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Cell-Free DNA Isolation Kit Hudng dan sir dung Dung cho chan doéan invitro

1. Muc dich st dung

B6 kit pureNA™ Cell-Free DNA Isolation kit tach chiét DNA tu do ngoai bao (cfDNA) tir cdc mau huyét tuong.
BO kit cac hat tir co kich thudc chon loc tir dé€ bat dugce cac doan DNA kich thudc 100 bp — 500 bp nham han
ché t&i da su tap nhiém cac DNA c6 khéi lugng phan tir 16n trong tach chiét cfDNA. DNA tach chiét tir bo kit
nay phu hgp cho PCR, gPCR, gidi trinh tu thé hé méi (NGS) va cac ing dung khac.

Canh bdo: Khiach hang sit dung bd kit nay can 1am theo huéng dan, st dung céc thudc thir tuong thich dugc
khuyén cdo. Bat ky viéc sir dung cac thuéc thir mat nhdn hodc/ va sira déi cac thanh phan cling déu sé lam mat
trach nhiém phap ly ctua EntroGen.
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2. Thuoc thu

2.1 Thanh phan déng géi

San pham bao gém tat ca cac thudc thir can thiét cho tach chiét cfDNA tir cac mau huyét tuong ngudi. Cac vat liéu sau
day dd cho 50 mau tach chiét bao gdm ca cac déi chiing va mau:

Trong b kit CFDNA-50:

Tén S6 lugng 6ng [ Thé tich mbi 6ng Bao quan

cfDNA Lysis/Binding Buffer 2 60 ml Bao quan & 4°C sau khi thém EtOH
cfDNA Wash Buffer 2 55 ml B3o quan & 4°C sau khi thém EtOH
Elution Buffer 2 1000 ul Nhiét d6 phong
Magnetic Beads 2 1000 pl Nhiét d6 phong

2.2 Thao tac va bao quan
San pham dugc van chuyén & nhiét d6 phong. Cac thanh phan cla 16 hang nén dugc bao quan & nhiét dé phong.

2.3 D6 6n dinh san pham
Thai han st dung ctia san pham nay la mét nam ké tir ngay nhan trong diéu kién bao quan thich hgp.

Khi EtOH dudgc thém vao Lysis/ Binding Buffer va Wash Buffer, chliing sé 6n dinh dén moét nam khi dugc luu trit & 4°C.
Hay chac chan déng chai that chat dé luu trr 1au dai.

2.4 Quan ly chat luong
Cac thanh phan clia san pham nay da dugc kiém tra do tinh khiét va hiéu qua.

2.5 Canh bao va phong ngtra
Phan (ing khuéch dai PCR cuc ky nhay véi nhiém chéo. Can quan trong viéc tién hanh tach chiét DNA va cac budc tién
khuéch dai khac trong cac khu vuc riéng biét, cdc phong riéng biét ly tudng can cé hé théng thong gid riéng biét.

Cac bién phap phong ngira bé sung can thiét khi xr ly DNA dé tranh nhiém ban gilta cac mau/ thudc thu:

+ Lau sach khu vuc 1am viéc, cac pipet va thiét bi dugc st dung trong khu vuc 1am viéc bang chat khir nhiém bé mat
(chat tay 20% hodc tuong duong) dé loai bdo DNA va DNase, tiép theo la st dung ethanol 70%.

+ Vortex mdi 8ng trudc khi st dung.

+ Ly tdm nhanh tat ca cac 6ng trudc khi ma nap.

+ MG& tling 6ng va chai can than sau khi xody/ troén va tranh cham vao bén trong nap. S&r dung cac dau cén ngan
khéng khi (cé loc) cho tat ca cac budc trdn dé tranh nhiém chéo.

« Thay déi dau con pipet giira tat ca cac lan chuyén chat 1dng. Luén deo gang tay khi thao tac véi DNA/ thuéc thur.
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3. Thuéc thu va thiét bi yéu cau
3.1 Thuéc thir

Tat ca cac thudc thir can thiét dé tach chiét cfDNA tir cdc mau huyét tuong ngudi déu dudc cung cap.

Quy trinh nay yéu cau st dung EtOH 100% mdi, Proteinase K 20mg/mL* va SDS 20%*. Proteinase K tu Qiagen (Cat.
No: 19133) va SDS 20% tur VWR (Cat. no.: 97062-440) dudc khuyén nghi.

* Chi can thiét néu s dung huyét tuang tu mau thu trong 6ng bao quan Streck Cell-free BCT.

3.2 Thiét bi
Thiét bj yéu cau cho tach chiét cadc mau cfDNA véi bd kit 1a:

e Pipet

e Vortex-Genie 2 hoac may vortex tuong tu

e Gia tu cho sinh hoc phan t (vi du DynaMag™-15 hodc DynaMag™-2)
e Cac 6ng Eppendorf 1.5ml, 2mL, va 15mL d& khtr trung, khéng dinh
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4. Huéng dan sir dung

4.1 Cac luu y quan trong

Mau dau vao: Huyét tuong tuci va ddng lanh tir mau thu trong 6ng EDTA, 8ng bao quan chifa Streck Cell-Free DNA BCT, va
Acid Dextrose c6 thé sir dung vai quy trinh tach chiét Cell-Free DNA. Huyét tuong mdi thu, tuy vay, sé cho hiéu suét cao hon.
Ham lugng lipid va cac thanh phan tap nhiém Gc ché ton tai trong huyét tuang cé anh hudng dén cac ing dung lién quan
t&i PCR ha nguén. Huyét tuang dugc khuyén nghi la nén ly tdm 2 [an & mdc 16.000xg trong 10 phat d€ giam lugng tap chat
lipid trong cfDNA tach chiét.

Dinh lugng: Nong d6 tach chiét sé thu dugc 1a 1-100ng cell-free DNA cho méi ml huyét tuang. Do d6, dinh lugng bang phép
do d6 hap thu (vi du Nanodrop) cé thé khéng dd nhay dé xac dinh chinh xac néng dé. Viéc sit dung Qubit™ dsDNA High
Sensitivity Assay rat dugc khuyén khich dé dinh lugng cfDNA.

Khuyén nghi cho PCR: Do tinh phan manh cao cla cac axit nucleic thu dugc ti huyét tuang, can cén than trong viéc thiét
k& méi. Cell-free DNA thudng ¢ kich thudc nhé (~170bp), do vay cdc méi PCR nén dugc thiét k& dé tao ra cac bd khuéch

dai (amplicon) tir 150 bp tr& xudng. Vi néng dé cfDNA thdp trong huyét tuong tir nhitng ngudi khde manh, c6 thé can 40
chu ky khuéch dai trong mét sé trudng hop.

Ong Streck Cell-Free DNA BCT: Huyét tuong tir mau thu béng (cac) 6ng Streck Cell-Free DNA BCT phai trai qua qua
trinh x{ ly Proteinase K trudc khi tach chiét cell-free DNA d€ dam bao hiéu qua thu hoéi t6i uu. Bé qua xU ly vdi Proteinase
K c6 thé lam giam hiéu qua 50%.

4.2 Truédc khi bat dau sir dung

Lysis/Binding va Wash Buffer dugc van chuyén & dang dung dich cé dac . Néu xuat hién cin & mét trong hai dung dich, G dung
dich & 37°C trong 30 phut. EtOH 100% phai dugc thém vao ca hai dung dich trudc khi st dung. Khi da thém EtOH, cac buffer sé
8n dinh 1én dén mét nam khi bao quan & 4°C. Can dong nép chac chan dé bao quan lau dai.

Thém 23 ml ethanol 100% mdi vao méi chai Lysis/Binding Buffer va trén bang cach dao déu.
Thém 51 ml ethanol 100% mdi vao méi chai Wash Buffer va trén bang cach dao déu.
Chuén bi dung dich ethanol 80% mdi trudc khi bat dau tach chiét.

4.3 Tach chiét DNA
Trudc khi bat dau quy trinh, xac dinh thé tich huyét tuong can st dung dé tach chiét va tinh thé tich cac buffer va hat tif can
dung. Thé tich huyét tuang dau vao dugc khuyén nghi 1a 2ml. Pong thé tich buffer va dung dich hat ti dua theo bang sau:

Huyét tuong Lysis/Binding Buffer Dung dich hat tir Kich thuéc éng
X (x=ml ciia huyét tuang) 1.25x 0.015x N/A*
2ml 2.5 ml 30 ul 15 ml

* Nén s dung (cac) 6ng 50ml cho huyét tuang nhiéu han tir 5ml trd [én thay vi ding 6ng 15ml. Khi dung (cac) 6ng 15ml nhu vay ¢
thé dan dén hiéu qua thap han mét chut.
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Cell-Free DNA Isolation Kit Hudng dan st dung Dung cho chan doan invitro

Xir ly véi Proteinase K
Néu mau dugc thu trong (cac) 8ng Streck Cell-Free DNA BCT, bat budc phai xU ly v8i Proteinase K dé thu dugc hiéu
suat t&i uu. Néu mau khéng dugc thu trong 6ng Streck Cell-Free DNA BCT tién hanh véi budc Ly giai/ Gan.

No v apwDdh=

Ly giai/ Gdn

1.
2.
3.

Ria 1

10.

1.

12.
13.

14.
15.

16.

17.

18.
19.

20.
21.

22.

Huyét tuong Proteinase K Dung dich SDS 20%
x (x=ml huyét tuong) 0.015 x 0.050 x
2ml 304l 100yl

Thém thé tich huyét tuang thich hgp vao (cac) 6ng c6 kich thudc phu hgp.
Thém thé tich Proteinase K (20 mg/ml) da tinh sir dung bang trén.

Thém thé tich dung dich SDS 20% da tinh sir dung bang trén.

Tron bang cach dao déu 5 lan.

U 60°C trong 20 phut.

Sau khi u, dat (cdc) dng lén da trong 5 dé lam mat (cac) 6ng vé nhiét dé phong.
Khi (cac) 6ng da & nhiét dé phong ti€p tuc buéc 2 ciia muc Ly giadi/Gan.

Thém thé tich huyét tuang thich hgp vao (cac) 6ng cé kich thuéc phu hgp.

Thém 1.25ml Lysis/Binding Buffer cho méi 1ml huyét tuong sir dung vao (cac) éng.

Thém 15ul Magnetic Bead Solution cho méi 1ml huyét tuong st dung vao (cac) 6ng.
Quan trong: Trén déu hat tir trudc khi thém vao. Khéng dugc dé thay cdn & day dung dich sau khi trén. Cac hat
tur sé ldng nhanh, vi vay hay tron lai dung dich hat tir sau khi thém vao tirng mau. Khéng lam nhu vay c6 thé dan
dén hiéu suat khong nhat quan.

Vortex hodc lac manh (cac) ng véi tdc d6 cao nhat (>3000 RPM) trong 10 minutes & nhiét d6 phong.
DE dat hiéu suat thu hdi cao nhat, ddm béo rang huyét tuang/ dung dich dém dugc trdn manh trong (cac)
6ng. May vortex cé bé phéan gilt 6ng cho phép tron dé dang han.

Pat (cac) 6ng vao gia d& tu trong 2 dén 5 phiat hoac cho dén khi dung dich trong suét.

Trong khi giir (cac) 6ng trén gia tl, loai bd phan néi phia trén. Can than khéng loai bé cac hat tur.

Gilt 6ng trén gia tur trong 1 phat va loai bé phan néi phia trén

Thém 1000 pl Wash Buffer vao (cac) 6ng Lysis/binding.

Rura hat tir bang cach vortex 8ng trong 10 gidy hodc hat nha 10 lan.

Chuyén huyén phu hat tir vao (cac) 8ng 2 ml chéng dinh méi trén gia tur.

Dé cac hat gan vao gia tur trong 10-30 gidy hodc cho dén khi dung dich trong suét.

Hut dich néi tir (cac) 6ng 2 ml va sir dung dich ndi dé rira (cac) &ng lysis/ binding.

Chuyén phan con lai chita cac hat tir trong (cac) 6ng lysis/binding vao (cac) éng 2 ml.

Gilr nguyén (cac) ng trén gia tur trong 10-30 gidy hodc cho dén khi dung dich trd nén trong suét.

Loai bo cang nhiéu dém sau khi rira cang t6t, sir dung pipet 1000 pl.

Bung nhe vao thanh tur 5 [an va loai bé Wash Buffer con du bang pipet 200 pl.

Chuyén (cac) 6ng sang gia thudng va thém 1000 ul Wash Buffer.

Rura hat tir bang cach vortex éng trong 20 gidy hodc hat nha 10 lan.

Ly tdm nhanh (céac) 6ng.
Cac budc ly tdm can thiét khi vortex dé rira hat. Chi nén quay mét vong ngan dé 13y dung dich ra
khoi nap éng.

D3t (cac) 6ng trd lai gia tir trong 10-30 gidy hodc cho dén khi dung dich trong suét.

Loai boé cang nhiéu dém sau khi rira cang t6t, sit dung pipet 1000 pl.

Bing nhe vao thanh tir 5 Ian va loai bé Wash Buffer con du bang pipet 200 pl.
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Rira 2
23. Chuyén (cac) 6ng sang gia thudng va thém 1000 ul EtOH 80%.
24. Rura hat tir bang cach vortex ng trong 20 gidy hoac hat nha 10 lan.
25. Ly tdm nhanh (cac) 6ng.
26. Dat (cac) dng trd lai gia tir trong 10-30 gidy hodc cho dén khi dung dich trong suét.
27. Loai bd cang nhiéu EtOH sau khi rira cang tét, st dung pipet 1000 pl.
28. BUng nhe vao thanh tur 5 [an va loai bo EtOH con du bang pipet 200 pl.
29. Chuyén (cac) 6ng sang gia thudng va thém 1000 pl EtOH 80%.
30. Rura hat tir bang cach vortex ng trong 20 gidy hoac hat nha 10 lan.
31. Ly tdm nhanh (cac) 6ng.
32. Dat (cac) éng trd lai gia tir trong 10-30 gidy hodc cho dén khi dung dich trong suét.
33. Loai bd cang nhiéu EtOH sau khi rita cang tét, sir dung pipet 1000 pl va dé nap mé.
34. Bung nhe vao thanh tu 5 lan.
35. Loai bé EtOH con du bang pipet 200 pl.
36. DE (cac) 6ng trén gia tur trong 2 phdt va bing nhe vao thanh tir 5 [an va loai bo EtOH con du bang pipet 20 pl.
37. D€ hat tir khoé thém 1-3 phut.
Can than khéng dé hat tir bi khd qua, cé thé sé& dinh vao 6ng.

Rira giai
7 38. Chuyén cic 8ng sang gia thudng va thém thé tich Elution Buffer mong muén va hoa tan hat tur.

Quan trong: Thé tich Elution Buffer t8i thi€u la 15 pl cho méi ml huyét tuong dugc dé xuat dé thu hdi DNA
véi hiéu suat téi uu.

39. Vortex hodc ldc manh (céc) 6ng trong 5 phuit.

40. Ly tam nhanh (cac) éng.

38. Pat (cac) 6ng trd lai gia tir trong 10-30 gidy hoac cho dén khi dung dich trong suét.

41. Chuyén dich rira giai sang (cc) 6ng 1.5 ml khéng dinh.

EntroGen, Inc Phién ban 1.0 Trang 8 /12



Cell-Free DNA Isolation Kit Hudng dan st dung Dung cho chan doéan invitro

5. Lich sur stra doi

Lan sira déi cudi: Thang 4, 2020

Stra doi (Cac) muc anh huéng

Phién ban dau tién Tat ca
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Cell-Free DNA Isolation Kit Hudng dan sir dung Dung cho chan doéan invitro

6. Ky hiéu str dung

Cac ky hiéu duéi day dugc st dung trén nhan va bao bi ctia san pham, phu hgp véi tiéu chuan EN980.

REF S6 danh muc

LOT $6 16

Ngay hét han

-15°C
biéu kién bao quan
-25°C

Nha san xuat

Muc dich st dung

|EC REP Dai dién Uy ban Chau Au
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7. Thong bao véi khach hang

7.1 Thai han bao hanh

EntroGen bao dam san pham khéng cé sai sot vé vat liéu va su san xuat, phai tuan thi cac yéu cau kj thuat ctia EntroGen
tai thadi di€m van chuyén. Tuy thudc vao su xac minh clia EntroGen va khi c6 théng bao bang van ban cta khach hang,
néu san pham khong tuan thu cac yéu cau ky thuat hodc bat ky thiéu sot nao vé nguyén liéu hodc san xuat trong vong 30
ngay ké tir ngay van chuyén, toan bé trach nhiém phap ly cta EntroGen va cach khac phuc riéng cho tiing khach hang cé
thé |a sira chita hoac thay thé cac san pham bi 16, tly thudc vao quyét dinh cla Entrogen.

7.2 Giéi han bao hanh

Diéu kién bao hanh khéng bao gém bét ky thiét hai clia san pham do st dung sai muc dich, lua chon dia diém khéng phu
hop, cac thao tac clia khach hang hoac bat ky hoat déng nao trai vdi hudng dan va cac théng sé thiét 1ap cho san pham.
Diéu kién bao hanh khéng bao géom cac thiét hai hoac thiét sét do sira chita hodc thay déi vi tri cia san pham do cac don
vi khac ngoai dai dién clia EntroGen. Hon nita, san pham dugc thiét ké dé thuc hién cac phan iing & dé nhay phan tich
dugc chi dinh cho mau DNA khéng bi phadn manh nhiéu va khéng chilia cac vat liéu co thé (c ché phan lng khuéch dai.
Bao hanh khong bao gém moi thiét hai do tai nan, pha hoai, hda hoan, 10 lut, cac yéu té maoi trudng khac hodc cac diéu
kién bat kha khang. Cac mat hang dugc bao hanh khéng bao gém mat hang dugc cung cép bdi cac nha san xuat th ba,
chang han nhu may tinh va phan mém c6 lién quan. Néu ban c6 thac méac vé diéu kién bao hanh, hay lién hé véi dich vu
khach hang cla EntroGen.

BAO HANH PUQC THUC HIEN THAY CHO TAT CA CAC PIEU KIEN KHAC, NHU BAO HANH RO RANG HAY
NGU Y, BAO GOM NHUNG KHONG GIG1 HAN POI VGI BAO HANH NGU Y VE TINH THUGNG MAI HOAC
TiINH PHU HOP CHO MOT MUC DiCH CU THE; BAT KY BAO HANH NGU Y NAO PHAT SINH TU MOT QUA
TRINH GIAO DICH HOAC THUC HIEN, TUY CHINH HOAC SU DUNG THUONG MAI; HOAC BAT KY BAO
DAM NGU Y VE VI PHAM BANG SANG CHE. TRONG BAT KY TRUGNG HOP NAO, ENTROGEN SE KHONG
CHIU TRACH NHIEM VE BAT KY THIET HAI NAO, BAO GOM NHUNG KHONG GIGI HAN, THIET HAI TRUC
TIEP, GIAN TIEP, NGAU NHIEN, DAC BIET HOAC HAU QUA (BAO GOM, NHUNG KHONG GIGI HAN, TON
THAT LOI NHUAN, DOANH THU HOAC THU NHAP) CHO SAN PHAM.

7.3 SG hitu tri tué

San pham dua trén tai san tri tué c6 gia tri va san xuat phat trién bdi EntroGen, Inc. va dugc cung cdp cho t6 chiic mua
(khach hang) chi nham muc dich thr nghiém chan doan phan ti dé xac dinh cac dét bién muc tiéu bang cach sir dung
c6ng nghé va phuong phép cta EntroGen dudc liét ké va mo ta trong hudng dan si dung kém theo. Bat ky viéc sir dung
san pham hoac thanh phan nao cda san phadm theo cach thic khac v6i mé ta trong huéng dan sit dung déu bi EntroGen
nghiém cadm. Bang cach ma& hép san pham khach hang déng y khéng thay déi cac thanh phan clia EntroGen cung cap,
bao gébm moi va probes va khéng dé cac thanh phan san pham hodc dua san pham vao bat ky phan tich nao cho muc
dich tao ra mét cdng nghé tuong tu bat k€ muc dich st dung cta nd. Khach hang déng y khéng ban lai san pham hoac
bat ky thanh phan nao cta san pham cho bén th( ba trir khi dugc EntroGen cho phép bang van ban. Khach hang sé gilr
cac théng tin trong hudng dan st dung san pham bi mat va coi né nhu mét bi mat thuong mai ctia EntroGen. Néu khach
hang khong déng y véi cac diéu khoan st dung dugc mo ta & trén, san pham khéng sir dung phai dugc tra lai day du cho
EntroGen.

Khong cé bang sang ché cho thuc hién Quy trinh Nuclease 5 'dugc chuyén tai, bang ngu y hoac bang cach dua ra quyét
dinh mua cho ngudi mua. Gidy phép va gidy phép bé sung cé thé dudgc yéu cau dé thuc hién mét s6 phan clia xét nghiém
nay. Ngudi mua/ngudi dung cudi co trach nhiém tim kiém cac gidy phép dé tu ngudi gitt ban quyén.
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~

8. Thong tin lién hé

EntroGen, Inc
20950 Warner Center Lane, Suite B

Woodland Hills, CA 91367, USA

Tel: +1 818 716 1070

Fax: +1 818 716 1077

Email: info@entrogen.com; support@entrogen.com
Web: www.entrogen.com

EC/REP Antisel SA

Spectra Building, 12klm
thessaloniki-Halkidiki

PO 57001, Thermi, Greece
Tel: +30 210 779 5980
Fax: +30 210 771 6932
Email: antisel@antisel.gr

Web: www.antisel.gr

© Copyright 2019-2020, EntroGen Inc.
All rights reserved.
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