) chuan
bi mau; (ii) thiét lap phan &ng va (iii) khuéch dai/phat hién. Quy trinh lam viéc
trong phong thi nghiém nén tién hanh theo mét hwéng nhét quan. Luén deo
géng tay dung mét 1an & tirng khu vc va thay géng tay trwéc khi vao mot
khu vwec khac.

Dé vat tw va dung cu & céac khu virc lam viéc riéng biét va khong di chuyén
cac vat dung nay tir khu ve nay sang khu vie khac.

Bao quan vat liéu dwong tinh va/hodc c6 kha nang dwong tinh tach biét v&i
tat ca cac thanh phan khac cla bo kit.

Khéng mé cac éng/dia phan (rng sau khi khuéch dai dé tranh nhiém ban cac
amplicon.

11
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«  C6 thé s dung cac chat kiém chuan bd sung theo hwéng dan hodc yéu ciu
trong cac quy dinh ho&c td chirc kidm dinh cla dia phwong, tiéu bang va/hodc
lién bang.

«  Khéng dwoc hép tiét tring (autoclave) cac 6ng phan (rng sau khi thuc hién ky
thuat PCR vi cach lam nay khéng lam giam nucleic acid da khuéch dai va sé
¢6 nguy co’ lam nhiém ban khu vue phong thi nghiém.

«  Khéng st dung cac thanh phan ctia bo kit da hét han st dung.

+  Thai bd mau va chét thai xét nghiém theo cac quy dinh an toan tai dia phwong.

8. Quy trinh

8.1 Chuan bi mau
RNA tach chiét dwoc la 1a nguyén liéu ban dau cho RealStar® RSV RT-PCR Kit 3.0.

RNA tach chiét dwoc cé tac dong I&n dén hiéu suét cla toan bd hé théng xét
nghiém. Nén dadm bao hé théng tach chiét nucleic acid twong thich véi cdng nghé
realtime PCR. Céc b6 kit va hé théng sau day phu hop cho viéc tach chiét nucleic
acid:

*  QlAamp® Viral RNA Mini Kit (QIAGEN)
*  QIAsymphony® (QIAGEN)

*  NucliSENS® easyMag® (bioMérieux)

*  MagNA Pure 96 System (Roche)

* m2000sp (Abbott)

*  Maxwell® 16 IVD Instrument (Promega)

*  VERSANT® kPCR Molecular System SP (Siemens Healthcare)

12
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Céc hé thdng va bo kit tach chiét nucleic acid thay thé cling c6 thé thich hop. Nguoi
duing can kiém dinh tinh phu hop cltia quy trinh tach chiét nucleic acid dé st dung
véi RealStar® RSV RT-PCR Kit 3.0.

Néu st dung quy trinh chuan bi mau dang cot ly tdm cé dém rira chira ethanol,
thi can thwc hién thém buwéc ly tam trong 10 phat & téc d6 khoang 17.000 x g
(~ 13.000 rpm) (st dung éng thu mai) trude khi rira gidi nucleic acid.

THAN TRONG

Néu hé théng chuén bj miu ctua ban dang st dung dém rira cé
A chira ethanol, can loai b6 moi dau vét ethanol truérc khi riva giai
‘ nucleic acid. Ethanol la chét trc ché realtime PCR manh.

THAN TRONG

c Viéc str dung gié thé RNA Ia rat quan trong dbéi véi hiéu qua tach
chiét va tinh én dinh cuaa nucleic acid tach chiét dworc.

D& biét thém thong tin va dwoc hd tro ky thuat vé cach xi ly trudc va chuén bj mau,
vui 1ong lién hé véi bd phan hé tro ki thuat clia ching téi (xem chwong 14. H tro
Ky thuat).

8.2 Pha héa chét phan (rng (Master Mix)

TAt c& héa chat va mau phai dwoc ra déng hoan toan, tron (bdng pipet hodc vortex
nhe) va ly tam trong th&i gian ngén truwéc khi si dung.

RealStar® RSV RT-PCR Kit 3.0 c6 chira chat ndi chuan (IC) di loai, cé thé duoc
st dung nhw mot chéat kiém soat (rc ché RT-PCR hodc nhu mét bién phap kiém
soat quy trinh chuén bj mau (tach chiét nucleic acid) va lam chat kiém soat trc ché
RT-PCR.
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Trong trwdng hop IC dwoc st dung nhw mét chat kiém soat (e ché RT-PCR
nhwng khéng phai la chat kiém soat quy trinh chudn bi mau, vui long thiét 1ap
héa chéat phan (rng Master Mix theo so' dd hut nha pipet sau:

S6 lvong phan trng (rxns) 1 12
Master A 5l 60 pl
Master B 15 pl 180 pl
Ching ndi 1ul 12 pl

Thé tich master mix
< 21 pl 252 pl
(hoa chat phan trng)

Néu IC duoc st dung lam chét kiém chuén cho quy trinh chuan bj méu va
nhw mét chat kiém soat trc ché RT-PCR, thém IC vao quy trinh tach chiét
nucleic acid.

Bét ké phwong phap/hé thdng nao dwoc st dung dé tach chiét nucleic acid,
khéng dworc thém tryc tiép IC vao bénh phdm. IC phai ludn dwoc thém vao
hén hop bénh pham/dém ly giai. Thé tich IC phai thém vao ludn ludn va chi
phu thudc vao thé tich ctia sdn pham rira gidi. Thé tich nay chiém 10 % thé
tich s&n ph&m riva giai. Chang han, néu nucleic acid s& dwoc rira giai trong
60 pl dung dich d&m rtra giai hodc nwéc thi can thém 6 ul IC méi mau vao hén
hop bénh phadm/dém ly giai.

Trweng hop IC duwgc thém vao trong qua trinh chudn bi mau, vui long thiét 1ap
héa chat phan (rng Master Mix theo so' dd hut nha pipet sau:

S6 lwong phan trng (rxns)

Master A 5l 60 pl
Master B 15 pl 180 pl

Thé tich master mix
. . 20 pl 240 pl
(hoa chat phan trng)
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THAN TRONG

c Néu IC (chét néi chuan) dwoc thém vao trong qud trinh chuén bi

madu, thi chi it chirng &m can bao gém IC.

THAN TRONG

c Bat ké str dung phwong phép/hé théng nao dé tach chiét nucleic

acid, khéng dwoc bé sung truc tiép IC vao bénh pham.

8.3 Thiét lap phan (rng

>

>

Pipet 20 ul Master Mix cho vao cac giéng can str dung cla dia phan (ng 96
giéng hodc 6ng phan tng cé dd quang hoc phu hop.

Thém 10 ul mau (s&n pham rira gidi tir qua trinh tach chiét nucleic acid) hodc
10 ul chét kiém chuan (dbi chirng &m hodc déi chirng dwong).

Thiét lap phan (rng

Hoa chéat phan (rng 20 ul
MAu ho&c chét kiém chuan 10 ul
Tong thé tich 30 i

Dam bado s dung tirng chirng dwong va it nhat mét chirng am trong méi lan
chay.

Tron k§ cac mau va chét kidm chuan véi Master Mix bang cach hat nha pipet.
Day dia phan (rng 96 giéng bang nap day thich hop hodc mang dan quang
hoc va déng cac éng phan (ng bang nép day thich hop.

Ly tam dia phan (rng 96 giéng trong may ly tdm cé rotor danh cho dia microtiter
trong 30 giay v&i toc do khoang 1.000 x g (~ 3.000 rpm).

15
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9. Lap trinh hé théng realtime PCR

D& biét thong tin co ban vé viéc cai dat va lap trinh cac hé théng realtime PCR khac,
vui long tham khao huwéng dan st dung hé théng twong Gng.

D& tham khao hwéng dan 1ap trinh chi tiét lién quan dén viéc s dung RealStar®

RSV RT-PCR Kit 3.0 trén mét sé hé théng realtime PCR cu thé, vui Idng lién hé véi
b6 phan hé tro' ki thuat cha ching téi (xem chwong 14. Hb tro ki thuat).

9.1 Caidat

» Xac dinh cac thong sb cai dat sau:

Thé tich phan &ng 30 ul
Téc do gia nhiét Mac dinh
Tham chiéu thu doéng ROX™

9.2 B6 phan phat hién huynh quang (thuéc nhuém)

» Xac dinh bd phan hién huynh quang (thuéc nhudém):

. . Chét phat Chét dap
n Bo6 phan phat ) ‘
Muc tiéu hién huynh quang huynh quang
; (reporter) (quencher)
RNA dac hiéu cho RSV A RSV A Cy®5 (Khéng)
RNA dac hiéu cho RSV B RSV B FAM™ (Khéng)
Ching noi IC JOE™ (Khéng)

16
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9.3 Chwong trinh nhiét dé va ghi nhan mau thuéc nhuém

» Xac dinh chwong trinh nhiét d6 va ghi nhan mau thuéc nhuém:

86 chu ky | Ghi nhan tin Nhiét do Thei gian
[°C] [phut:giay]

Phién ma
nguwgc

Bién tinh

10. Phéan tich div liéu

D& biét thong tin co ban vé phan tich di¥ liéu trén mét sé hé théng realtime PCR cu
thé, vui long tham khao hwéng dan st dung clia hé théng twong Gng.

Dé& tham khao hwéng dan chi tiét vé& phan tich di liéu dwoc tao ra tiv RealStar® RSV

RT-PCR Kit 3.0 trén mét s hé théng realtime PCR cu thé, vui ldng lién hé véi bo
phan hé tro' ky thuat clia ching tdi (xem chwong 14. Hb tro ky thuat).

17
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10.1 Tinh hop lé cda cac 1an chay xét nghiém chan doan

10.1.1 Lan chay xét nghiém chan doan hop lé

Mét 14n chay xét nghiém chan doan dwoc coi la hop 18 khi thoa man cac diéu kién
kiém soat sau:

Kénh nhan dién

Ma kiém chuan

Béi chirtng dwong RSV A + - +/-
Dbi chirng dwong RSV B 5 + +-"
DPéi chirng am = o +

* Sw hién dién hay vdng mat clia mét tin hiéu trong kénh JOE™ khéng lién quan dén tinh hop
1& cla lan chay thr nghiém.

10.1.2 Lan chay xét nghiém chan doan khéng hop lé

Lan chay xét nghiém chan doan dwoc coi la khéng hop 1é khi (i) qua trinh chay
chwa hoan tat hodc (i) khdng dap (rng bat ky diéu kién kiém soat nao dbi voi mot
I&n chay chan doan howp lé.

Trong trwong hop 1&n chay xét nghiém chan doan bij coi la khéng hop Ié, I3p lai

xét nghiém béng cach s dung nucleic acid tinh khiét con lai hodc bat dau lai tir cac
mau ban dau.

18
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10.2 Dién giai két qua

10.2.1 Phan tich dinh tinh

Kénh nhan dién

Dién giai két qua

*

+ = + Phat hién RNA dac hiéu cho RSV A.

- + + Phat hién RNA dac hiéu cho RSV B.

Khéng phat hién RNA dac hiéu cho RSV A va

- - + RSV B. Mau khéng chira du lwgng RNA déc hiéu
cho RSV A hodc RSV B dé c6 thé phat hién.
RT-PCR bi (rc ché hodc hda chéat bi hdng. Lap lai

- - - xét nghiém véi mau ban dau hodc thu thap va xét

nghiém méau mai.

* Viéc phat hién chat ndi chuan (IC) trong kénh nhan dién JOE™ |3 khong bat budc dbi véi
céac két qua dwong tinh trong kénh nhan dién Cy®5 hodc kénh nhan dién FAM™ . Tai lwong
cao RNA ctia RSV A va/hodc RSV B trong mau cé thé 1am giam hodc mét tin hiéu chat ndi
chuén (IC).

11. Panh gia hiéu suat

Danh gia hiéu suat clia RealStar® RSV RT-PCR Kit 3.0 duoc thwc hién bang cach
str dung RNA dac hiéu cho RSV A (ATCC® VR-26D™) va RNA dac hiéu cho RSV B
(ATCC® VR-955D ™),
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Xét cac ching tham chiéu va hau hét cac mau RSV phan lap dwoc xét nghiém
tinh dén thoi diém hién tai, RealStar® RSV RT-PCR Kit 3.0 phan biét ré rang RNA
d&c hiéu githa RSV A va RSV B. Tuly thudc vao cac mau RSV phan lap va hé théng
realtime PCR dwoc st dung cho phan tich, phan (ng chéo nhe cé thé xay ra gitra
céac hé thbng RSV A va RSV B (tham kh&o hinh 1).

Cy®5 (RSVA) FAM™ (RSV B)
S e =
o)) =3 /
c [= /
3 3 /
o o /
€ = /
N >
=] > /

S6 chu ky S6 chu ky

Hinh  1: Cac dwong cong khuéch dai thu duwoc véi RealStar® RSV RT-PCR Kit 3.0 va
RNA tach chiét dwoc tlr cac mau duwdng hd hé&p dwoc thu thap tai Blrc. Mau xanh 1a cay:
RNA dac hiéu cho RSV A, chi phat hién dwgc & kénh Cy®5; Mau dé: RNA dac hiéu cho
RSV B, chi phat hién duwgc & kénh FAM™; Mau xanh da tr&i: RNA dac hiéu cho RSV B,
khuéch dai hiéu qua véi hé théng dac hiéu cho RSV B (FAM™) va khuéch dai/phan trng
chéo khong hiéu qua véi hé théng dac hiéu cho RSV A (Cy®5).

11.1 D6 nhay phan tich

Do nhay phan tich ctia RealStar® RSV RT-PCR Kit 3.0 dwoc dinh nghia 1a ndng
dd (ban sao/ul san phdm rira giai) clia cac phan t& RNA déc hiéu cho RSV A hodc
RSV B c¢6 thé dwoc phat hién véi ty 1& dwong tinh 1a 95 %. D6 nhay phan tich duwoc
xac dinh bang cach phan tich day pha lodng bac lién tiép ctia RNA dic hiéu cho
RSV A va RNA d3c hiéu cho RSV B tir ndng d6 da biét.
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Bang 2: Két qua RT-PCR dwoc st dung dé tinh toan do nhay phan tich déi véi viéc phat
hién RNA dac hiéu cho RSV A

Nonq do dau vao 5 mau I3 S G (T Ti Ié bieu hién
[ban saolpl] [%]
31,622 100
3,162
0,316
0,032

Bang 3: Két qua RT-PCR duwoc st dung dé tinh toan do nhay phan tich déi véi viéc phat
hién RNA dac hiéu cho RSV B

Nong d6 dau vao . = . o e (o Ti I& biéu hién
[ban sao/pl] . J [%]
31,622 100
3,162
0,316
0,032
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D6 nhay phan tich clia RealStar® RSV RT-PCR Kit 3.0 duwgc xac dinh béng phan
tich probit:

«  D4i voi viec phat hien RNA dédc hiéu cho RSV A, do nhay phan tich la
0,93 ban sao/ul [95% khoang tin cay (Cl): 0,61-1,95 ban sao/pl]

+ Dbi voi viec phat hien RNA d&c hiéu cho RSV B, d6 nhay phan tich Ia
0,83 ban sao/ul [khoang tin cay 95% (Cl): 0,56—1,81 ban sao/pl]

11.2 Db dic hiéu phan tich

Do dac hiéu phan tich clia RealStar® RSV RT-PCR Kit 3.0 dwgc ddm bao thdng qua
sw lya chon ky luéng cac oligonucleotide (doan mdi va dau do). Cac oligonucleotide
dwoc kiém tra béng céach phan tich so sanh trinh tw v&i cac trinh tw cé sdn cong
khai d& dam bao sé phat hién duoc tat ca cac kiéu gen RSV A va RSV B c6 lién
quan.

D& dac hiéu phan tich ctia RealStar® RSV RT-PCR Kit 3.0 da dwoc danh gia bang
céach xét nghiém mot nhom RNA/DNA b6 gen tach chiét dwoc tir cac virus lién quan
dén RSV va cac tac nhan gay bénh khac gay ra cac triéu chirng twong tw nhu RSV.

RealStar® RSV RT-PCR Kit 3.0 khong phan (ng chéo véi bat ky mam bénh nao
trong s6 cac mam bénh sau:

* Adenovirus & ngudi 1 * Metapneumovirus & ngwoi B

* Adenovirus & nguoi 2 e Virus cum A H1N1

* Adenovirus & nguoi 3 e Virus cumA

* Adenovirus & nguoi 4 * \Viruscum B

» Virus parainfluenza & nguoi 1 » Virus duwdng rudt, Coxsackie A3
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Virus parainfluenza & nguoi 2
Virus parainfluenza & nguoi 3
Virus parainfluenza & nguw&i 4a/b

Metapneumovirus & ngudi A

Rhinovirus
Virus corona 229E & nguoi
Bordetella pertussis

Bordetella parapertussis
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*  Chlamydophila pneumoniae » Legionella pneumophila
* Mycoplasma pneumoniae * Moraxella catarrhalis
*  Haemophilus influenzae » Streptococcus pneumoniae

11.3 D6 dung (Precision)

Do ding (precision) clia RealStar® RSV RT-PCR Kit 3.0 dwoc xac dinh |a bién dong
trong mat 1an xét nghiém, bién dong gitra cac 14n xét nghiém va bién déng gita
céc 16 san xuét khac nhau. Bién dong tbng sé dwoc tinh toan béng cach két hop 3
phan tich.

Dt liéu vé sw bién dong dwoc thé hién dwéi dang dd 1éch chuan va hé sb bién thién
dua trén cac gia tri chu ky ngudng (C,). Trén méi mau, it nhat cé sau mau lap duoc
phan tich vé& sw bién déng trong mbi xét nghiém, gitra cac xét nghiém va gitra cac
16.

Bang 4: D liéu chinh xac dé phat hién RNA d&c hiéu cho RSV Ava RSV B

Chu ky ngwéng o lé Hé sé bién thién
trung binh (C) 4 [%]

RSV Ava RSV B

Bién dong trong

mbi xét nghiém

Bién dong gitra

cac 16
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Bang 5: Di¥ liéu chinh xac d& phat hién chét ndi chuan

Chu ky ngwéng Do lech Hé sé bién thién
trung binh (C) chuén [%]

Chirng noi
Bién dong trong moi xét nghiém
Bién dong gitra cac xét nghiém

Bién dong gitra cac 16

12. Han ché

«  Can tuan thd nghiém ngat huwéng dan st dung dé thu duoc két qua téi wu.

«  Viéc st dung san pham nay chi gi¢i han & nhan sy dwoc hwéng dan va dao
tao chuyén sau vé cac ky thuat realtime PCR va quy trinh chan doan in vitro.

« Can phai c6 quy dinh thuc hanh tét phong thi nghiém (GLP) dé& thuc hién
ding xét nghiém nay. Can hét strc can than dé bao vé do tinh khiét ctia cac
thanh phan trong bo kit va cac 1an thiét Iap phan (ng. Tt ca cac hoéa chat phai
dwoc gidm sat chat ché vé tap chat va tinh trang nhiém chéo. B4t ky loai hoa
chat nao nghi ng®» cé van dé déu phai dwoc thai bd.

« Can thiét 1ap cac quy trinh thu thap, van chuyén, bdo quan va x& Iy mau thich
hop dé thuc hién t6i wu xét nghiém nay.

«  Xét nghiém nay khéng dwoc st dung trwc tiép trén mau vat. Cac phuong
phap tach chiét nucleic acid thich hop phai dwoc tién hanh truéc khi str dung
xét nghiém nay.

« Sy xuét hién ctia chat rc ché RT-PCR (vi du nhw heparin) c6 thé gay ra két
qua am tinh gia hodc khéng hop lé.

«  Céc dot bién tiém 4&n trong viing muc tiéu clia bé gen RSV A va RSV B dwoc
bao boc b&i cac doan mdi va/hodc dau do dwoc st dung trong béd dung cu cé
th& dan dén viéc khong phat hién dwoc sw hién dién cia mam bénh.

+  Tuy thudc vao - cac mau phan lap va hé thc“')ng realtime PCR dwoc st dung
cho phan tich, phdn &ng chéo nhe c6 thé xay ra gitra hé thbng RSV A va
RSV B.
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+  V&i xét nghiém chan doan, két qua RealStar® RSV RT-PCR Kit 3.0 phai dwoc
di&n giai dwa trén tt ca cac phat hién 1am sang va két qua xét nghiém.
13. Kiém soat chat lwong

Theo Hé théng Quan ly Chét lwgng cla altona Diagnostics GmbH dwoc chirng
nhan EN ISO 13485, méi 16 RealStar® RSV RT-PCR Kit 3.0 déu dwoc kiém tra theo
cac thong sb ky thuat da &n dinh trwéc dé dadm bao chéat lwong san phdm nhéat quan.

14. H6 tro ky thuat

Pé dwoc cung cép dich vu hd tro khach hang, vui long lién hé véi bd phan hé tro
ky thuat ctia ching toi:

Email: support@altona-diagnostics.com

S6 dién thoai: +49-(0)40-5480676-0
15. Tai liéu
Versalovic, James, Carroll, Karen C., Funke, Guido, Jorgensen, James H.,
Landry, Marie Louise and David W. Warnock (ed). Manual of Clinical Microbiology.

10t Edition. ASM Press, 2011.

Cohen, Jonathan, Powderly, William G, and Steven M Opal. Infectious Diseases,
Third Edition. Mosby, 2010.
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16. Thwong hiéu va tuyén bé mién trir trach nhiém

RealStar® (altona Diagnostics); ABI Prism® (Applied Biosystems); ATCC® (American
Type Culture Collection); CFX96™ (Bio-Rad); Cy® (GE Healthcare); FAM™,
JOE™, ROX™ (Life Technologies); LightCycler® (Roche); Maxwell® (Promega);
Mx 3005P™ (Stratagene); NucliSENS®, easyMag® (bioMérieux); Rotor-Gene®,
QlAamp®, QlAsymphony® (QIAGEN); VERSANT® (Siemens Healthcare).

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 thé coi 1a khdng dwoc phap luat bdo vé.

RealStar® RSV RT-PCR Kit 3.0 1a bd kit ch&n doan da dwoc gan nhan CE theo chi
thi 98/79/EC ctia Chau Au vé& ché&n doan in vitro (trong 6ng nghiém).

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

Khéng hién dién & tat ca cac quéc gia.

© 2023 altona Diagnostics GmbH; b&o Ilwu moi quyén.
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17. Giai thich cac ky hiéu

Biéu twong Giai thich

LOT Ma 16

IVD Thiét bi y té chan doan in vitro

Mau nép

>

Sé catalogue

No&i dung

Ma sb

Thanh phan

Ma giao dich toan cau clia san pha

Tham khao hwéng dan st dung

Chtra da cho "n" xét nghiém/phan rng (rxns)
Gi¢i han nhiét dé

Han st dung

ol 18 8| [=| |0
e L EEEE

Nha san xuét
Than trong: Néu rd cac hwéng dan hoéc quy trinh van
hanh, néu khoéng dwoc tuan thi mét cach chinh xac,

c6 thé dan dén cac van dé thuong tich vé nguwoi hodc

>

&nh hwéng dén hiéu suat ctia san pham. Lién hé voi
bd phan hd tro ky thuat cla altona Diagnostics dé
dwoc hd tro.

. Lwu y: Thdng tin cung c&p cho nguwdi diing la hivu ich

nhung khéng can thiét cho nhiém vu hién tai.

[:D Phién ban

27



RealStar® RSV RT-PCR Kit 3.0

Ghi chu:
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Ghi chu:
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Ghi chu:
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always a drop ahead.

altona Diagnostics GmbH
Morkenstr. 12
22767 Hamburg, Germany

phone +49 40548 06760
fax +49 40 548 0676 10
e-mail info@altona-diagnostics.com

www.altona-diagnostics.com
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