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Thoa thuan Cap phép Han ché cho PAXgene Blood RNA Kit

Viéc st dung san pham nay biéu thij thda thuan clia bat ky ngudi mua hodc ngudi ding san phdm nao véi cac diéu

khoan sau:

1. San pham chi co thé duoc st dung theo céc giao thirc dwoc cung cp kém theo san pham va sb tay nay va
chi dwoc str dung véi cac thanh phén co trong bang. PreAnalytiX® khong cap gidy phép theo bét ky tai san tri
tué nao dé st dung hoac két hop cac thanh phan kém theo cua bang nay voi bét ky thanh phan nao khéng co
trong bang nay trtr khi dwoc mo ta trong céc giao thire duoc cung cap cling voi sén pham, sb tay nay va cac
giao thtre bd sung c6 sén tai www.qgiagen.com va www.preanalytix.com.

2. Ngoai céc gidy phép duwoc néu rd rang, PreAnalytiX khong béo dam rang bd dung cu nay va/hoic (cac) cong
dung cla bd dung cu khdng vi pham cac quyén clia bén thi ba.

3. B& dung cu nay dwoc cap phép st dung mét lan va khong dugrc tai str dung, tan trang hoac ban lai.

4.  PreAnalytiX d&c biét tir chdi bat ky gidy phép nao khac, dwgc thé hién ré rang hodc ngu y, ngoai nhirng gidy
phép dwoc néu rd rang.

5.  Nguwoimuava ngudi dung bo dung cu nay dong y khong thuwe hién hoéc cho phép bét ky ai khac thuc hién cac
buéc co thé dan dén hodc tao diéu kién cho bét ky hanh vi nao bj cdm & trén.

6. PreAnalytiX co thé thue thi cac 1énh cadm cua Théa thuan Cép phép Han ché nay tai bat ky Toa &n nao va sé
thu hdi tat ca cac chi phi diéu tra va Toa an, bao gdm phi luat sw, trong bat ky vu kién nao dé thwc thi Thoa
thuan Cap phep Han ché nay hoac bat ky quyén sé hiru tri tué nao lién quan dén bo dung cu va/hodc cac
thanh phan ctia bang.

D& biét cac diéu khoan cap phép dwoc cap nhat, hay truy cap www.giagen.com va www.preanalytix.com.
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Nha phan phéi PreAnalytiX

Cac san pham PreAnalytiX dwoc QIAGEN va BD san xuét va phan phdi cho
PreAnalytiX.
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Muc dich Str dung

Dung cho muc dich s& dung chan doan trong 6ng nghiém.

PAXgene Blood RNA System chira mét 6ng lay mau (PAXgene Blood RNA Tube,
BRT) va bd dung cu loc axit nucleic (PAXgene Blood RNA Kit). Hé théng nay dwoc
dung dé 14y, bao quan va van chuyén mau va 6n dinh RNA ndi bao trong mét ng
kin, sau d6 tach va loc RNA chu t» mau toan phan cho RT-PCR dwoc str dung
trong xét nghiém chan doan phan te.

Céc d&c tinh hiéu suat ciia PAXgene Blood RNA System chi dwoc xac 1ap véi cac
phién ma gen FOS va IL1B. Ngu&i dung cé trach nhiém xac Iap cac dac tinh hiéu
suéat ciia PAXgene Blood RNA System thich hop cho cac phién méa dich khac.
Chi dinh str dung

PAXgene Blood RNA Kit diing dé loc RNA néi bao tir mau toan phan dwoc thu trong
PAXgene Blood RNA Tube (BRT). Khi b dung cu nay dwoc str dung cung véi
PAXgene Blood RNA Tube (BRT), hé théng sé& cung cadp RNA ndi bao da loc tir mau
toan phén cho RT-PCR duworc st dung trong xét nghiém chan doan phan ttr.

Ngwéi dung Dw dinh

San pham nay dv dinh sé dwoc str dung b&i ngwdi dung chuyén nghiép, vi du nhw
ky thuat vién va bac sT dwoc dao tao vé cac quy trinh chan doan trong dng nghiém.

B6 dung cu nay danh cho chuyén gia st dung.
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M6 ta va Nguyén tac

Gi&i thiéu

L&y mau toan phan la budc dau tién trong nhidu xét nghiém phan ttr dwoc st dung
dé nghién ciru RNA té bao. Tuy nhién, mét van dé I&n trong céc thi nghiém nhw
vay la tinh khong én dinh cla dir kien RNA té bao trong ng nghiém. Cac nghién
ctu tai PreAnalytiX da chi ra rdng sé lwong ban sao clia cac loai mRNA riéng 1&
trong mau toan phan cé thé thay déi hon 1.000 I&n trong qué trinh bao quan hodc
van chuyén & nhiét dd phong (Rainen va cong sw, 2002). Diéu nay la do bién chat
RNA nhanh va do biéu hién gay ra clia mét sd gen nhat dinh sau khi l4y mau.
Nhirng thay ddi nhw vay trong di kién biéu hién RNA khién khong thé tién hanh
cac nghién ctru tin cay vé biéu hién gen. Do d6, cn cé mot phwong phap bao ton
div kién biéu hién RNA trong va sau thu thuat mé tinh mach dé phan tich chinh xac
biéu hién gen trong mau toan phan & nguoi.

Nguyén ly va quy trinh

PreAnalytiX da phat trién mot hé thdng cho phép lay, &n dinh, bao quén va van chuyén
cac mau mau toan phan & ngudi, cling véi moét giao thire tach RNA nédi bao nhanh
choéng va hiéu qua. Hé théng yéu cau sir dung PAXgene Blood RNA Tubes (BRT) dé&
ldy mau va 6n dinh RNA, sau d6 tadch RNA thii cong hodc tw dong bédng PAXgene Blood
RNA Kit. Ca giao thirc thdi cong va tw dong déu cung cap hiéu suét twong dwong vé co
ban lién quan dén chét lwong va nang suat RNA. D liéu hiéu suét cho giao thirc tha
cong (tr trang 44) va giao thirc tw déng (t trang 53) dwoc bao gdm trong sb tay nay.

PAXgene Blood RNA System cho phép chuén héa cac buéc cla quy trinh trwédc
khi phan tich tir 1dy bénh phdm mau dén tach RNA té bao theo 1ISO 20186-1:2019,
Kiém tra chan doan phan t&r trong éng nghiém — Théng sb ky thuat cho cac quy
trinh truéc khi kiém tra mau toan phan tinh mach — Phan 1: RNA té bao da tach.

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 7



Lay va 6n dinh mau

PAXgene Blood RNA Tubes (BRT) chira thudc thtr 6n dinh RNA déc quyén. Chét
phu gia nay bédo vé cac phan t&r RNA khdi bi bién chat b&i cac RNase va gidm thiéu
nhirng thay déi bén ngoai co thé séng trong biéu hién gen. Cac déc tinh hiéu suét
cua PAXgene Blood RNA System dwgc xac lap véi cac phién ma gen FOS va IL1B
ma c6 thé xem tir trang 39.

Tach RNA

PAXgene Blood RNA Kit dung dé tach RNA toan phan tir 2,5 mL mau toan phan &
ngwoi dwgc thu trong PAXgene Blood RNA Tube (BRT). Quy trinh nay don gian
va co thé thwe hién béng cac buédc thi cong hoac ty dong (xem Hinh 1 hoac Hinh 3,
trang 10 ho&c 12, twong (ng). Trong c& hai giao thirc, quy trinh tach bat dau bang
bwéc ly tam dé tao vién nén axit nucleic trong PAXgene Blood RNA Tube (BRT).
Vién nén dwoc rira va tai huyén phu, sau dé tach RNA tha cdng hodc tw dong. Vé
nguyén tac, ca hai giao thirc déu tuan theo cac buwéc giao thirc gidng nhau véi
cung cac thanh phan bd dung cu.
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Tach RNA thu céng

Cu thé, vién nén tai huyén phu dwoc G trong chat dém t6i wu héa cung véi
proteinase K (PK) d& phan hay protein. Qua trinh ly tam bd sung qua cot quay
PAXgene Shredder (PSC) dwoc thwe hién dé ddng nhat chat phan giai té bao va
loai bd cac manh vun té bao dw thira; dong thdi, chat ndi trén bé mat cia phan
chay qua dwoc chuyén sang mét dng ly tm nhé mai (MCT). Ethanol dwoc thém
vao dé didu chinh céc diéu kién lién két va chat phan giai dwoc dwa vao cot quay
PAXgene RNA (PRC). Trong qué trinh ly tdm nhanh chéng, RNA duoc lién két
chon loc véi mang silica PAXgene khi cac chat nhiém ban di qua. Cac chat nhiém
ban con lai dwoc loai bd trong mét s budc rira hiéu qua. Gitra budc riva thir nhat
va thi hai, mang dwoc x ly bang DNase | (RNFD) dé loai b lwgng nhé DNA lién
két. Sau cac budc rira, RNA dwoc rira gidi trong chat dém rira gidi (BR5) va bién
chét do nhiét. C6 thé xem cac dac tinh hiéu suét cha tach RNA thi céng bang
PAXgene Blood RNA System trén trang 44.
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RNA sén sang st
dung

Hinh 1: Quy trinh PAXgene Blood RNA thu céng.
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Tach RNA tw dong

Qua trinh tach RNA mau duoc tw dong hoa trén QIAGEN QIAcube Connect MDx.
Dung cu d6i méi str dung cong nghé tién tién dé x& ly cot quay QIAGEN, cho phép
tich hop lién mach qua trinh chuan bj mau tw ddng, thong Iwong thap vao quy trinh
lam viéc trong phong thi nghiém. Chuén bi mau bang QIAcube Connect MDx tuan
theo cac budc twong tw nhw quy trinh tha cdng (ttec 1a ly gidi, lién két, rira va rira
gidi) va c6 thé thyc hién bang cach st dung cuing PAXgene Blood RNA Kit.

Sean a ki bar code QlAcube Connect MDx

........

. —

Hinh 2: QlAcube Connect MDx.

7o  QIAGEN QlAcube Connect MDx khéng c6 s&n & tat ca cac qubc gia. Dé
biét thém chi tiét vui Iong lién hé v&i bd phan Dich vu Ky thuat QIAGEN .
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Giao thirc tach RNA ty déng bao gdm 2 phan (hoéc giao thirc), “PAXgene Blood
RNA Phan A’ (tr mau trong PAXgene Blood RNA Tube dé rira giai) va “PAXgene
Blood RNA Phan B” (sau khi riva gidi dén RNA sén sang s dung), v&i sy can thiép
thd cdng nhanh gon gitra 2 phan (xem Hinh 3).

Mau

Tron

‘Rtra vién nén

Tai huyén
phu

Chuyén sang

fmkﬂﬂﬂdgﬂﬁ

bng xt ly (PT)
va nap vao may -
hép lac

QlAcube

2

Thém proteinase K (PK)
va chét dém lién két
(BR2)

U

Chuyén sang Cot
quay PAXgene
Shredder (PSC)

Chuyén phan chay qua
sang 6ng x ly (PT)
trén may hép lac
QlAcube

Thém ethanol vao
phan chay qua

Nap vao Coét quay
PAXgene RNA
(PRC)

Lién két RNA toan
phan

Rera

Hinh 3: Quy trinh PAXgene Blood RNA tw dong.
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RNA sén sang s dung

Phan hiy DNA

Rera

Chuyén sang Cét quay
PAXgene RNA (PRC)

Rura gidi

Day nép éng ly tam nhé
(MCT) va chuyén sang may
hap lac QlAcube

Lam noéng dén nhiét
do65°C
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Vién nén axit nucleic dwoc ly tdm, rira va tai huyén phu (xem “Tach RNA”, trang 8)
dwoc chuyén tir PAXgene Blood RNA Tube (BRT) vao cac 6ng xt ly (Processing
Tube, PT), dwoc d&t vao may hap Iac nhiét trén ban lam viéc clia QlAcube Connect
MDx. Ngwdi van hanh chon va bat dau giao thirc “PAXgene Blood RNA Part A”
(PAXgene Blood RNA Phan A) tr menu. QlAcube Connect MDx thyc hién céac
bwéc cla giao thirc cho dén rira gidi RNA trong chat dém riva gidi (BR5). Nguoi
van hanh chuyén MCT ch*ra RNA d& loc vao may hap lac nhiét cia QlAcube
Connect MDx. Ngu&i van hanh chon va bat dau giao thirc “PAXgene Blood RNA
Part B” (PAXgene Blood RNA Phan B) tir menu va qua trinh bién chat nhiét dwoc
thwe hién bdi QlAcube Connect MDx. C6 thé xem cac dac tinh hiéu suét cta tach
RNA ty déng bang PAXgene Blood RNA System trén QlAcube Connect MDx trén
trang 53.
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Vat tw dwore Cung cap
Thanh phan bd dung cu

PAXgene Blood RNA Kit
S6 danh muc

S6 lwong thiét bj thu thap

Tén thanh phin _M

Resuspension Buffer (Chat dém Tai huyén phui) [RES [BUF] 20 mL

BR2 Binding Buffer (Chat dém Lién két)* [BIND [BUF 18 mL

BR3 Wash Buffer 1 (Chét dém riva 1)* [WASH [BUF]1] 45 mL

BR4 Wash Buffer 2 (Chét dém riva 2) (dam déc)t WASH [BUF[2[CONC 11 mL

BR5 Elution Buffer (Chat dém Rra giai) ELU |BUF 6 mL

RNFW RNase-Free Water (Nwé'c Khéng cé RNase) (chai) PEL [WASH 2x125mL

PK Proteinase K (ndp mau xanh I4) 2x1,4mL

PRC PAXgene RNA Spin Columns (Cot quay PAXgene [PAXgene [RNAJCOL 5x10
RNA) (mau do)*

PT Processing Tubes (Ong Xt Iy) (2 mL)S 6 x 50

Hemogard™ Secondary BD Hemogard Closures (V6 BD 50
Hemogard phu)

MCT Microcentrifuge Tubes (Ong Ly tam nhé) (1,5 mL)$ 3x50,1x10

RNFD DNase |, RNase-free (DNase |, khong c6 RNase) 1.500 don vi
(ddéng kho) Kunitz"

RDD DNA Digestion Buffer (Ch&t dém Phan hily DNA) [DNA] DIG [BUF 2x2mL
(nap mau trang)

DRB DNase Resuspension Buffer (Chat dém Tai huyén |[DNase [RES|BUF 2mL
pht DNase) (6ng, ndp mau tim hoa ca)

PSC PAXgene Shredder Spin Columns (Cét quay [PAXgene [SHRED[COL| 5x10
PAXgene Shredder) (mau tim hoa ca)*

S6 tay PAXgene Blood RNA Kit Handbook (Sé tay [:E] 1
PAXgene Blood RNA Kit) (Phién ban 3)

* Khéng twong thich véi thube thir khir tring chira thude tay. Chira mudi guanidin. Xem trang 18 dé biét Thong tin
an toan.

T Chét dém rira 2 (BR4) dwoc cung cap dudi dang c6 dac. Trwdc khi st dung lan dau tién, thém 4 thé tich ethanol
(96-100% thé tich/thé tich, do tinh khiét p.a.), nhw dwoc chi dinh trén chai, dé thu duoc dung dich lam viéc.

* MGi cot dwoce dét trong mot goi xdp chi danh cho muc dich str dung mét lan. Vui 1dng xem thong tin an toan dé biét
hwéng dan xa ly.

§ Cac 6ng c6 san trong tli nhwa va méi 6ng chi dwoc st dung mét 1an. Vui long xem thong tin an toan dé biét
hwéng dan xa ly.

T DBon vi Kunitz 1a don vi thwong dwoc st dung dé do DNase |, dwoc dinh nghta la lwgng DNase | lam tang Azeo
0,001 méi phat méi mililit & 25 °C, pH 5,0, v&i DNA dwoc polyme héa cao lam chét nén (Kunitz, M. (1950) J. Gen.
Physiol. 33, 349 va 363).
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Thanh phan cuda bé dung cu

Tén thanh phan

BR1

BR2

BR3

BR4

BR5

RNFW

PK

RNFD

RDD

DRB

M6 ta

Resuspension Buffer (Chét dém
Tai huyen phu)

Binding Buffer (Chét dém Lién
kéet)

Wash Buffer 1 (Chat dém rira 1)

Wash Buffer 2 (Chat dém rira 2)
(dam déc)

Elution Buffer (Chét dém Rira
giai)

RNase-Free Water (Nwé'c Khéng
c6 RNase) (chai)

Proteinase K (ndp mau xanh 14)

DNase |, RNase-free (DNase |,
khéng c6 RNase) (dong kho)

DNA Digestion Buffer (Chat dém
Phan hiy DNA) (nap mau trang)

DNase Resuspension Buffer
(Chat @ém Tai huyen phu DNase)
(6ng, nap mau tim hoa ca)

Thanh phan Hoat
tinh
Khéng co

Guanidine thiocyanate

Guanidine thiocyanate
Ethanol

Khéng c6
Khéng co
Khéng c6
Proteinase K
DNase
Khéng c6

Khéng c6

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023

> 30 dén < 50% trong
lwgng/trong lwong

> 10 dén < 20% trong
lwong/trong lwgng

>3 dén < 10% trong
lwong/trong lwgng

> 1 dén < 3% trong
lwong/trong lwgng

> 90 dén < 100% trong
lwgng/trong lwgng
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Vat tw Yéu cau nhwng Khéng dwoc Cung cap

Khi lam viéc véi héa chét, ludn mang do choang phong thi nghiém, gang tay ding mét
lan va kinh bao hd phu hop. D& biét thém thdng tin, hay tham khao bang chi dan an
toan (Safety Data Sheet, SDS) thich hop, ¢ sén tir nha cung cap san pham.

Déi v&i tat ca cac giao thire

e PAXgene Blood RNA Tubes (BRT, PreAnalytiX; s6 danh muc 762165)
e Ethanol (96—100% thé tich/thé tich, do tinh khiét p.a.)

e Pipet* (10 yL —4 mL)

e DAu tip pipet khong cé RNase, vo triing, c6 tAm chan sol khit

e Xy lanh co chia do*

e May ly tm* c6 kha nang dat dwgc 3.000-5.000 x g va dworc trang bi réto
thung xoay dé gitr PAXgene Blood RNA Tubes (BRT)

e BO tron xoay*
e Dabao

e But khong phai dé ghi nhan

Déi véi giao thire thi céng
e May ly tam nhd bién tbc* ¢ kha nang dat dworc pham vi it nhat 1.000-8.000 x g,

mac du ¢cé thé ap dung lwc g thdp hon va cao hon (xem cac buéc giao thirc dé
biét chi tiét) va dwoc trang bj réto cho MCT 2 mL

* Dam bao réng cac thiét bj va dung cu da dwoc kiém tra, bao tri va hiéu chinh thwéng xuyén theo khuyén céo cla
nha san xuét.

t Dam bao réng ban ndm rd cac huwéng dan vé xi Iy RNA (Phu luc A, trang 75).

* P& thém ethanol vao Chat dém BR4 c6 déc.

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 16



e May hép l&c-0* c6 kha ndng G & nhiét do 55 °C va 65 °C va lac & =400 rpm
khong vwot qua 1.400 rpm (vi du: Eppendorf® Thermomixer Compact hodc
twong dwong)

Déi vé&i giao thire tw dong

e Kéo
e QIAcube Connect MDx* (QIAGEN, sb danh muc 9003070)

Vat tw tiéu hao QlAcube Connect MDx:

e Filter-Tips, 1000 pL (1024) (QIAGEN, s6 danh muc 990352)*
e Reagent Bottles, 30 mL (6) (QIAGEN, sb danh muc 990393)t
e Rotor Adapters (10 x 24) (QIAGEN, sb danh muc 990394)f

Phu kién QlAcube Connect MDx:
e Rotor Adapter Holder (QIAGEN, s danh muc 990392)t

Goéi dich vu QlAcube Connect MDx:

e QIlAcube Connect MDx System FUL-2 (QIAGEN, s danh muc 9003071)
e QIAcube Connect MDx System FUL-3 (QIAGEN, s4 danh muc 9003072)
e QlAcube Connect MDx System PRV-1 (QIAGEN, sé danh muc 9003073)
e QIAcube Connect MDx Device PRV-1 (QIAGEN, s danh muc 9003074)
e QIAcube Connect MDx System PRM-1 (QIAGEN, s danh muc 9003075)

* Pam bao rang thiét bj va dung cu da dwoc kiém tra, bao tri va hiéu chinh thudng xuyén theo khuyén céo ciia nha san
Xuét.
T Ciing dwoc bao gdm trong Starter Pack, QlAcube (QIAGEN, sé danh muc 990395).
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Canh bao va Phong ngtra

Déi v&i cac khach hang & khu vuc Lién minh Chau Au, lvu y rang ban dwoc yéu
cau bao cdo sy cb nghiém trong da xay ra lién quan dén thiét bi cho nha san xuét
va co quan chic ndng cla Qudc gia Thanh vién noi nguwdi dung va/hodc bénh
nhan cu tru.

Déi v&i khach hang bén ngoai Lién minh Chau Au, xin lwu y rang ban cé thé duwoc
yéu cau tham khéo céac quy dinh tai dia phwong vé cach béo cao cac sw cb nghiém
trong da xay ra lién quan dén thiét bi cho nha san xuét va/hodc dai dién dwoc Gy
quyén cla nha san xuat va co quan quan ly noi ngudi dung va/hodc bénh nhan cw
tra.

Thong tin an toan

Khi lam viéc v&i héa chét va vat liéu nguy hiém sinh hoc, ludn mang do choang
phong thi nghiém, gang tay dung mét Ian va kinh bao hd phu hop. Dé biét thém
thdng tin, vui ldng tham khdo bang chi dan an toan (Safety Data Sheet, SDS) phu
hop. Cac bang nay cé sén trwc tuyén & dinh dang PDF thuan tién va nhé gon tai
www.giagen.com/safety, noi ban c6 thé tim, xem va in SDS cho méi b6 dung cu
QIAGEN va thanh phan ctia bd dung cu.

e T4t ca cac hoa chét va vat liéu sinh hoc déu c6 kha nang gay nguy hiém. Mau
mau bénh phadm va mau cé kha ndng lay nhiém va phai dwoc coi la vat liéu
nguy hiém sinh hoc.

e Loai bd chét thai sinh hoc va chét thai bo xét nghiém tuan theo quy trinh an
toan tai clia dia phwong cua ban.
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Théng tin khan cap

CHEMTREC
Bén ngoai Hoa Ky & Canada +1 703-527-3887

Cac bién phap phong ngtra

Khi 1am viéc v&i mau, thuc hanh cac bién phap phong ngira phd bién dé tranh nguy
co tiép xuc tiém an véi cac mam bénh lay truyén qua dwérng mau (vi du: HIV, viém
gan B va céc vi-rit lay truyén qua dworng mau khac). S dung géng tay, 4o choang,
thiét bi bado vé mét, thiét bi bao vé ca nhan khac va cac bién phap kiém soat ky
thuat dé tranh tiép xtc véi mau. Dé biét thém thong tin, vui ldng tham khao bang
chi dan an toan (Safety Data Sheet, SDS) phu hop. Cac bang nay co sén truc
tuyén & dinh dang PDF thuan tién va nhé gon tai www.preanalytix.com noi ban
c6 thé tim, xem va in SDS cho bd dung cu nay.

THAN TRONG
KHONG thém thubc tdy hodc dung dich axit trwc tiép vao chét
thai chuan bi mau.

Chét dém lién két (BR2) va chat dém rira 1 (BR3) chiva guanidine thiocyanate, c6 thé
tao thanh cac hop chét phan (ng cao khi két hop véi thube tay. Néu chat dém lién két
(BR2) hoac chat dém rira 1 (BR3) bi db, hay lam sach bang nuéc va chat tay riva
phong thi nghiém thich hop. Néu chét 16ng chiva cac tac nhan cé kha nang lay bénh
bi d6, trwérc tién hay lam sach khu vire bi anh hudng bang nudc va chét tay riva phong
thi nghiém, sau dé bang 1% (thé tich/thé tich) natri hypoclorit (thubc tay).
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H6n hop dung dich &n dinh RNA va mau tlr PAXgene Blood RNA Tube (BRT) ¢c6
thé dwoc khir tring béng cach s dung 1 thé tich dung dich thuéc tay thwong mai
(5% natri hypoclorit) trén 9 thé tich hdn hop dung dich 6n dinh RNA va mau.

Chét thai chuan bi mau, chang han nhw chét ndi trén bé mat tir cac bwdc ly tam
trong quy trinh tach RNA, dwoc coi la cé kha nang lay bénh. St dung cac hép chira
nguy hiém sinh hoc dé& x ly cac vat liéu sinh hoc. Viéc xt ly phai dwoc thwe hién
theo cac quy dinh va quy trinh cta dia phwong tai co sé cla ban.

Cac thanh phan cu thé ctia PAXgene Blood RNA Kit chi danh cho muc dich st
dung mét lan. Xem Thanh phan bo dung cu trén trang 14 dé biét thong tin vé cac
thanh phan riéng 18.

Cac tuyén bé phong ngira va nguy hiém sau day ap dung cho céc thanh phan cua
PAXgene Blood RNA Kit. Xem Sé tay PAXgene Blood RNA Tube dé biét théng tin
an toan vé PAXgene Blood RNA Tubes (BRT).

Buffer BR2

Z) Chwra: guanidin thiocyanate. Nguy hiém! Cé hai néu nubt
2= < phai. Co thé co hai khi tiép xtic voi da hodc néu hit phai. Gay
ton thwong mat nghiém trong. C6 hai cho d&i séng thiy sinh
v&i dnh hwdng lau dai. Tiép xuc véi axit sé giai phong khi rat
doc. Khong xa ra méi truéng. Deo gang tay bdo hd/ quan o
bao ho/ thiét bj bdo vé& mat/ thiét bi bao vé mat. NEU TIEP
XUC VOI MAT: Rira can than véi nwéc trong vai phat. Thao
kinh ap trong, néu cé va dé dang thwe hién. Tiép tuc riva. NEU
tiép xuc hodc lo ngai: Goi ngay cho TRUNG TAM CHONG
DOC hoéc bac si/ chuyén vién y té. Thai bd cac thanh phan/

thung chra tai nha may xt ly chét thai dwoc phé duyét.
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Buffer BR3

&>

DNase |

&

Chtra: ethanol; guanidin thiocyanate. Nguy hiém! Chéat 16ng
va hoi dé chay. Gay tbn thwong mat nghiém trong. Tiép xdc
voi axit s& gidi phéng khi rat ddc. Tranh xa src néng/tia
Itra/ngon Itra hé/bé mat nong. Khéng hut thube. Peo gang tay
bdo ho/ quan 4o bao ho/ thiét bi bdo vé mét/ thiét bj bao vé
mat. NEU TIEP XUC VOI MAT: Rlra can than véi nwéc trong
vai phat. Théo kinh ap trong, néu c6 va dé dang thuc hién.
Tiép tuc rira. Goi ngay cho TRUNG TAM CHONG DOC hoéc
bac si/ chuyén vién y té.

Chtra: DNase. Nguy hiém! C6 thé gay ra phan &ng dj (rng da.
C6 thé gay ra cac triéu chirng di ng, hen suyén hodc khé
th® néu hit phai. Tranh hit bui. Peo gang tay bdo hd/ quén ao
bao ho/ thiét bi bao vé mat/ thiét bi bdo vé mat. Deo thiét bi
bdo vé duwong ho hap. NEU tiép xtc hodc lo ngai: Goi cho
TRUNG TAM CHONG DOC hoac bac si y khoa/ bac si. Di
chuyén nan nhan dén noi thoang khi va dé thé. Giat quan &o
nhiém ban truwéc khi siv dung lai.
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Bao quan va Xt ly Thuoc thir

Cot quay PAXgene RNA (PRC), cét quay PAXgene Shredder (PSC), proteinase K
(PK) va cac chat dém (BR1, BR2, BR3, BR4 va BR5) phai duoc bdo quan kho &
nhiét dé ghi trén nhan bd dung cu.

B6 DNase Khong c6 RNase chira DNase | (RNFD), chat dém phan hiy DNA (RDD)
va chat dém tai huyén phu DNase (DRB) dwoc van chuyén & nhiét dd mai truong.
Bao quan tat ca cac thanh phan ciia B6 DNase Khong c6 RNase ngay khi nhan
duwoc & nhiét do ghi trén nhan. Khi dwoc bdo quan dung cach, bo dung cu sé én
dinh cho dén ngay hét han trén hop bo dung cu.

Can chu y dén ngay hét han va diéu kién bao quan in trén hop va nhan cla tat ca
cac thanh phan. Khong str dung cac thanh phan da hét han hodc dwoc bao quan
khéng dung céach.

D6 6n dinh khi str dung

Sau khi st dung bd dung cu 1an dau tién, thubc thtr n dinh trong chai ban dau &
nhiét d6 va cho dén ngay hét han dwoc ghi trén nhan hop bd dung cu.

Thubc thtr dworc dd day vao cac chai thubc thir cia QlAcube Connect MDx 6n dinh
trong 3 thang bao quan & nhiét do phong (15-25 °C).

DNase | d& hoan nguyén (RNFD) én dinh & 2-8 °C trong 6 tuan trong lo thay tinh
ban dau (dung dich gbc).

Phan dung dich gdc str dung mét lan trong MCT 1,5 mL (di kém vé&i bd dung cu)

4n dinh trong 9 thang bao quan & —20 °C. Sau khi ra déng, phan st dung mét lan
dn dinh trong 6 tuan bdo quan & 2-8 °C.
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Thu thap, Bao quan va Xt ly Bénh pham

PAXgene Blood RNA Kit dung v&i mau dwoc thu trong PAXgene Blood RNA Tubes.
Mau phai duoc thu trong PAXgene Blood RNA Tubes (BRT) theo hwéng dan trong S&
tay PAXgene Blood RNA Tube. Néu can, hay xem Phu luc C (trang 79) dé biét cac
khuyén céo vé viéc xr ly PAXgene Blood RNA Tubes (BRT). Tt ca cac mau nén duoc
coi la c6 thé gay nguy hiém. Céac dac tinh hiéu suat cia PAXgene Blood RNA System
dwoc xac lap véi cac phién ma gen FOS va IL1B ma cé thé xem trén cac trang 40-43.
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Quy trinh: Tach Thi céng RNA Toan phan tiy
Mau Toan phan & Ngwoi dwoe Thu vao
PAXgene Blood RNA Tubes

Nhirng diém quan trong trwéc khi bat dau

Dam bao rang hdp bd dung cu con nguyén ven va khong bi hdng va cac chat
dém khong bi ro ri. Khong str dung bd dung cu bi héng.

Khi st dung pipet, hdy d&m bao rang pipet duwoc dat & dang thé tich va chét
I6ng dwoc hat va phan phat can than va hoan toan.

Dé tranh chuyén mau sang sai 6ng hodc cot quay, hay dadm bao rang tat ca
cac dng va cot quay duoc ghi nhan thich hop bang but khéng phai. Ghi nhan
trén nap va than méi ng (PT, MCT). Béi véi cot quay, hay ghi nhan cho phan
than PT. Béng tirng 6ng hodc cot quay sau khi chat 16ng dwoc chuyén sang
ong.

Viéc roi vai mau va chat dém trong qua trinh nay cé thé lam gidm n&dng suét
va do tinh khiét cia RNA.

Trwr khi cé chi dinh khéc, tAt ca cac budc cla giao thirc nay, bao gdbm ca cac
bwéc ly tam, phai dwoc thire hién & nhiét do phong (15-25 °C).

Do dd nhay ctia cdng nghé khuéch dai axit nucleic, cac bién phap phong ngtra sau
la can thiét khi x& ly ma&u dé tranh nhiém bén chéo:

Can than hat mau vao cot quay (PSC, PRC) ma khéng lam wét vién cot.

Ludn thay dau tip pipet gitra cac lan chuyén chét 16ng. St dung cac dau tip
pipet c6 tAm chan sol khi.

Tranh cham mang cét quay (PSC, PRC) bang dau tip pipet.

Sau khi xody ho&c 1am néng MCT, ly tdm nhanh dé loai bd cac giot tir bén
trong nap.
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Nh

Mang gang tay trong subt quy trinh. Trong trwéng hop géng tay tiép xuc véi
mau, hay thay gang tay ngay lap tic.

Bong cot quay (PSC, PRC) trwvdre khi dat vao may ly tdm nhé. Ly tdm nhw mo
ta trong quy trinh.

M&i 14n chi m& mot cot quay (PSC, PRC) va can than dé tranh tao ra sol khi.
Dé xt ly song song hiéu qua nhiéu mau, hay lam day gia d& bang cac PT ma
céac cot quay (PSC, PRC) c6 thé dwoc chuyén sang sau khi ly tam. Loai bd
cac PT da s dung c6 chira phan chay qua va dat cac cot quay (PSC, PRC)
vao cac PT méi trwde khi chuyén tré lai may li tam siéu nhd.

rng viéc can lam trwéc khi bt dau

Mau phai dwoc thu trong PAXgene Blood RNA Tubes (BRT) theo huéng dan
trong Sé tay PAXgene Blood RNA Tube. Néu can, hay xem Phu luc C (trang 79)
dé biét cac khuyén céo vé viéc xr ly PAXgene Blood RNA Tubes (BRT).

Dam bao rang PAXgene Blood RNA Tubes (BRT) dwoc G it nhat 2 gid & nhiét
dod phong sau khi ldy mau dé ddm bao qua trinh phan giai hoan toan cac té
bao mau va két tia RNA. Viéc i PAXgene Blood RNA Tube (BRT) qua dém
c6 thé lam tang ndng suét. Néu qua trinh G mau ban dau & nhiét do phong
trong 2 gi&r khdng dwoc thwe hién trwde khi bdo quan & 2-8 °C, —20 °C hoac
-70 °C, trwéc tién hay can bang PAXgene Blood RNA Tube (BRT) vé nhiét do
phong, sau d6 G & nhiét dd nay trong 2 gid trwdc khi bat dau quy trinh.

Boc théng tin an toan trén trang 18.

Doc huwéng dan vé xir ly RNA (Phu luc A, trang 76).

Dam bao réng cac dung cu, chadng han nhw pipet va may hap l&c-0, da dwoc
kiém tra va hiéu chinh thuwéng xuyén theo khuyén cdo clia nha san xuat.

Can c6 may hép l&c-0 trong bwédc 5 va 20. Dat nhiét do ctia may hap lac-0 &
55 °C.

Chét dém lién két (BR2) c6 thé tao thanh chét két tda khi bdo quan. Néu can,
lam &m dén nhiét do 37 °C dé hoa tan.
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Chét dém rira 2 (BR4) duoc cung cap dudi dang co dac. Truéc khi st dung
lan dAu tién, thém 4 thé tich ethanol (96-100% thé tich/thé tich, d6 tinh khiét
p.a.), nhu dwoc chi dinh trén chai, dé thu dwoc dung dich lam viéc.

Néu st dung Bd DNase Khong cé RNase 1an d4u tién, hay chuan bi dung dich
gbc DNase |. Hoa tan DNase | rén (RNFD; 1.500 don vi Kunitz)* trong 550 L
chéat dém tai huyén phu DNase (DNase Resuspension Buffer, DRB) duoc
cung cap kém theo bd nay. Can than dé khong bi mat DNase | (RNFD) khi mé&
lo. Khéng xody DNase | (RNFD) da hoan nguyén. DNase | dac biét nhay cdm
v&i bién chat vat ly. Viéc trén chi nén duoc thye hién bang cach nhe nhang
dao nguorc lo.

DNase | da hoan nguyén (RNFD) cé thé dwoc bao quan & 2-8 °C trong lo
thay tinh ban dau (dung dich gbc) hodc & —20 °C sau khi Iy dung dich gbc ra
khdi lo thay tinh va chia thanh cac lo dung mét 1an (s& dung MCT 1,5 mL dwoc
cung cap cung v&i bd dung cu; ¢ dd cho 5 phan). Phan déng lanh da ra dong
c6 thé duoc bdo quan & 2-8 °C. Khéng dong lanh lai cac phan sau khi ra
doéng.

Khi hoan nguyén va phan chia DNase | (RNFD), hdy dam bao réng ban tuan
theo cac hudng dan xi ly RNA (Phu luc A, trang 76).

Quy trinh thwc hién

1. Ly tdm PAXgene Blood RNA Tube (BRT) trong 10 phut & 3.000-5.000 x g

bang cach st dung réto thung xoay.

@ Dam bdo rang mau mau da dwoc G trong PAXgene Blood RNA Tube
(BRT) trong t6i thiéu 2 gi&r & nhiét d6 phong (15-25°C) dé phan giai
hoan toan cac t& bao mau va két ta RNA.

* Bon vi Kunitz la don vi thwong dwoc st dung dé do DNase |, dwoc dinh nghia la lwong DNase | lam tang Azso
0,001 méi phat méi mililit & 25 °C, pH 5,0, véi DNA dwoc polyme hda cao lam chét nén (Kunitz, M. (1950) J. Gen.
Physiol. 33, 349 va 363).
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@ R6to phéi chiva bo tiép hop dng cho cac 6ng day tron. Néu s dung
céc loai bo tiép hop dng khac, cac 6ng cé thé bi vé trong qua trinh ly
tam.

. Loai bd chét ndi trén bé mé&t bang cach gan loc hodc hat. Thém 4 mL Nwéc

Khéng c6 RNase (RNase-Free Water, RNFW) vao vién nén va dong éng bang

cach st dung vé BD Hemogard phu mai (di kém bd dung cu).

Néu chat néi trén bé mat dwoc gan, hdy can than khéng lam xao trén vién nén

va lau kho vién éng bang khan gidy sach.

. Xody cho dén khi vién nén dwoc hoa tan rd rang va ly tam trong 10 phit &

3.000-5.000 x g bang réto thung xoay. Loai bé va thai bd toan bo chét ndi trén

bé mat.

Céac manh vun nhé con lai trong chét ndi trén bé mat sau khi xody nhung

trwde khi ly tam sé khong anh hwéng dén quy trinh.

@ Viéc loai bd khong hoan toan chét ndi trén bé mat sé trc ché qua
trinh phan giai va pha lodng chét phan giai, do d6 anh hwéng dén
diéu kién lién két RNA véi mang PAXgene.

. Thém 350 pL chét dém tai huyén phu (BR1) va xody cho dén khi vién nén tan

hoan toan.

. Hat m3u vao MCT 1,5 mL. Thém 300 uL chat dém lién két (BR2) va 40 uL

proteinase K (PK). Tron béng cach xody trong 5 gidy d va G trong

10 phut & nhiét dé 55 °C bang may hap l&c-0 véi tbc d6 400-1.400 rpm. Sau

khi 0, d&t nhiét 6 ctia may hép lac-u & nhiét dd 65°C (cho bwéc 20).

@ Khéng tron chat dém lién két (BR2) va proteinase K (PK) v&i nhau
truwée khi thém chang vao méu.

. Hut chét phan giai truc tiép vao PSC (mau tim hoa ca) dwoc dat trong PT 2 mL

va ly tam trong 3 phut & téc do ti da (nhung khéng vrot qua 20.000 x g).

@ Céan than hat chét ly gii vao cot quay (PSC) va kiém tra bang mat
thwdng dé& ddm bado rang chat ly gidi da dwoc chuyén hoan toan
sang c6t quay (PSC).
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10.

11.

Dé tranh lam hdng cot (PSC) va éng (PT), khéong dwoc vot qua 20.000 x g.

@ Mot s6 mau co thé chdy qua PSC ma khéng can ly tam. Diéu nay la
do mét sb mau cé dd nhét thap va khong nén dwoc coi la diu hiéu
cta 16i s&n pham.

. Cén than chuyén toan bo chét ndi trén bé mét ctia phan chay qua vao MCT

1,5 mL m&i ma khéng lam xao trén vién nén trong PT.

. Thém 350 L ethanol (96-100% thé tich/thé tich, dé tinh khiét p.a.). Tron bang

cach xody va ly tdm trong th&i gian ngan (1-2 giay & 500-1.000 x g) dé loai

bd cac giot khdi bén trong nap éng.

@ Thei gian ly tam khoéng dwoc vuot qua 1-2 gidy, vi diéu nay cé thé
dan dén viéc tao thanh cac vién nén axit nucleic va giam san luwgng
RNA toan phan.

. Hut 700 L mau vao PRC (mau dd) dwoc dat trong PT 2 mL va ly tam trong 1

phut & 8.000-20.000 x g. Bat cét quay (PRC) vao PT 2 mL méi va thai bé PT

cii ¢6 chiva phan chay qua.

Hut mau con lai vao PRC va ly tam trong 1 phut & 8.000-20.000 x g. Dat cot

quay (PRC) vao PT 2 mL méi va thai bé PT cii cé chira phan chay qua.

@ Can than hut mau vao cot quay (PRC) va kiém tra bang mat thuwong
dé dadm bao rang mau da duwoc chuyén hoan toan sang cot quay
(PRC).

Hut 350 L chat dém riva 1 (BR3) vao PRC. Ly tdm trong 1 phuit &

8.000-20.000 x g. bat cét quay (PRC) vao PT 2 mL méi va thai bd PT cii co

chta phan chay qua.

12.Thém 10 pL dung dich gbc DNase | (RNFD) vao 70 uL chét dém phan hay

DNA (RDD) trong MCT 1,5 mL. Tron béng cach gé nhe éng va ly tam trong
thdi gian ngén dé thu chét 16ng con sét lai & thanh dng.

Vi dy, néu xt& ly 10 mau, hay thém 100 L dung dich géc DNase | (RNFD) vao
700 L chét dém phan hily DNA (RDD). S& dung MCT 1,5 mL di kém véi bo
dung cu.
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@ DNase | d&c biét nhay cdm v&i bién chat vat ly. Viéc trén chi nén
dworc thwe hién bang cach gé nhe 6ng. Khong xoay.
13.Hut hén hop G DNase | (RNFD) (80 uL) truc tiép 1én mang PRC va dét trén
mat ban (20-30 °C) trong 15 phut.
@ Dam bdo rang hén hop i DNase | (RNFD) dwoc dat trwe tiép 1én
mang. Qua trinh phan hdy DNase sé& khéng hoan thanh néu mét
phan hén hop duwgc sir dung va van con trén thanh hodc vong chir O
cla cot quay (PRC).
14.Hut 350 pL chét dém rira 1 (BR3) vao PRC va ly tam trong 1 phut &
8.000-20.000 % g. bBat cot quay (PRC) vao PT 2 mL m¢i va thai bd PT cii co
chtva phan chay qua.
15.Hut 500 L chat dém rira 2 (BR4) vao PRC va ly tam trong 1 phut &
8.000-20.000 x g. Bat cét quay (PRC) vao PT 2 mL méi va thadi bd PT cii co
chtva phan chay qua.
@ Chét dém rtra 2 (BR4) dwoc cung cp dwdi dang co dac. Dam bao
rang ethanol dwoc thém vao chat dém rira 2 (BR4) trudc khi siv dung
(xem “Nhirng viéc can lam trwdc khi bat dau”, trang 25).
16. Hut thém 500 L chat dém rira 2 (BR4) vao PRC. Ly tam trong 3 phat &
8.000-20.000 x g.
17.Loai bd PT chira phén chay qua va dat PRC vao mot PT 2 mL méi. Ly tam
trong 1 phut & 8.000-20.000 % g.
18.Thai bd PT c6 chira phan chay qua. D&t PRC vao MCT 1,5 mL va dung pipet
hat 40 uL chat dém rira giai (BR5) trwe tiép Ién mang PRC. Ly tam trong 1
phut & 8.000-20.000 x g dé rira gidi RNA.
Diéu quan trong la phai lam w6t toan bé mang bang chat dém riva giai (BR5)
dé dat dwoc hiéu qua rira giai tdi da.
19.Lap lai buwdc riva gidi (bwdc 18) nhw da mo ta, st dung 40 uL chat dém riva
gidi (BR5) va cung mét MCT.
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20. U chét riva gidi trong 5 phat & nhiét d 65 °C trong may hap l&c-u (tlr buwéc 5)

21.

22.

ma khoéng lac. Sau khi 0, 1am lanh bang da ngay Iap tirc.

@ Qua trinh & mAu & nhiét d6 65 °C nay 1am bién ch&t RNA cho cac

&ng dung cung hwéng. Ngay ca khi trng dung cung hwéng bao gém
bwéc bién chat nhiét, khong dwoc bé qua buéc nay. Bién chat RNA
day du tai thoi diém nay 1a can thiét dé dat hiéu qua tbi da trong céac
trng dung cung huwéng.
Khong vuwot qua thoi gian hodc nhiét d6 u.
Néu mau RNA khéng dwoc st dung ngay, hdy bao quan & nhiét do6 —20 °C
hodc -70 °C.
Vi RNA van bj bién chét sau nhiéu 14n déng lanh va ra déng, nén khdng can
l&p lai qua trinh 0 & nhiét dd 65 °C. Néu s&r dung cac mau RNA trong xét
nghiém chan doan, hay lam theo hwéng dan do nha san xuét cung cép.
Dé dinh lwong chinh x4c RNA bang hap thu & 260 nm, ching tdi khuyén ban
nén pha loang mau vé&i 10 mM Tris-HCI, pH 7,5.* Pha lodng mau trong Nwéc
Khong cé RNase c6 thé dan dén céac gia tri thp khong chinh xac.
DPuwa may do quang phd vé khong bang cach sir dung dung dich tréng bao
gbm chat dém rira gidi (BR5) va chat dém Tris-HCI c6 ty |é twong tw nhw
trong cac mau can do. Chat dém rira giai (BR5) c6 do hap thu cao & 220 nm,
c6 thé dan dén murc dd hap thu nén cao néu may do quang phd khéng duoc
dwa vé khong dung cach.

@ Pé dinh lwong trong chat dém Tris HCI, hdy st dung hé thirc
A0 = 1 = 44 pg/mL. Xem Phu lyc B, trang 77.

Day kin tat ca cac chai cé chira chat dém va nwéc khong cé RNase, cac lo va
6ng chtra enzyme va chat dém enzyme, va cac tui cé chwra vat liéu nhya tw
bd dung cu dwoc st dung cho quy trinh. Lwu trir cac thanh phan con lai cha

bd dung cu nhw md ta trong phan “Bdo quan va Xt ly Thubc th” (trang 22) va
“Do 6n dinh khi st dung” (trang 22) cho dén 1an st dung tiép theo.

* Khi lam viéc v6i hda chét, ludn mang do choang phong thi nghiém, gang tay diing mét 1an va kinh bao hd phti hop. Dé biét
thém thong tin, hay tham khao bang chi dan an toan (Safety Data Sheet, SDS) thich hop, ¢6 s&n tir nha cung c&p san
pham.
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Quy trinh: Tach Tw ddng RNA Toan phan tir
Mau Toan phan & Ngwoi dwoe Thu vao
PAXgene Blood RNA Tubes (BRT)

Nhirng diém quan trong trwéc khi bat dau

e D3am bao rang hop bd dung cu con nguyén ven va khdng bi hdng va cac chat
dém khong bi ro ri. Khong str dung bd dung cu bi héng.

e Khi st dung pipet, hdy dam bao rang pipet dwoc dat & dung thé tich va chat
I6ng dwoc hat va phan phat can than va hoan toan.

e D& tranh chuyén mau sang sai 6ng va vat tw tiéu hao bang nhwa, hay dam
b&o réng tat ca cac PT, MCT va bo tiép hop roto dwoc ghi nhan thich hop
bang but khéng phai. Ghi nhan trén np va than méi MCT, than méi PT va
thanh ngoai méi bd tiép hop roto.

e Viéc roi vai mau va chat dém trong qua trinh nay co thé lam gidm nang suét
va do tinh khiét ciia RNA.

e Trlr khi c6 chi dinh khac, tat ca cac buwéc cla giao thirc nay, bao gdm ca cac
bwéc ly tdm, phadi dwoc thue hién & nhiét d phong (15-25 °C).

Do dd nhay ctia cong nghé khuéch dai axit nucleic, cac bién phap phong ngtra sau

la can thiét khi x&r ly m&u dé tranh nhiém ban chéo:

e Céan than hat mau vao PT vao day 6ng ma khong lam wét vién é6ng.

e Ludn thay dau tip pipet gitra cac 1an chuyén chat 1dng. S& dung cac dau tip
pipet c6 tam chan sol khi.

e Tranh cham mang cot quay (PSC, PRC) bang dau tip pipet.

e Sau khi xody hodc lam néng MCT, ly tdm nhanh dé loai bd céc giot tiv bén
trong nap.
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e Mang géang tay trong suét quy trinh. Trong trudng hop gang tay tiép xuc voi
mau, hay thay gang tay ngay lap tic.

Nhirng viéc can lam trwéc khi bat dau

e Mau phai duoc thu trong PAXgene Blood RNA Tubes (BRT) theo hwdng dan
trong Sé tay PAXgene Blood RNA Tube. Néu can, hdy xem Phu luc C (trang 79)
dé biét cac khuyén céo vé viéc xt ly PAXgene Blood RNA Tubes (BRT).

e Dam bao rdng PAXgene Blood RNA Tubes (BRT) dworc U it nhat 2 gi&’ & nhiét
dod phong sau khi ldy mau dé ddm bao qua trinh phan giai hoan toan cac té
bao mau va két tha RNA. Viéc i PAXgene Blood RNA Tube (BRT) qua dém
c6 thé lam tang ndng suét. Néu PAXgene Blood RNA Tube (BRT) dwoc béo
quan & nhiét d6 2-8 °C, —20 °C hodc —70 °C sau khi l&y mau, truwéc tién hay
can bang éng vé nhiét dd phong va sau dé bao quan & nhiét dé phong trong 2
gi® trwdre khi bat dau quy trinh.

e Doc thdng tin an toan trén trang 18.

e Doc “Lwu y Quan trong”, trang 57.

e Doc huéng dan vé xir ly RNA (Phu luc A, trang 76).

e Doc Hwéng dan S dung QlAcube Connect MDx thich hop va bat ky théng tin
bd sung nao dwoc cung cip cung véi dung cu, chd y k§ phan théng tin an
toan.

e D3am bao rang céc thiét bi va dung cu, chdng han nhw pipet va QlAcube
Connect MDx, d& dwoc kiém tra va hiéu chinh thuwéng xuyén theo khuyén cao
cla nha san xuét.

e Chéat dem lién két (BR2) c6 thé tao thanh chat két tia khi bao quan. Néu can,
lam &m dén nhiét d6 37 °C dé hoa tan.

e Chét dém rira 2 (BR4) duoc cung cap dudi dang co dac. Trudc khi st dung
lan dau tién, thém thé tich ethanol thich hop (96-100% thé tich/thé tich, do
tinh khiét p.a.), nhw dwoc chi dinh trén chai, dé thu dwoc dung dich lam viéc.
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Néu st dung B& DNase Khong cé RNase lan dau tién, hay chuan bi dung dich gbc
DNase |. Hoa tan DNase | ran (RNFD; 1.500 don vi Kunitz)* trong 550 pL chét
dém tai huyén phu DNase (DNase Resuspension Buffer, DRB) dwoc cung cap
kém theo bo nay. Can than dé khong bi mat DNase | (RNFD) khi mé lo. Khong
xody DNase | (RNFD) da hoan nguyén. DNase | dac biét nhay cdm vai bién chét
vat ly. Viéc tron chi nén dwoc thirc hién béng cach nhe nhang dao nguworc lo.
DNase | da hoan nguyén (RNFD) c6 thé dwoc bdo quéan & 2-8 °C trong lo thiy
tinh ban dau (dung dich gbc) hodc & —20 °C sau khi l4y dung dich gbc ra khéi lo
thay tinh va chia thanh céac lo dung mét lan (st dung MCT 1,5 mL dwoc cung cap
cling v&i bd dung cu; cé dd cho 5 phan). Phan déng lanh da ra déng cé thé dwoc
bao quan & 2-8 °C. Khéng déng lanh lai cac phan sau khi ra déng.

Khi hoan nguyén va phan chia DNase | (RNFD), hdy dam bao réng ban tuan
theo cac hwéng dan xt ly RNA (Phu luc A, trang 76).

Lap dat dung bo tiép hop may hap l&c (di kém véi QlAcube Connect MDXx; st
dung bd tiép hop cho 6ng khda an toan 2 mL, dwoc danh dau béng “2”) va dat
gia d& may hép I&c 1én trén bo tiép hop.

Kiém tra ng&n kéo chat thai va lam réng néu can.

Cai dat bat ky giao thire lién quan nao néu chwa cai dat cho cac lan chay truéc.
QIAcube Connect MDx y&u cau tai xuéng tat ca cac giao thirc cé trong tép zip lién
quan. Xem “Cai dat giao thirc trén QlAcube Connect MDx”, trang 59.

Quy trinh thwc hién

1. Déng nap QlAcube Connect MDx, va bat dung cu bang céng tc ngudn (xem
Hinh 15, trang 58).
Tiéng bip phat ra va man hinh kh&i dong xuét hién. Dung cu tw dong thuc
hién cac thir nghiém khd&i tao.

* Bon vi Kunitz la don vi thwdong dwoc st dung dé do DNase |, dwoc dinh nghia la lwong DNase | lam tang Azso
0,001 méi phat méi mililit & 25 °C, pH 5,0, véi DNA dwoc polyme hda cao lam chét nén (Kunitz, M. (1950) J. Gen.
Physiol. 33, 349 va 363).
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2. M& nép QlAcube Connect MDx va nap thuéc thir va boé phan bang nhwa can
thiét vao dung cu. Xem “Nap QlAcube Connect MDx”, trang 60.

Dé tiét kiem thoi gian, c6 thé thwe hién nap trong mét hodc ca hai buwdc ly tam

kéo dai 10 phut (bwéc 3 va 5) sau day.

3. Ly tdm PAXgene Blood RNA Tube (BRT) trong 10 phut & 3.000-5.000 x g
bang cach st dung réto thung xoay.

@ Dam béo réng mau mau da dwoc U trong PAXgene Blood RNA Tube
(BRT) trong t6i thiéu 2 gi&r & nhiét dd phong (15-25 °C) dé phan giai
hoan toan céc té bao mau va két tia RNA.

@ R6to phéi chiva bo tiép hop dng cho cac 6ng day tron. Néu s dung
céc loai bo tiép hop éng khac, cac 6ng cé thé bi vé trong qua trinh ly
tam.

4. Loai bd chat ndi trén bé mat bang cach gan loc hodc hut. Néu chat ndi trén bé
mat dwoc gan, hdy can than khong lam xao tron vién nén va lau khé vién éng
bang khan gidy sach. Thém 4 mL Nwéc Khong cé6 RNase (RNase-Free Water,
RNFW) vao vién nén va déng 6ng bang cach s dung vé BD Hemogard phu
mai (di kem bd dung cu).

5. Xoay cho dén khi vién nén dwoc hoa tan rd rang va ly tam trong 10 phat &
3.000-5.000 x g bng réto thung xoay. Loai bé va thai bd toan bo chét néi trén
bé mat.

Céac manh vun nhé con lai trong chét ndi trén bé mat sau khi xody nhung

trwée khi ly tam sé khong &nh hwéng dén quy trinh.

@ Viéc loai bd khéng hoan toan chét néi trén bé mat sé (e ché qua
trinh phan giai va pha loang chét phan giai, do d6 anh hwéng dén
diéu kién lién két RNA véi mang PAXgene.

6. Thém 350 pL chat dém tai huyén phu (BR1) va xody cho dén khi vién nén tan
hoan toan.
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7. HGt mAu vao PT 2 mL.
@ S dung cac PT 2 mL cé trong PAXgene Blood RNA Kit.

8. Nap cac PT da mé cé chira mau vao may l&c QlAcube Connect MDx (xem
Hinh 18, trang 62). C&c vi tri mau dwoc danh sé dé tién cho viéc nap. Cam
phich cdm gia d& may hap lac (di kém véi QlAcube Connect MDx) vao cac
khe & mép gia d& may hap lac bén canh mdi PT. Diéu nay cho phép phat hién
cac mau trong qua trinh kiém tra nap.

@ Dam bdo rang bo tiép hop may hép I&c phu hop (Shaker Adapter,
2 mL, 6ng khda an toan, dwoc danh dau bang “2”, di kém voi
QIAcube Connect MDx) dwoc I&p dét.

@ Néu xt ly it hon 12 mau, hay dam bao nap gia d& may hap lac nhw
trinh bay trong Hinh 22, trang 66. Khéng thé x& ly mét (1) hodc 11
mau. Sb vi tri trong gia d& may hap lac twong rng v&i sb vi tri trong
may ly tam.

9. Péng nép QlAcube Connect MDx (xem Hinh 15, trang 58).

10. Chon giao thirc “PAXgene Blood RNA Phan A” va bat dau giao thie.

Lam theo hwdng dan dwgc dwa ra trén man hinh cdm (rng cla QlAcube

Connect MDx.

@ Dam bdo rang ca hai phan chwong trinh (phan A va phan B) déu
dworc cai dat trén QlAcube Connect MDx (xem “Cai dat giao thirc
trén QlAcube Connect MDx”, trang 59).

@ Dung cu sé thwc hién kiém tra nap ddi véi mau, dau tip, bo tiép hop
réto va chai thude thir.

11. Sau khi hoan tat giao thirc “PAXgene Blood RNA Part A” (PAXgene Blood
RNA Phan A), hdy mé& nap QlAcube Connect MDx (xem Hinh 15, trang 58).
Théo va loai bd cac PRC khdi bo tiép hop réto va cac PT tréng khdi may hap
lac.
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@ Trong qua trinh chay, cac cot quay dwoc chuyén tir vi tri bd tiép hop
réto 1 (vi tri ndp L1) sang vi tri bo tiép hop réto 3 (vi tri ndp L2) béng
dung cu (xem Hinh 20, trang 64).

12. Déng nép cua tat ca cac MCT 1,5 mL c6 chira RNA da tinh sach trong bo tiép hop
roto (vi tri 3, vi tri ndp L3, xem Hinh 20, trang 64). Chuyén cac MCT 1,5 mL vao bd
tiép hop may hép lc QIAcube Connect MDx (xem Hinh 18, trang 62).

13.D6éng nap QlAcube Connect MDx (xem Hinh 15, trang 58).

14. Chon giao thirc “PAXgene Blood RNA Part B” (PAXgene Blood RNA Phan B)
va bat dau giao thirc.

Lam theo hwdng dan dwgc dwa ra trén man hinh cdm (rng cla QlAcube

Connect MDx.

@ Chuwong trinh nay G mau & nhiét dd 65 °C va lam bién chat RNA cho
cac rng dung cung hwéng. Ngay ca khi (rng dung cung hwéng bao
gdm buwdc bién chét nhiét, khong dwoc bd qua budc nay. Bién chat
RNA day du tai thoi diém nay |a can thiét dé dat hiéu qua téi da trong
cac ng dung cung hwéng.

15. Sau khi hoan tat giao thirc “PAXgene Blood RNA Part B” (PAXgene Blood

RNA Phan B), hdy mé& nap QlAcube Connect MDx (xem Hinh 15, trang 58).

bat ngay cac MCT c6 chira RNA da loc Ién da.

f CANH BAO: Bé mat néng. May hap lac co6 thé dat nhiét do téi da

70 °C. Tranh cham vao may khi con néng.

Khoéng dé& RNA da loc sét lai trong QlAcube Connect MDx. Vi cac
mau khéng dwoc lam lanh, RNA da loc c6 thé bi suy bién. Do do,
khong nén chay chuan bi mau qua dém khéng c6 ngudi giam sat.
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16. Néu mau RNA khong duoc sir dung ngay, hay bdo quan & nhiét dd —-20 °C
hoac -70 °C.
Vi RNA van bj bién chét sau nhiéu 1an déng lanh va ra déng, khéng can I&p lai
quy trinh G nhiét (‘PAXgene Blood RNA Part B’ (PAXgene Blood RNA Phan B)).
Néu str dung cac mau RNA trong xét nghiém chan doan, hay lam theo hwéng
dan do nha san xuét cung cap.
Dé dinh lwong chinh xac RNA bang hap thu & 260 nm, chung tdi khuyén ban
nén pha loang mau trong 10 mM Tris-HCI, pH 7,5.* Pha lodng mau trong
Nuéc Khong cd RNase co thé dan dén cac gia tri thAp khong chinh xac.
DPuwa may do quang phd vé khéng bang cach str dung dung dich trdng bao
gdm chat dém rira giai (BR5) va chat dém Tris-HCI ¢6 ty 1é twong tw nhw
trong cac mau can do. Chat dém rira giai (BR5) c6é do hap thu cao & 220 nm,
c6 thé dan dén mirc d6 hép thu nén cao néu may do quang phéd khoéng dwoc
dua vé khoéng dung cach.
@ Pé dinh lvong trong chat dém Tris-HCI, hay st dung hé thire

Azs0 = 1 = 44 ug/mL. Xem Phu luc B, trang 77.

17. Thao gia dwng chai thuéc thir khéi ban lam viéc QIAcube Connect MDx (xem
Hinh 18, trang 62), va déng tat ca cac chai thubc thir bang cac nap cé6 dan
nhan thich hop. Day kin tt ca cac chai c6 chira chat dém va nwéc khong cod
RNase, cac lo va 6ng chira enzyme va chat dém enzyme, va céc tui cé chira
vat liéu nhwa tr boé dung cu dwoc str dung cho quy trinh. Lwu trir cac thanh
phan con lai ctia b dung cu va cac chai thudc thir nhw mé ta trong phan “Béo
quan va Xt ly Thubc tht” (trang 22) va “Do n dinh khi st dung” (trang 22)
cho d@én Ian st dung tiép theo.

Loai bd va thai bd thubc thtr con lai trong cac PT trong cac khe éng ly tam nhé
ctia QlAcube Connect MDx MCT. Th&o va thai bd bo tiép hop réto khdi may ly
tam. D6 bd ngadn chira chét thai clia QlAcube Connect MDx (xem Hinh 15,
trang 58). Dong nép dung cu va t&t dung cu béng cong tac ngudn.

* Khi lam viéc vé&i héa chét, luén mang 4o choang phong thi nghiém, gang tay dung mét Ian va kinh bao ho phu
hop. D& biét thém thong tin, hay tham khao bang chi dan an toan (Safety Data Sheet, SDS) thich hop, c6 sén tir
nha cung cép san pham.
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Gi®i han Str dung San pham

PAXgene Blood RNA Kit dwoc dung dé tach RNA ndi bao t» mau toan phan &
ngudi (4,8 x 10% = 1,1 x 107 bach cau/mL) cho cac &ng dung chan doan trong 6ng
nghiém. B6 dung cu nay khéng dung dé tach DNA hé gen hoac axit nucleic ca vi-
rat tr mau toan phan & ngudi. Do sb lwong phién ma han ché duwoc xac nhan cho
céac théng s6 ky thuat &n dinh (phién ma gen FOS va IL1B), cac d&c tinh hiéu suét
chwa duwoc xac 1ap cho tat ca cac phién ma. Ngudi dung nén xem lai div liéu cta
nha san xuét va di¥ liéu ctia chinh ho dé xac dinh xem viéc xac nhan cé can thiét
cho cac phién ma khac hay khéng. Cac thanh phan cla bod dung cu chi nhdm muc
dich st dung trong giao thirc thi cong va tw déng dwo'c mé ta trong hwdng dan st
dung nay.

Xem Sé tay PAXgene Blood RNA Tube dé biét thong tin vé viéc st dung PAXgene
Blood RNA Tubes (BRT).

Kiém soat Chat lwong

Theo Hé théng Quan ly Chét lwong duwoc chirtng nhan I1SO clia QIAGEN, méi 16
PAXgene Blood RNA Kit duwoc thir nghiém theo cac thong sé ky thuat da duoc xac
dinh trwéc dé bdo dadm chat lwong san pham ddng nhéat.
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Pac tinh Hiéu suat

Lay va 6n dinh mau

PAXgene Blood RNA Tubes (BRT) chira thudc thtr 6n dinh RNA déc quyén. Chét
phu gia nay bdo vé cac phan t&r RNA khdi bi bién chat b&i cac RNase va gidm thiéu
nhirng thay ddi bén ngoai co thé sbng trong biéu hién gen. PAXgene Blood RNA
Tubes (BRT) dwoc dung dé 14y mau toan phan & ngudi va 6n dinh RNA té bao
trong t6i da 3 ngay & nhiét do6 18-25 °C (Hinh 4 va Hinh 5, trang 40 va 41, twong
&ng) hodc téi da 5 ngay & nhiét d6 2-8 °C (Hinh 6 va Hinh 7, trang 42 va 43). Ngoai
ra, mau da 6n dinh c6 thé dwoc bdo quan déng lanh. D liéu hién cé cho thay sw
4n dinh ctia RNA té bao trong it nhat 11 ndm & nhiét dd —20 °C hodc -70 °C*. Dé
biét thém théng tin tlr cac nghién clru dang tién hanh danh gia do én dinh trong
khoang thoi gian dai hon, vui long truy cap www.preanalytix.com hoac lién hé B6
phan Dich vu Ky thuat QIAGEN.

Théi gian dn dinh RNA thuc té c6 thé khac nhau tiy thudc vao loai RNA té bao va
&ng dung cung hwéng duoc st dung. Do sb lwgng phién ma han ché dwoc xac
nhan cho cac théng sb k§ thuat &n dinh (phién ma gen FOS va IL1B), cac dac tinh
hiéu suat chwa dwoc xac 1ap cho tat c& cac phién ma. Nguwdi dung nén xem lai di
liu clia nha san xuét va di¥ liéu ca chinh ho dé xac dinh xem viéc xac nhan cé
can thiét cho cac phién méa khac hay khong.

* M6t nghién ctru dai han vé& bao quan mau trong PAXgene Blood RNA Tubes dang dwoc tién hanh.
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Bao quan (ngay)
Hinh 4: D6 6n dinh RNA trong mau mau & nhiét do 18-25 °C: FOS. Mau duoc ldy tir 10 nguoi hién khde manh, véi cac
mAu trling nhau va dwoc bao quan & nhiét dd 18—25 °C trong s6 ngay dwoc chi dinh, sau do tach RNA toan phan. [A] Mau
duwoc lay va bao quan trong PAXgene Blood RNA Tubes (BRT) va RNA toan phan duoc tinh sach béng cach st dung
PAXgene Blood RNA Kit. [B] Mau dugc Iay va bao quan trong cac éng Iy mau tiéu chuan véi EDTA Iam chét chéng dong
va RNA toan phan duorc tinh sach bing phwong phép tach hivu co tiéu chuan cé loai bd RNA dua trén mang silica. Mdc
phién ma twong déi clia FOS duwoc xéc dinh bang RT-PCR dbi, thai gian thuc, st dung rRNA 18S 1am tiéu chuan noi bo.
Gia tri cho tAt ca cac mau duoc vé so db véi gia tri trung binh va do léch chudn clia tat ca cac mau dwoc hién thi. Cac
duwdng dit nét biéu thi tdng dd chinh xac +3x clia xét nghiém (2,34 Cr).
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Hinh 5: D6 6n dinh RNA trong mau mau & nhiét dé 18-25 °C: IL1B. Mau dwoc Iy va RNA toan phan duoc tinh
sach, sau khi bdo quan & nhiét do 18-25 °C, nhu dwoc mé ta trong Hinh 4. M phién ma twong dbi clia IL1B duoc

xac dinh bang RT-PCR dbi, thoi gian thuc, st dung rRNA 18S lam tiéu chuan ndi bd. Gia tri cho tat ca cac mau

duoc vé so dd véi gia tri trung binh va dd 1&éch chuén clia tat ca cac mau dwoc hién thi. Cac duong dirt nét biéu thi

tdng dé chinh xac +3x clia xét nghiém (1,93 Cr).
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Bao quan (ngay)
Hinh 6: D6 6n dinh RNA trong mau mau & nhiét dd 2-8 °C: FOS. Mau dwoc Iy tir 10 nguoi hién, véi cac mau
trung nhau va duoc bao quan & nhiét dd 2—8 °C trong s6 ngay dwoc chi dinh, sau dé tach RNA toan phan. [A] Mau
duoc lay va bao quan trong PAXgene Blood RNA Tubes (BRT) va RNA toan phan dwoc tinh sach bing cach st
dung PAXgene Blood RNA Kit. [B] Mau duoc l&y va bao quan trong cac ng ldy mau tiéu chudn voi EDTA 1am chét
chéng dong va RNA toan phan duoc tinh sach bang phwong phap tach hivu co' tiéu chuan cé loai bd RNA dwa trén
mang silica. Mirc phién ma twong déi ctia FOS duwoc xac dinh bang RT-PCR ddi, thoi gian thuc, st dung rRNA 18S
lam tiéu chuén ndi bo. Gia trj cho tat ca cac mau dwoc vé so dd véi gia tri trung binh va d6 léch chuan cla tat ca cac
mé&u dwoc hién thi. Cac duwdng dirt nét biéu thi tdng d6 chinh xéac +3x cda xét nghiém (2,34 Cr).
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Hinh 7: D6 6n dinh RNA trong mau mau & nhiét dé 2-8 °C: IL1B. Mau dwoc Iy va RNA toan phan dwoc tinh
sach, sau khi bdo quan & nhiét d6 2-8°C, nhw dwoc mo ta trong Hinh 6. Mdc phién ma twong di ctia IL1B dwoc xac
dinh béng RT-PCR déi, thoi gian thye, st dung rRNA 18S lam tiéu chuén noi bd. Gia tri cho tat ca cac mau dwoc vé
so dd voi gia tri trung binh va d6 léch chuan cla tt ca cac mau dwoc hién thi. Cac dwong dirt nét biéu thj tdng do
chinh xac +3x cla xét nghiém (1,93 Cr).
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Tach RNA thu céng

RNA toan phan dwoc tach bang PAXgene Blood RNA System 1a tinh khiét. St
dung giao thirc thi céng, cac gia tri Azso/A2s0 nam trong khoang tir 1,8 dén 2,2 va
< 1% (w/w) DNA hé gen c6 trong = 95% tat ca cac mau, dwoc do bang real-time
PCR dinh lwong cua trinh tw gen beta-actin. it nhat 95% mau khong bi trc ché trong
RT-PCR khi chét riva giai chiém dén 30% thé tich phan (rng RT-PCR.

St dung giao thtrc thl cong, thoi gian chudn bi mau trung binh (dwa trén di liéu
tir 12 1an chay chuan bi mau) la khoang 90 phut*, v&i chi 40 phat thue hién. Nang
suat RNA tir 2,5 mL méau toan phan & nguwdi khée manh la =3 pg cho 295% mau
duwoc x& ly. Vi ndng suét phu thudc nhiéu vao ngudi hién, nang suét cu thé co thé
khac nhau. Béi vé&i tirng nguoi hién, PAXgene Blood RNA System cung cAp nang
suéat co kha nang tai lap va I&p lai cao (Hinh 8 va Hinh 9, trang 45 va 46, twong
rng) va RT-PCR c6 kha nang tai 1ap va lap lai (Hinh 10 va 11, trang 51 va 52),
khién hé théng hoan toan phiu hop cho cac xét nghiém chéan doan 1am sang.

Hinh 8 (trang 45) cho biét kha nang I&p lai va tai lap tbng thé cla PAXgene Blood
RNA System. Cac nghién ctru bd sung da duoc thyc hién dé chi ra anh huwéng cla
cac 16 PAXgene Blood RNA Kit khac nhau va nhirng ngudi van hanh khac nhau
ddi véi kha nang tai lap nang suét RNA va hiéu suat RT-PCR thoi gian thuwc. Vi st
dung cac mau mau tdng hop thay vi cac PAXgene Blood RNA Tubes (BRT) riéng
I& cho cac nghién ctru nay, két qua khong phan anh kha nang I&p lai ctia hé thdng,
bao gébm sw dao dong gilra cac lan 1y mau riéng 18, ma chi phan anh kha nang lap
lai cGia viéc chuan bi mau (xem Hinh 9, trang 46).

* Téng thoi gian chay giao thirc, bao gdbm xU ly tréc PAXgene Blood RNA Tubes (ly tam, rira vién nén va tai huyén
phu vién nén).

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 44



t RNA (1g/2,5 mL mau)

3

ang sua

N

1 2 3 4 5 <] 7 8 9 10 11 12 13 14
Ngwoi hién

B 24+
B
o
£ 204
a
€
0
o~ _
S 16
2
=
£
5
= 12
c
2
<
s |
Z 8
&
=3
2]
2 4
a0
=

0-

1 2 3 4 5 6 7 8 9 10 11 12 13 14
Ngwoi hién

Hinh 8: Tach RNA c6 kha néng tai lap va Iap lai. Bén mau mau tring 18p tir 14 ngudi hién duoc xi Iy thi cong bdi
mdi trong 3 ky thuat vién (A, B, C). Ba b thiét bi da dwoc st dung va tat ca cac mau do maét ky thuat vién chuan bi
déu duwoc x& ly bing cling mét thiét bi. [A] Gia tri trung binh va dé léch chuén ctia nang suét RNA trén méi mau
trang lap tr cing mét nguoi hién va cac k¥ thuat vién khac nhau dwoc hién thi. [B] Mwoi hai mau mau trung 1ap tw
mai trong s6 14 ngudi hién dwoc xtr Iy bdi 3 ky thuat vién khac nhau. Gia tri trung binh va do léch chuan ctia nang
suat RNA trén cac mau tir cing mot ngwoi hién va tt ca cac ki thuat vién khac nhau dwoc trinh bay. Déi véi tat ca
cac mau RNA, ty 1& Azso/Azs0 nam trong khodng tir 1,8 dén 2,2.
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Hinh 9: Kha néng l3p lai va tai lap ctia nang suat RNA déi véi nhirng ngwei van hanh khac nhau va cac 16
PAXgene Blood RNA Kit sir dung cac mau mau téng hgp. Cac mau mau tir 30 ngudi hién khac nhau duoc thu
trong PAXgene Blood RNA Tubes (BRT; 12 éng cho méi ngui hién, tdng cong 360 éng). Thanh phan cla cac éng
tr 3 ngudi hién duwoc nhém lai va sau d6 dwoc phan chia lai thanh 36 mau. 36 mau nay cho méi nhém 3 ngudi hién
duoc x& ly thi cong béi 3 ngudi van hanh khac nhau. M&i ngwoi van hanh st dung 3 16 PAXgene Blood RNA Kit
khac nhau dé tach RNA va x& ly bdn mau tring 1&p tir méi trong s6 10 nhém nguwoi hién. [A] Nang suat RNA va do
l&éch chuan cho moi két hop ngwdi van hanh-16. B6n mau mau tring 1&p ttr 10 nhém ngudi hién duoc xi ly béi 3
ngwdi van hanh khac nhau (A, B, C) véi mdi trong s6 3 16 bd dung cu (1, 2, 3). Nang suét trung binh (cot) va dd léch
chuan (thanh 16i) trén méi bdn mau tring I3p tlr cing mét nhém ngudi hién cho ngudi van hanh khéc nhau va 16 bd
dung cu khac nhau duoc trinh bay. [B] CV clia nang suat RNA trén méi nhém ngudi hién cho tit ca céac két hop
ngwdi van hanh-16 (A, B, C; 1, 2, 3) dwoc tinh toan tlr nang suét trung binh va dé I&éch chuan clia ndng suét dwoc
thé hién trong Hinh 9A.
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Bang 1A: Kha ning tai lap trong méi 16 va trong méi ngwoi dung cho cac nhém ngwoi hién
dwoc chon (1, 6, 9, 10)

Nhém nguoi hién 1 Nhém nguoi hién 6
. (5,1 x 106 té bao/mL) (6,5 x 10° té bao/mL)
Két hop dir liéu )
Nang suat V (% Nang suat SD (pg) | CV (%)
B e e e

L6 1, ngudi dung A 8,03 0,42 9,55 0,99 10
L6 1, ngudi dung B 7,98 1,17 15 9,38 1,94 21

L6 1, ngudi dung C 7,87 0,45 6 10,71 0,65 6

L6 2, nguwoi dung A 7,32 0,98 13 9,78 1,89 19
L6 2, nguwoi dung B 6,09 1,04 17 9,82 2,83 29
L6 2, ngudi dung C 6,87 0,31 4 10,37 0,74 7

L6 3, nguoi dung A 7,04 0,90 13 8,96 0,68 8

L6 3, nguwdi dung B 6,98 1,22 17 7,73 0,97 13
L6 3, ngudi dung C 8,78 0,89 10 10,59 1,94 18

Nhém nguwei hién 9 Nhém ngwei hién 10
(8,4 x 10° té bao/mL) (10,2 x 10° té bao/mL)
iz, [~ L [ [
trung binh (pg) trung binh (pg)

L6 1, ngudi dung A 7,52 0,41 7,96 0,49

L6 1, nguoi dung B 8,82 1,72 19 8,90 0,76 9
L6 1, nguoi dung C 10,14 1,46 14 10,22 1,29 13
L6 2, ngudi dung A 6,92 0,27 4 7,63 1,23 16
L6 2, nguwoi dung B 7,20 0,71 10 7,00 0,56 8

L6 2, ngudi dung C 9,14 1,52 17 11,56 1,21 10
L6 3, ngudi dung A 8,18 0,76 9 7,85 0,82 10
L6 3, ngudi dung B 6,41 0,88 14 8,88 2,17 24
L6 3, ngudi dung C 10,78 0,56 5 10,88 0,37 3
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Bang 1B: Kha nang téi lap trong mdi ngwei dung va giira tat ca cac 16 déi véi cac nhom nguei
hien da chon (1, 6, 9, 10)

Nh6m nguwi hién 1 Nh6m ngui hién 6
(5,1 x 10° té bao/mL) (6,5 x 10° te bao/mL)

Két hop dir ligu
Ning suét CV (%) Ning suéat CV (%)
trung binh (ug) trung binh (ug
1,22 13

Nguoi dung A, tét 7,46 9,43
cacaclo
Nguoi dung B, tét 7,02 1,31 19 8,98 2,09 23
cacaclo
Nguoi dung C, tat 7,84 0,98 13 10,56 1,15 11
cacaclo

Nh6ém nguwi hién 9 Nh6m ngui hién 10

(8,4 x 10° té bao/mL) (10,2 x 10° té bao/mL)

Ning suét CV (%) Ning suéat
trung binh (ug) trung binh (ug

Nguoi ding A, tat 7,54 7,81
cacaclo
Nguoi dung B, tét 7,48 1,50 20 8,26 1,54 19
cacaclo
Nguoi dung C, tat 10,02 1,34 13 10,89 1,10 10
cacaclo
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Bang 1C: Kha nang téi lap trong mai 16 va giira tat ca cac ngwoi dung déi véi cac nhém ngui
hien da chon (1, 6, 9, 10)

Nh6m nguwi hién 1 Nh6m ngui hién 6
(5,1 x 10° té bao/mL) (6,5 x 10° te bao/mL)

Két hop dir ligu
Ning suét CV (%) Ning suéat CV (%)
trung binh (ug) trung binh (ug
1,34 14

L6 1, tAt ca ngudi 7,96 9,88
dung
L6 2, tht ca ngudi 6,76 0,93 14 9,99 1,84 18
dung
L6 3, tht ca nguoi 7,60 1,27 17 9,09 1,71 19
dung

Nh6ém nguwi hién 9 Nh6m ngui hién 10

(8,4 x 10° té bao/mL) (10,2 x 10° té bao/mL)

Ning suét CV (%) Ning suéat CV (%)
trung binh (ug) trung binh (ug

L6 1, tAt ca ngudi 8,83 9,02 1,27 14
dung
L6 2, tht ca ngudi 7,75 1,36 18 8,73 2,31 26
dung
L6 3, tht ca nguoi 8,46 1,99 24 9,20 1,80 20
dung
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Bang 1D: Kha nang téi 1ap gitra tat ca cac 16 va tat ca cac ngwoi dung cho cac nhém ngwoi
hien da chon (1, 6, 9, 10)

Nh6m nguwi hién 1 Nh6m ngudi hién 6
. (5,1 x 10° té bao/mL) (6,5 x 10° té bao/mL)
Ket hop div liéu
Ning suét SD (ug) | CV (%) Ning suét SD (ug) | CV (%)
trung binh (ug) trung binh (ug)
L6 1, tAt ca ngudi 7,44 9,66
dung
Nhém ngwdi hién 9 Nhém ngwdi hién 10
(8,4 x 10° té bao/mL) (10,2 x 10° té bao/mL)
Nang suat SD (ug) | CV (%) Nang suat CV (%)
trung binh (ug) trung binh (ug)
L6 1, tAt ca nguoi 8,35 8,99
dung

Phan tich chi tiét 4 nhém nguoi hién dai dién. Cac nhém dwoc chon theo sé lwong
t& bao bach cau va phan anh cac gia tri trén trung binh va dwe¢i cia pham vi binh
thwdng cta sb lwong té bao bach cau (4,8 x 108 - 1,1 x 107 bach cau/mL). Sb
lwong té bao bach ciu thé hién gia tri trung binh clia 3 sé lwong té bao bach cau
tir 3 ngudi hién cho méi nhém ngudi hién.
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Hinh 10: Kha nang tai lap ciia RT-PCR — gitra cac ngwei dung. RNA duwoc tinh sach trong thi nghiém dwoc mé
ta trong Hinh 9 dwoc str dung cho RT-PCR thoi gian thuc. Mirc phién ma twong dbi ctia [A] FOS va [B] IL1B dwoc
xac dinh bing RT-PCR doi, thoi gian thuc, st dung rRNA 18S 1am tiéu chuan ndi bd. Gia tri cho tat ca cac mau
duoc vé so do, tuong (g vai gid tri cho ngudi diing A (10 nhém ngudi hién x 3 16 bo dung cu x 4 mau tring lap =
120 bd di¥ liéu cho m&i gen), véi gia tri trung binh (dwdng mau dd) va do léch chuén (thanh mau den) cho tat ca mau
duwoc hién thj. Cac dwong diet nét biéu thj tdng do chinh xac +3x ctia xét nghiém (FOS: 2,34 Cr; IL1B: 1,93 Cr).
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Hinh 11: Kha nang tai lap cia RT-PCR — giira cac 16 b dung cu. RNA duoc tinh sach trong thi nghiém dwoc mo ta
trong Hinh 9 dwoc st dung cho RT-PCR théi gian thuc. Mic phién ma twong déi clia [A] FOS va [B] IL1B dwoc xac
dinh bang RT-PCR doi, thoi gian thuc, st dung rRNA 18S 1am tiéu chudn ndi bo. Gia tri cho tat ca cac mau dwoc vé so
dd, twong (ng véi gia tri cho 16 bd dung cu 1 (10 nhém ngudi hién x 3 ngwdi diing x 4 mau tring 13p = 120 bo di lidu
cho méi gen), véi gia tri trung binh (duwéng mau dd) va do 1éch chuén (thanh mau den) cho tat ca mau duoc hién thi.
Céc dwong dirt nét biéu thi tdng do chinh xac +3x clia xét nghiém (FOS: 2,34 Cr; IL1B: 1,93 Cr).
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Bang 2: Tém tat di¥ liéu RT-PCR tir Hinh 10 va Hinh 11

Heé thong xét nghiém Xét nghiém FOS/18S rRNA | Xét nghiém IL1B/18S rRNA

z o (e Trung binh Trung binh
So sanh dir liéu SD (AACy) * SD (AACy)

Kha ning tai lap trong méi ngwei dung va giira tat ca cac 16

Tt ca ngwoi dung, 16 1-16 1 0,00 0,00 0,00 0,00
T4t ca ngwoi dung, 16 1-16 2 -0,03 0,48 -0,07 0,66
T4t ca ngwdi dung, 16 1-16 3 -0,21 0,52 0,11 0,71

Kha nang tai lap trong méi ngwoi dung va giira tat ca cac 16

TAt ca cac 16, nguoi dung A-ngudi dung A 0,00 0,00 0,00 0,00
T4t ca cac 16, nguoi ding A-ngudi dung B -0,46 0,44 -0,06 0,69
Tét ca cac 16, ngwdi ding A-ngudi diing C -0,31 0,60 -0,15 0,71

Nguwdi dung: Ky thuat vién, da thuc hién nghién ctru.

Lo: Ma s6 16 bo dung cu dwoc st dung trong nghién ctru nay.

SD: Do léch chuén.

Céc gia tri AACT trung binh (N = 120) va @6 léch chudn duoc hién thi cho di liéu duwoc trinh bay trong Hinh 10 va Hinh 11.

Tach RNA tw déng

Nang suat RNA tir 2,5 mL mau toan phan & ngudi khde manh la =3 pg cho 295%
mau duwoc x& ly. Hinh 12 (trang 54) cho thay nang suit RNA tir tbng s6 216 mau
dwoc chuan bj bang cach str dung giao thire tw dong hoéa véi 3 16 bd dung cu bdi
3 ngudi van hanh. Vi si dung cac mau mau téng hop thay vi PAXgene Blood RNA
Tubes (BRT) riéng 1& cho cac nghién ctru nay, két qua khdng phan anh nang suét
RNA du kién tir cac mau ldy mau riéng 1&. Vi nang suét phu thudc nhiéu vao ngudi
hién, nang suat cu thé co thé khac nhau (Hinh 12, trang 54).

it nhat 95% mau khéng bi trc ché trong RT-PCR khi chét rira giai chiém dén 30%
thé tich phan r’ng RT-PCR. St dung giao thirc tw ddng khong thé phat hién nhiém
chéo gitra cac mau, duoc do bang RT-PCR dinh lwong, thoi gian thwe cia trinh tw
phién ma ABL1 va FOS trong cac mau am tinh véi RNA (nwdc) ghép cap voi cac
mau dwong tinh véi RNA (méau toan phan & nguoi) trong ciing mét lan chay.

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 53



RNA duoc tach bang PAXgene Blood RNA System va giao thirc tw dong 1a tinh
khiét, thé hién qua viéc thiéu (rc ché RT-PCR va céc gia tri Azso/A2s0 nam trong
khodng tir 1,8 dén 2,2. DNA hé gen hién dién & mic < 1% (w/w) trong = 95% tat
ca cac mau, duoc do béng real-time PCR dinh lwgng cla trinh tw gen beta-actin.
Hinh 13 va Hinh 14 (trang 55) cho thay c&c gia tri Azso/A2s0 va DNA hé gen twong
ddi ctia téng s6 216 mau dwoc chudn bi bang cach st dung giao thirc tw dong voi
316 b6 dung cu b&i 3 ngwoi van hanh.

N&ng suét RNA (ug/2,5 mL mau) QlAcube Connect MDx
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Hinh 12: N&ng suat RNA — xtr Iy tw dong véi QlAcube Connect MDx. MAu mau cia tirng ngwdi hién dwoc thu
trong PAXgene Blood RNA Tubes (BRT). Thanh phan cla cac 6ng dwoc nhém thanh 6 nhém nguwdi hién va sau dé
dwoc phan chia lai. Téng cong 216 éng (ttre 1a , 36 dng mbi nhém) dwoc x& Iy bdi 3 ngudi van hanh khac nhau

(A, B, C). Mi ngwdi van hanh st dung 3 16 khac nhau (1, 2, 3) clia PAXgene Blood RNA Kit dé tach tw dong bang
QIAcube Connect MDx va xt Iy bdn mau tring I&p tir méi trong s& 6 nhém ngudi hién. N&ng suat RNA cla tat ca
cac mau riéng 1& dwoc hién thi cho moi két hop ngwdi van hanh-16.
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D6 tinh khiét RNA (Axs0/Azs0) QlAcube Connect MDx
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Hinh 13: D6 tinh khiét RNA (cac gia tri Azeo/A2s0) — XU ly tw dong véi QlAcube Connect MDx. RNA duoc tinh
sach b&i 3 nguwdi van hanh khac nhau (A, B, C) bang cach st dung 3 16 khac nhau (1, 2, 3) clia PAXgene Blood
RNA Kit véi QIAcube Connect MDx trong thi nghiém dwoc mé ta trong Hinh 12. Cac gid tri Azeo/Azso clia tat ca cac
mau riéng 1& duoc hién thi cho moi két hop ngudi van hanh-16.

DNA hé gen (w/w) [%] QlAcube Connect MDx
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Hinh 14: Do tinh khiét RNA (% nhiém ban DNA hé gen) — xt ly tw dong véi QlAcube Connect MDx. RNA
duoc tinh sach béi 3 ngudi van hanh khac nhau (A, B, C) bing cach st dung 3 16 khac nhau (1, 2, 3) clia PAXgene
Blood RNA Kit v&i QIAcube Connect MDx trong thi nghiém dwoc mé ta trong Hinh 12. Lwong DNA hé gen (w/w)
trong tat ca cac mau riéng 1& dwoc hién thi cho moi két hop ngwoi van hanh-16.

Giao thrc tach RNA tw dong st dung PAXgene Blood RNA System cung cap két
qua RT-PCR co6 kha nang tai lap va lap lai cao khién hé thc“')ng hoan toan phu hop
cho cac xét nghiém chan doan 1am sang.
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Tinh 6n dinh cta RNA dworc tach

Cac mau RNA dwoc tach tir PAXgene Blood RNA Tubes chira ddy mau bang
PAXgene Blood RNA Kit 6n dinh trong 5 ndm bao quan & —20 °Cva 7 ndm bao
quan & -70 °C (diém cudi cGia nghién ctru).
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Lwu y Quan trong

St dung QlAcube Connect MDx

Dam bao réng ban da quen v&i viéc van hanh QlAcube Connect MDx. Vui long doc
hwéng dan st dung dung cu va bat ky théng tin bd sung nao dugc cung cép cliing
véi dung cu, chu y k§ phan théng tin an toan, trwéc khi bat dau giao thirc PAXgene
Blood RNA tw déng.

Bat dau QlAcube Connect MDx

Déng ndp QlAcube Connect MDx, va bat dung cu bang cong tac ngudn (xem Hinh 15,
trang 58).

Tiéng bip phat ra va man hinh khé&i dong xuét hién. Dung cu tw déng thwe hién cac
thir nghiém khdi tao.
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=GO

Mat trwéc ciia QlAcube Connect MDx Man hinh cam ng dwoc kéo ra

T

@

Mat sau cta QlAcube Connect MDx (bén trai) Mat sau ctiia QlAcube Connect MDx (bén phai)

Hinh 15: Cac tinh nang bén ngoai ctia QlAcube Connect MDx.

@ Man hinh cam tng 2 cdng USB & bén trai man hinh cadm (ng;
2 cbng USB phia sau man hinh cam ng
(mé-dun Wi-Fi dwoc cdm vao 1 cong USB)

Né&p che Céng Ethernet RJ-45

Ngén chira chét thai O cém day dién

OOXO,
GO ©

Cong téc ngudn Ctra ra khi lam lanh
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Man hinh cam rng

QlAcube Connect MDx duoc diéu khién béi mot man hinh cdm (ng. Man hinh cdm
&ng cho phép ngudi dung van hanh dung cu va hwédng dan ngudi dung thiét 1ap
ban lam viéc. Trong qué trinh x& ly m&u, man hinh cdm &ng hién thj trang thai giao
thirc va thoi gian con lai.

Hinh 16: Man hinh cam trng dw&c kéo ra ciia QlAcube Connect MDx.

Cai dat giao thirc trén QlAcube Connect MDx

C6 thé yéu cau cai dat giao thirc ban dau trwdc khi cé thé thwe hién 1an chay chuén
bi RNA dau tién trén QlAcube Connect MDx. Cai d&t ca hai giao thirc “PAXgene
Blood RNA Part A” (PAXgene Blood RNA Phan A) va “PAXgene Blood RNA Part
B” (PAXgene Blood RNA Phan B).

Céc giao thirc cho QlAcube Connect MDx dwo'c cung cap tai www.qiagen.com va
can duwoc tai xuéng thé USB di kém véi dung cu. Cac giao thirc nay sé duoc
chuyén dén dung cu théng qua céng USB.

Cbéng USB (ndm & bén canh man hinh cdm (ng; xem Hinh 15, trang 58) cho phép
két n6i QlAcube Connect MDx v&i thanh USB di kém vé&i dung cu. Céc tép di liéu,
chang han nhu tép nhat ky hodc tép bao céo ciing c6 thé dwoc chuyén qua céng
USB twr dung cu sang USB.
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@ Chi dwoc sir dung cdng USB cho USB do QIAGEN cung cép. Khéng két
ndi cac thiét bi khac véi cdng nay.

@ Khong thao USB trong khi tai xudng giao thirc ho&c truyén tép di liéu hodc
trong khi chay giao thirc.

Dé biét thém chi tiét vé quy trinh tai cac giao thirc Ién QlAcube Connect MDX, vui
long xem huwéng dan siv dung dung cu.

Nap QlAcube Connect MDx

DA tiét kiem thoi gian, co thé thuwc hién nap trong mét hodc ca hai budc ly tam kéo
dai 10 phut (bwéc 3 va 5) trong “Quy trinh: Tach Tw dong RNA Toan phan tir Mau
Toan phan & Nguoi dwoc Thu vao PAXgene Blood RNA Tubes (BRT)”, trang 31.

Chai thudc ther

Truwdc mbi lan chay trén QlAcube Connect MDx, can than dé thudc thir vao 4 chai
thudc thtr dwoc liét ké trong Bang 3 (trang 61) 1én dén mirc chi bao tbi da hodc,
néu khong thé, thi dé dén muc thé tich chat dém cho phép dwoc cung cap trong
PAXgene Blood RNA Kit. Ghi nhan ré rang cho cac chai va nap véi tén chat dém
va dat cac chai thubc thir d& dwoc db day vao cac vi tri thich hop trén gia d& chai
thudc thtr. Nap gia d& 1én ban lam viéc cta dung cu nhw hinh minh hoa (Hinh 17
va Hinh 18, trang 61 va 62, twong ng).

Thé tich Chat dém BR2 dwoc cung cap sé khéng lam day chai thubc thir
dén murc chi bdo. Chat dém BR3 va BR4 c6 thé khong lam day chai dén

mtrc chi bao sau khi x& ly nhiéu mau trong céc 1an chay trudc.

@ Pam bao thao nip khai chai trudc khi dat 1én ban lam viéc.
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@ Thé tich chat dém dwoc cung cép trong PAXgene Blood RNA Kit (50) du
cho tbi da 7 1an chay chuan bi RNA trén QlAcube Connect MDx v&i s
lwong mau tlr 2 dén 12 méi lan chay. Néi chung, nén tranh cac 1an chay
v&i sb lwong mau nhé trong méi lan chay dé xt ly tdng s& 50 mau cho méi
bd dung cu. Hon 7 1an chay chuén bi RNA c6 thé dan dén khong da thé
tich chat dém dé xtr ly cac mau cudi cung.

Bang 3: Cac vi tri trong gia d& chai thubc thir

1 Chét dém lién két (BR2)

Ethanol (96-100% thé tich/thé tich)
Chét dém rira 1 (BR3)

Chét dém rlra 2 (BR4)*

- (dé tréng)

o g A W N

- (dé tréng)
* Chét dém rira 2 (BR4) dwoc cung cap dudi dang co dac. Trwdc khi str dung 1an dau tién, thém 4 thé tich ethanol
(96-100% thé tich/thé tich, do tinh khiét p.a.), nhw dwoc chi dinh trén chai, dé thu dwoc dung dich lam viéc.

®

Vi tri 1
Chéat dém
lién két

(BR2)

Vi tri 2
96-100%
thé tich/thé
tich ethanol

Vitri 3
Chét dém
riva 1 (BR3)

Vitri 4
Chét dém
rira 2 (BR4)

Vitri 6

Tréng

Hinh 17: Nap gia d& chai thudc thir. [A] So d6 vi tri va thanh phan cla céc chai trong gia d& chai thuéc thir. [B]
Nap gia d& Ién QlAcube Connect MDx.
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Hinh 18: Mét trong cuia QlAcube Connect MDx.

Khe MCT

Né&p may ly tam @
May ly tam @ 3 khe cho gia d& dau tip

Binh lac e Cac khe thai bé dau tip va cot

e S Canh tay ngudi may (bao gdm pipet 1 kénh, tay kep,
Gia d& chai thubc th @ ;
18 doeharfhuoc e cam bién siéu am va quang hoc va dén LED UV)

Cam bién dau tip va khéa nap che

OOOOO

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 62



Cét quay (PSC, PRC), MCT va d6 nhwa cta QlAcube
Connect MDx

D&t 2 gia d& dau tip chira day Filter-Tips 1000 L 1&n QlAcube Connect MDx
(xem Hinh 18, trang 62). B4 sung dau tip vao gia d& khi can thiét.

@ Chi st dung dAu tip b loc 1.000 L duorc thiét ké dé stv dung véi QlAcube
Connect MDx.

Ghi nhan bd tiép hop réto va MCT cho méi mau bang but khéng phai. M& PSC
dwoc st dung va cat hoan toan nép bang kéo (xem Hinh 19).

@ D& van hanh chinh x&c tay kep ngwdi may ctia QlAcube Connect MDx, hay
thao (cat bd) hoan toan cac nép va tat ca cac bd phan bang nhua két nbi
nap v&i PSC (xem Hinh 19). Néu khong, tay kep ngwoi may khong thé kep
PSC dung cach.

N&p cot dwoc
thao khong
dung cach. Mét

N&p cot dwoc

thao ra khoi o
PSC dung prJan rr'n.ap van
cach. gan voi PSC.

Hinh 19: Nap PSC. PSC nap véo vi tri gitta clia bo tiép hop réto. Cét bd nép clia PSC trude khi nap cot.

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 63



Nap PSC (khéng cé nap, xem Hinh 19, trang 63), PRC va MCT duoc ghi nhan vao
cac vij tri thich hop trong mdi bod tiép hop réto dwoe ghi nhan nhw trinh bay trong
Bang 4 va Hinh 20.

Dam bao réng nép cot quay (PRC) va MCT duwoc day hét c& xubng day
@ ctia cac khe & mép bo tiép hop réto, néu khong cac nap sé b vé trong qua
trinh ly tam.

Bang 4: Vat tw tiéu hao bang nhwa trong bé tiép hop roto

1 Cot quay PAXgene RNA (mau dé, PRC) L1

2 Cot quay PAXgene Shredder (mau tim hoa ca, PSC) (cét bd nap trwdc khi dat vao -
bd tiép hop réto)

3 MCT* L3
* Str dung MCT (1,5 mL) cé trong PAXgene Blood RNA Kit.

L2
L1
L3

Hinh 20: Céc vi tri trong b tiép hop réto. Bo tiép hop roto co 3 vi tri dng (1-3) va ba vi tri nap (L1-L3).
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Nap may ly tam

Nap cac bd diéu hop roto da lap rap vao thung may ly tam cta QlAcube Connect
MDx nhw thé hién trong Hinh 21 bén dwdi.

@ Néu x ly it hon 12 mAu, hay dam béo nap réto ly thm can bang xuyén tam
(xem Hinh 22, trang 66). T4t ca cac thung may ly tam phai dwoc I&p trudc
khi bat dau chay giao thirc, ngay ca khi xt ly it hon 12 mau. Khéng thé xur

ly (m&t) mau duy nhéat hodc 11 mau.

4 =

Hinh 21: Na.lp may ly tm va‘lo QIAcube Connect MDx. Nap céc bd diéu hop réto da Iap rap vao thung may ly tam.
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Hinh 22: Nap may ly tam va may hép lac. Vi tri may ly tdm va may hap lac dwoc hién thj dé xc ly tir hai (2) dén
mudi (10) mau. Khong thé xdr Iy mét (1) hodc 11 mau. D& xt ly 12 mau, tAt ca cac vi tri cia may ly tam va may hap
lc déu dwoc nap (hinh anh khéng dwoc hién thi).
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Ong x& ly
Loai bd b4t ky PT nao con lai trong cac khe MCT tir cac lan chay truéc (xem Hinh 18,

trang 62). D6 day 3 PT véi lwgng thube thir cho trong Bang 5 theo sb lwong mau trong
lan chay.

Déi véi hdn hop G DNase |, hat thé tich chat dém phan hdy DNA (RDD) dwoc chi
dinh vao mét PT va thém thé tich dung dich gbc DNase | (RNFD) dwoc chi dinh.
Tron nhe nhang hdn hop hoan chinh 1&én va xuéng 3 14n bang cach dung dau tip
pipet 1.000 pL.

St dung cac PT 2 mL c¢6 trong PAXgene Blood RNA Kit. Ghi nhan rd rang
cac 6ng vai tén thudce thir va dat dng vao vi tri thich hop trong cac khe MCT,

nhw dwoc chi ra trong Bang 6 (trang 68).

DNase | (RNFD) dac biét nhay cadm vai bién chat vat ly. Chi trén bang pipet,
@ st dung cac dau tip pipet c6 16 rong dé gidm cét nghién. Khong xoay.

Dam bao chi hat thé tich can thiét nhw dwoc chi ra trong Bang 5 bén duéi.

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 67



Bang 5: Thé tich thuéc thir can thiét trong cac PT cho cac khe MCT

Thé tich thubc thir cho sé Iwong mau da ch

. . ) t dém rira giai
Proteinase K (PK) | Hén hop G DNase | (BR5)

2 126 187 (23 DNase | + 164 Buffer RDD) 313
3 170 261 (33 DNase | + 228 Buffer RDD) 399
4 213 334 (42 DNase | + 292 Buffer RDD) 486
5 256 407 (51 DNase | + 356 Buffer RDD) 572
6 299 481 (60 DNase | + 421 Buffer RDD) 658
7 342 554 (69 DNase | + 485 Buffer RDD) 745
8 386 627 (78 DNase | + 549 Buffer RDD) 831
¢ 429 701 (88 DNase | + 613 Buffer RDD) 918
10 472 775 (97 DNase | + 678 Buffer RDD) 1.004
12 558 921 (115 DNase | + 806 Buffer RDD) 1177

Bang 6: Khe MCT

Vi tri

L L ——

Thanh phan  Proteinase K Hén hop G DNase | Chét dém rtra giai
(BR5)
Vat chiva Ong xtr ly* Ong xtr ly* Ong xtr ly*

* St dung cac PT 2 mL c¢6 trong PAXgene Blood RNA Kit.
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Xw ly

Dé xr ly an toan sau khi lay bénh phdm va tach RNA thi céng, vui Iong tham khéo
thong tin an toan va cac bién phap phong ngtra trén cac trang 18 va 19, twong &ng.
Ngoai ra, dé tach RNA ty déng bang QlAcube Connect MDx, vui long tham khao

Hinh 21 va Hinh 22, trang 65 va 66, twong &ng, chi ra cac khe danh riéng cho cac
dau tip va cot da st dung dé xu ly.
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Hwéng dan Xiv ly sw co

Huwéng dan xr ly sw ¢b nay cé thé hiru ich trong viéc gidi quyét bat ky van dé nao
c6 thé phat sinh. Dé biét thém thong tin, xem trang Cau héi Thudng gap tai Trung
tam Ho6 trg Ky thuat cia chiung t6i: www.qiagen.com/FAQ/FAQList.aspx. Cac
nha khoa hoc thudc bd phan Dich vu Ky thuat QIAGEN luén sén long tra 161 bat ky
cau hdi ndo cla ban vé théng tin va giao thirc trong sé tay nay hodc cac céng nghé
mau va xét nghiém (dé biét thong tin lien hé, xem trang cudi hodc truy cap

www.giagen.com).
Nhan xét va goi y
RNA bj suy bién

a) Nhiém ban RNase @ Cén than khong dua bat ky RNase nao vao thudc thir trong quy

trinh hodc quy trinh xr ly sau nay (xem Phu luc A, trang 76).

Nang suat RNA thap

b) It hon 2,5 mL mau dwoc thu Dam bao rang 2,5 mL mau dugc thu trong PAXgene Blood RNA
trong PAXgene Blood RNA Tube (BRT; xem S6 tay PAXgene Blood RNA Tube)
Tube (BRT)

RNA phai dwoc pha loang trong 10 mM Tris-HCI, pH 7,5* dé dinh
lwgng chinh xac (xem Phu luc B, trang 77).

c) Noéng do RNA do dwoc trong
nuwéc

d) Céc manh vun té bao dugc Tranh chuyén céc hat Ion khi hut chat ndi trén bé mat & budc 7
chuyén dén PRC trong cac cua giao thirc thu cong (viéc chuyen cac manh vun nhé sé khong
bwéc 9 va 10 cla giao thirc thi anh hwéng den quy trinh).
cong

Dam bao toan bo chat ndi trén bé mat dwoc loai bo. Néu chéat ndi

trén bé mat da dwoc gan bét, hay loai bé cac giot khéi vién cla

PAXgene Blood RNA Tube (BRT) bang cach cham Ién khan gidy.
Thuce hién cac bién phap phong ngiva thich hop dé ngén ngira nhiém ban

Chét ndi trén bé mét khong
dwoc loai bd hoan toan &
buwéc 3

()
-

chéo.
f) Sau khi dwoc thu vao U mau trong PAXgene Blood RNA Tube (BRT) trong it nhat 2 gior
PAXgene Blood RNA Tube sau khi thu.
(BRT), mau dworc U trong it

hon 2 gio

* Khi lam viéc vé&i héa chét, ludn mang 4o choang phong thi nghiém, gang tay dung mét Ian va kinh bao ho phu
hop. D& biét thém thong tin, hay tham khao bang chi dan an toan (Safety Data Sheet, SDS) thich hop, c6 sén tir
nha cung cép san pham.
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Nhan xét va goi y

Gia tl’l AzeolAzao thép
g) Nwéc dwoc stv dung dé pha @ St dung 10 mM Tris-HCI, pH 7,5 d& pha loang RNA truwéc khi do

lodng RNA dé do Azso/Azso d tinh khiét* (xem Phu luc B, trang 77).

dwa vé khéng dung cach trang bao gom chat dém rtra gidi (BR5) va 10 mM Tris-HCI, pH
7,5 c6 ty |é twong tw nhw trong cac mau can do. Chat dém rira
giai (BR5) c6 dd hap thu cao & 220 nm, c6 thé dan dén mirc dd hap thu nén
cao néu may do quang phd khéng duoc dua vé khong ding cach.

h) May do quang phd khéng dugc @ Bua may do quang phd vé khong béng céch st dung dung dich

L6i dung cu

i) QlIAcube Connect MDx khéng Doc Hueng dén St dung QIAcube Connect MDx, chu y dén phan X ly sw
hoat déng binh thudng 6. Dam béo rang cac dung cu dwgc bao tri ding cach, nhu dwoc mo ta
trong hwéng dan st dung.

* Wilfinger, W.W., Mackey, M. va Chomczynski, P. (1997) Anh huédng ctia pH va cudng do ion dén viéc do quang
phé danh gia d tinh khiét cia axit nucleic. BioTechniques 22, 474.
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Biéu twong

Céc biéu twong sau day co6 thé xuét hién trong cac hwéng dan siv dung hodc trén
bao bi va nhan dan. Cac biéu twong bd sung dwoc gidi thich trong Thanh phan
bd dung cu (trang 6).

V<N1> Phién ban <N1> clia san ph&dm

Chtra thubc thir di cho cac xét nghiém <N2>

N

<N2>

Tham khao hwéng dan s dung
Han st dung
Thiét bi y t& chan doan trong dng nghiém

S6 danh muc

L

o
-

S616

BEEHEEE Y E

A Sé vat lieu
Thanh phan
Sé

Pon vi Kunitz
Thém

CONT Chta

Da hoan nguyén

PAXgene Blood RNA Kit (S tay) Hwéng dan St dung 02/2023 73



Deoxyribonuclease |

Ethanol

GITC

Guanidin isothiocyanate
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Bb DNase Khong c6 RNase

GTIN Ma sb Thwong phdm Toan cau

Gid¢i han nhiét do

Gi&i han trén cua nhiét do

Nha san xuat

Dai dién dwoc Gy quyén tai Chau Au theo Quy dinh
(EU) 2017/746

Lwu y quan trong

Bb sung ethanol

Nhan CE. San pham nay dap (ng cac yéu cau clia
Quy dinh (EU) 2017/746 doi voi cac thiet bi y té chén
doan trong ong nghiém.

Ma dinh danh thiét bj duy nhé4t

Thén trong

CANH BAO: B& mat néng

B =i EL"?"?I
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Thong tin Lién hé

Tai QIAGEN, chung t6i tw hao vé chat lwong va sw sén co cla hd tro ky thuat. Cac
B6 phan Dich vu Ky thuat cha chung téi cé déi ngl cac nha khoa hoc giau kinh
nghiém véi chuyén mén ly thuyét va thue tién sau rong vé sinh hoc phan tir va st
dung cac san phdm PreAnalytiX. Néu ban cé bat ky cau héi nao lién quan dén
PAXgene Blood RNA Kit, vui 16ng lién hé v&i ching toi.

Dé dwoc hd tro ky thuat va biét thém thong tin, vui Iong xem Trung tam Hé tro Ky
thuat clia chung t6i tai www.qgiagen.com/Support, goi 00800-22-44-6000 hoac
lién hé v&i mét trong cac Bd phan Dich vu Ky thuat QIAGEN hoac cac nha phan
phéi dia phwong (xem bia sau hodc truy cap www.qiagen.com).
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Phu luc A: Nhan xét Chung vé Xt ly RNA

X ly RNA

@ Ribonuclease (RNase) 1a enzym hoat déng va rat 6n dinh, thwong
khéng yéu cau déng yéu t6 dé hoat dong. Vi RNase rat khé bi bat hoat
va ngay ca mot vai phut cling du dé suy bién RNA, khéng st dung bat
ky dung cu bang nhwa hoéc thdy tinh ndo ma khéng loai bé kha néng
nhiém RNase trwdc. Can hét strc cin than dé tranh vo tinh dwa RNase
vao mau RNA trong hodc sau quy trinh tach. Dé tao va duy tri moéi
trwdng khéng cé RNase, phai thwe hién cac bién phap phong nglra
trong qua trinh tién xt ly va st dung cac vat chira va dung dich dung
mot lan va khéng dung mét 1an trong khi lam viéc véi RNA.

Xt ly chung

@ Luon str dung k¥ thuat voé trang, vi sinh thich hgp khi lam viéc véi RNA.
Tay va cac hat bui mang theo vi khuan va ndm méc va la nhivng nguén
nhiém ban RNase phd bién nhét. Ludn deo gang tay cao su hodc nhya
vinyl trong khi xt ly thuéc thir va mau RNA dé tranh nhiém ban RNase
tir b& mat da hoéc tir thiét bi thi nghiém c6 bui. Thay gang tay thuwong
xuyén va day kin 6ng bat c» khi nao cé thé. Gitr RNA da loc trén da
khi cac phan dwoc hut cho cac trng dung cung huéng.

Céc giao thirc loai bé nhiém ban RNase khdi dung cu thay tinh va dung dich c6 thé
dwoc tim thdy trong cac hwéng dan sinh hoc phan t&r chung, chang han nhw
Sambrook, J. va Russell, D. W. (2001) Molecular Cloning: A Laboratory Manual,
3rd ed. Cold Spring Harbor, NY: Cold Spring Harbor Laboratory Press.
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Phu luc B: Pinh lwong va Xac dinh Chat
lwong RNA Toan phan

Dinh lwong RNA

Néng d6 RNA phai dwoc xac dinh béng cach do dd hap thu & 260 nm (Azso) trong may
do quang phé. D& dam bao y nghia, cac chi sb phai nam trong pham vi tuyén tinh ciia
may do quang phd. Do hép thu cia 1 don vi tai 260 nm twong &ng véi 44 ug RNA mot
mL (Az0 = 1 = 44 pg/mL). Méi quan hé nay chi cé gia tri déi v&i cac phép do trong 10
mM Tris-HCI pH 7,5*. Do d8, néu can phai pha loang mau RNA va diéu nay phai duwoc
thure hién trong 10 mM Tris-HCI. Nhw thao luan bén dwei (xem “Do tinh khiét ciia RNA”,
trang 78), ty |é gitra cac gia tri d6 hap thu & 260 va 280 nm cho phép wéc tinh d6 tinh
khiét cia RNA. Khi do mau RNA, hay chéc chén rang cuvet khéng c6 RNase. Pua
may do quang phd vé khéng bang cach st dung dung dich trdng bao gébm chét dém
riva gidi (BR5) va chat dém Tris-HCI ¢6 ty 1& twong tw nhw trong cac mau can do. Chéat
dém rtra gidi (BR5) ¢ dd hap thu cao & 220 nm, c6 thé dan dén mirc d6 hap thu nén
cao néu may do quang phd khéng duoc dwa vé khong ding cach. Dwéi day la mot vi
du phép tinh lién quan dén dinh lwvong RNA.
Thé tich cia mau RNA = 80 pL
Pha loang (1/15) = 10 uL mau RNA + 140 pL 10 mM Tris-HCI, pH 7,5
Do d6 hap thu ciia mau da pha loang trong cuvet (khdng c6 RNase).
Az60 = 0,3
Néng d6 clia mau 44 x Azo % hé s6 pha lodng

= 44x03x15

= 198 pg/mL
Tbng néng suét = ndng dd x thé tich mau tinh bang mililit

= 198 pg/mL x 0,08 mL

= 158 ug RNA

* Khi lam viéc vé&i héa chét, ludn mang 4o choang phong thi nghiém, gang tay dung mét Ian va kinh bao ho phu
hop. D& biét thém thong tin, hay tham khao bang chi dan an toan (Safety Data Sheet, SDS) thich hop, c6 sén tir
nha cung cép san pham.
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D6 tinh khiét cia RNA

Ty 1& clia cac chi sb & 260 va 280 nm (Azs0/A2s0) cung cép wdc tinh vé do tinh khiét
ctia RNA dbi véi cac chat gay 6 nhiém hép thu trong UV, chéng han nhu protein.
Tuy nhién, ty 1& Azso/A2s0 bi anh hwéng dang ké bdi pH. D6 pH thdp hon dan dén
ty 18 Aze0/Az2s0 thdp hon va gidm d6 nhay véi nhiém ban protein.* Dé co gid tri chinh
x&c, chung t6i khuy&n ban nén do dd hap thu trong 10 mM Tris-HCI, pH 7,5. RNA
tinh khiét co ty 1& Azeo/Azs0 la 1,8-2,2 trong 10 mM Tris-HCI, pH 7,5. Pwa may do
quang phd vé khoéng bang cach str dung dung dich trdng bao gdm chéat dém rira
gidi (BR5) va chat dém Tris-HCI c6 ty Ié twong tw nhuw trong cac mau can do. Chéat
dém rira giai (BR5) c6 do hap thu cao & 220 nm, c6 thé dan dén mirc do hap thu
nén cao néu may do quang phd khong dwoc dua vé khong dung cach.

* Wilfinger, W.W., Mackey, M. va Chomczynski, P. (1997) Anh huwéng ctia pH va cwdng dé ion dén viéc do quang
phd danh gia do tinh khiét ctia axit nucleic. BioTechniques 22, 474.
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Phu luc C: Xt ly PAXgene Blood RNA Tubes
(BRT)

@ Cac khuyén cédo sau day cta BD c6 thé hivu ich khi xt& ly PAXgene
Blood RNA Tubes (BRT). Xem Sé tay PAXgene Blood RNA Tube dé
biét thém thong tin vé PAXgene Blood RNA Tubes (BRT).

Hwéng dan thao Vé BD Hemogard

1. Gilr PAXgene Blood RNA Tube (BRT) bang mét tay, dat ngén tay cai dwéi vd
BD Hemogard. (Dé t&ng d6 6n dinh, d&t canh tay trén bé mat ran.) Tay kia
xoay vd BD Hemogard trong khi day lén bang ngén tay cai cta tay kia cho dén
khi nit 6ng dwoc ndi léng.

2. Tha ngén tay cai ra truwdc khi nang vé 1én. Khéng diing ngén tay cai dé an vo
ra khdi PAXgene Blood RNA Tube (BRT). Than trong: Néu PAXgene Blood
RNA Tube (BRT) chira mau, sé& c6 nguy co phoi nhiém. D& gitp ngédn ngira
chéan thwong trong qua trinh thao v, diéu quan trong la diing ngén tay cai dé
day lén trén vé dwoc thao ra khéi PAXgene Blood RNA Tube (BRT) ngay sau
khi vé BD Hemogard dwoc néi ldng.

3. Nhéc v6 ra khdi PAXgene Blood RNA Tube (BRT). Trong trwéng hop hiém khi
xay ra la tAm chan bang nhwa réi ra khéi nit cao su, khéng dwoc 1ap lai vé.
Céan than thao nut cao su ra khdi PAXgene Blood RNA Tube (BRT).
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Hwéng dan 1ap Vé BD Hemogard Phu

1. Dat vé trén PAXgene Blood RNA Tube (BRT).

2. Xoay va &n manh xudng cho dén khi nat khép hoan toan. Can day lai nat hoan
toan dé vé van & trén PAXgene Blood RNA Tube (BRT) mét cach chéc chén
trong qua trinh xt ly.
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Thoéng tin Dat hang
sonprim ____Jwwewe | sédernmuc

PAXgene Blood RNA Kit 50 Cot quay PAXgene, 50 Cot quay 762174
(50) Shredder, Ong xt ly, DNase | Khéng c6

RNase, Thubc thir va Chat dém Khéng co

RNase. Buoc sir dung cung véi PAXgene

Blood RNA Tube

PAXgene Blood RNA 100 6ng lay méau 762165
Tubes (100)

Cac San pham Lién quan c6 thé dit hang tir QIAGEN dé tw dong tach RNA trén QlAcube

Starter Pack, QlAcube Goi bao gdbm: gia d& chai thubc thir (3); 990395
miéng ghi nhan gia d& (8); dau tip bd loc
200 plL (1.024); dAu tip bo loc 1.000 uL
(1.024); d4u tip bo loc 1.000 L, 16 rong
(1.024); chai thuéc thtr 30 mL (18); bo tiép
hop roto (240); gia d& bd tiép hop roto

Filter-Tips, 1000 pL (1024)  Sterile, Disposable Filter-Tips, c6 gia d& 990352

Reagent Bottles, 30 mL (6) ~ Chai Thuéc thir (30 mL) c6 ndp; goi 6 chai; dé 990393
str dung vé&i gia d& chai thudc thtr QlAcube

Rotor Adapters (10 x 24)  Cho 240 lan chuén bi: 240 B6 tiép hop Réto 990394
Dung mét lan; dé str dung v&i QlAcube

Reagent Bottle Rack Gia d& chtra 6 chai thudc thtr 30 mL trén 9026197
ban lam viéc QlAcube

Rotor Adapter Holder Gia d& cho 12 bo tiép hop réto diing mot 990392

lan; dé str dung véi QlAcube

Cac san pham lién quan c6 thé dit hang tir BD dé ldy mau bang PAXgene Blood RNA Tubes

(BRT)*

BD Vacutainer® Safety 21G, 0.75 inch (0.8 x 19 mm) needle, 367286/
Lok™ Blood Collection 12 inch (305 mm) tubing with luer adapter; 367281
Set 50 méi hdp, 200 mbi ngén

BD Vacutainer® Push Kim 21G 3/4 inch (0,8 x 19 mm), 6ng 367344
Button Blood Collection 12 inch (305 mm) c6 bd diéu hop luer.

Set 50/hép, 200/ngan
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in e | ssamme

BD Vacutainer One-Use
Holder

BD Vacutainer Plus
Serum Tubes

BD Vacutainer EST Tube

BD Vacutainer No
Additive (Z) Tube

Ngan chi danh cho dwong kinh 13 mm va 364815
16 mm; 1.000/ngan

Ngan 4,0 mL, kich thwéc 13 x 75 mm VOi 368975/
vé BD Hemogard mau dé va nhan giay; 367812
100/hdp, 1.000/ngan

Ngan 3,0 mL, kich thwéc 13 x 75 mm véi 362725

v6 BD Hemogard trong sudt va nhan trong
suot; 100/hop, 1.000/ngan

Ngan 3,0 mL, kich thuwéc 1,3 x 75 mm vg’yi 366703
vé BD Hemogard trong sudt va nhan giay;
100/hop, 1.000/ngan

* Céac phu kién 14y mau nay dai dién cho cac san pham dién hinh co thé duwoc st dung véi PAXgene Blood RNA
Tubes (BRT). D& tim hiéu thém v& cac phu kién nay, k& ca cach d&t hang, hay truy cap www.preanalytix.com.
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Lich str Stra déi Tai liéu

[Stra dbi lan 1] Thang 4 nam  Phat hanh IVDR lan dau

2022
[Stra dbi lan 2] Thang 2 ndm  Bja chi dwéng clia PreAnalytiX GmbH dé thay déi tir “Feldbachstrasse” thanh
2023 “Garstligweg 8”. Ba thém san pham BD vao Thong tin dat hang. B4 cap nhat

Thoéng tin an toan.
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Dé biét thong tin cap nhat vé cap phép va tuyén bb tir bé trach nhiém cu thé theo
san pham, xem s6 tay hodc hwong dan st dung bé dung cu PreAnalytiX hoac
QIAGEN twong (rng. So tay va hwéng dan str dung bd dung cu PreAnalytiX va

QIAGEN c6 san tai www.preanalytix.com va www.qiagen.com hoép c6 thé duoc
yéu cau tlr bo phan Dich vu Ky thuat ciia QIAGEN hoac nha phan phai tai dia
phwong cta ban.

Better samples ¢ PreAnalytiX

More toeZplore

Kham pha thém tai: www.preanalytix.com
HB-3009-002 02/2023

A GIAGEN / BD Company

Dat hang www.qiagen.com/shop | Hé tro Ky thuat www.support.qiagen.com | Trang web www.qiagen.com hoac
www.preanalytix.com
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