3. [f] Spin column HfIA 600pl #) Wash Buffer, T 12,000 rpm 5.0 30 #, -5 2450
AR,

4. [ Spin column AN 250p] #J Wash Buffer, T 12,000 rpm &0 2 738, JEFE54%
W, Kt Spin Column HeA5H — NI 1.5m1 B0

5. [A] Spin Column HJI A 50ul RElution Buffer, T =iRE & 1 48

X1

6. T 12,000 rppm &0 1 4304h, F352% Spin Column. 1.5ml B0V FFRAA S 4T RNA.
FRECT) RNA W EHEH T &M NS, WoRsc R, 5180 CIRAF.

B I I R ot 3R

Lo RSO, R4 H .

2. BRLIRFERR UL AMA 12, 000rpm, IR EL (HAMTACEL) .

3. RNA 7E4RBGS R R RE 2 2 B A A I I, AT 530 RNA $2EUS %
Fesi A taE, FEETEAGER S B EIWFEAT B B, 75 RLysis Buffer
PRI B Sk S AT AN EIE LT, AN 20p] B -Me/ml Rlysis
Buffer, HIA B-$i3:Z M2 J5 ) RLysis Buffer M{#f7E T 4°C.

4. HIAE R £EDNase Stop Buffer FlWash Buffer A NSRS AR &K TCT5
PIoK O, FrEiaE, RGN,

5. FEAL RIS Se L HOR S bR s WARBUIMA TG K 488, IR RS

6. WEIAEIRNA BT Y, BRAFEITE, ik kMeppendorf & LADEPC 7K
SEER, FEWASLRAEVE I GRNA BY5 o W BRI BE R & Rl 6 5l
LR SALHPCR 8 G HIRAE, w LA RO RNA G 4.

7. RIFARNA B T4CEDKAT, SZEVHIT R SR CIRT-PCR) 5 BlSZHEIE
T80 CUKMILRAT « To 18R F T 7 V3R ORI LR AT HORNA, #E A S AR PR B e,
DRI T VOB S SR RNA SR RAE . U R AIRAATERNA TRAFREBR A, >k
PRAUERNA JBUEEANSZ 52, TR S A7 T LASRAS & 5T & AORNA

8. Ay AT LASRAS = B ORNA .

Biospin Virus RNA Extraction Kit

Biospin % RNA 3RBGXA &

Cat# BSC62S1

TECHNICAL SUPPORT:
For technical support, please dial phone number : 0086-571-87774567-5216 or 5211,
800-857-1279 or fax to 0086-571-87774553
email to reagent@bioer.com.cn.
Website: www.bioer.com.cn
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Kit Components (50T)
RLysis Buffer 15ml
RD Buffer 17.5ml

DNase Stop Buffer

5.0ml(add 6.5ml ethanol before use)

Wash Buffer 20ml(add 30ml ethanol before use)
RElution Buffer 10ml

Spin Columns 50

Handbook lcopy

Storage and transportation

€  The Kit has demonstrated stability of 24 months when stored at room temperature.
€ The kit can be transported at room temperature.

Introduction

The kit is a ready-to-use reagent for the isolation of Virus RNA from different types
sample. Add RLysis Buffer to the processed sample and adding alcohol will bind RNA to spin
column. Then RNA can be easily isolated through several washing and eluting steps.

The kit provides a very simple, fast and economical technique to isolate high quality
RNA, and can go high-throughput. The pure RNA can be applied extensively in Northern blot,
blotting hybridization, in vitro translation, RNase protect assay, RT-PCR/Real-time RT-PCR
analysis, construction cDNA library etc.

Technical Information

Sample Amount

Animal tissue <30mg

Culture cells <1Xx10°

White blood cells < from 5ml whole blood
For liquid sample <100pl

2 For research use only

HEPR

RD Buffer IR AR AT eI, ATAE37 CORVEINARJL Aol BT P AL PG
DNase Stop Buffert{i i1 UM S AR SRR I AN TR 4%, IFA5 RS
Wash Buffer 7EA{fHIFiE 12 MOR S br2Ebr BHABUIMATCK L8F, FFH5 R

(S

—. AR

D S5EiHR(<30mg). BEFRIME (S1X10°) . MR A 400 (S5ml A1)

La BMIALR: FHEARTEREABKBAT P ASDHE, IW<30mg WM T 175u] RLysis
Buffer 1.5ml B0, JFREHA5].

Lb B4 ( EEGN4L ) 1,500rpm 25,0 Smin, ¥ B3, MO 175ul Rlysis Buffer
FHIRAA

lec M EA: 14 MEMER (Cat#BSAO6M1) ALFI4: MR 40, A 175ul
RLysis Buffer &340,

2. B 350ul RD Buffer JE434F 70°CHL# 4min.

3. F 12,000 rpm 250 10 4380, WREL E3SHEFTAOE . I 200u ToK L, IR
5.

2) R (S1X10°) . MR A4 (<0.3ml &0f) . &, M. mi. BkS%
La #fg: ( HBEEEHAL ) 1,5000pm .0 Smin, 3+ Fi&. A 100ul PBS F&:, i 300ul
RLysis Buffer JRA%],

1.b M3 A 40 4T 40 B SR (Cat#BSAO6M1) AbF4 I 3RA5 E 40, A 300ul
RLysis Buffer RG34,

lc A I3 . M3 KSR REA: 1 100ul ( AN 100ul i PBS #ME £ 100l ),
BN\ 300ul RLysis Buffer Jf/EA 4],

2. A 400u TEAK OB, FFEIREGIRAIA .

T FEARREUERE

1. BCERIBAW (<750uD) #7455 Spin Column, T+ 10,000 rpm B0 1 2304, JE#2:
FEHE BAA

2. [ Spin column fIA 200ul DNase Stop Buffer, 112,000 rpm 25> 30 ¥, Jf72:
RS A
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WAE LR (50T)

RLysis Buffer 15ml

RD Buffer 17.5ml

DNase Stop Buffer 5.0ml(ff FHETIIA 6.5ml LEE )
Wash Buffer 20mlI(fE AT A 30ml ZFE )
RElution Buffer 10ml

Spin Columns 50

URE 14y

& fF 5iskm

& iRl E TR R, AR 24
& ERR Fisk.

e

AT Er L — P AP RE AL IIOR 5 RNA R BGRF &, 7 EH B NS AEEA R
P RF RN RNA. 295648 ] RLysis Buffer AbBEAEA, TN ZHE )5 175 RNA 455 T spin
column, TPk, el /ERITT 53] RNA,

AARF) G AE W 24T, AT LA I A BE 2 AR, 15 20 &5 RNA. alifb i)
RNA FTLLEHH T RNA EA0HT. BEAUARAS . PRSMEHIE. RNA B LR4 34T RT-PCR
3T K cDNA SCIE4% RNA W55

EEXZASH

FEA Amount

AR <30mg

B R4 <1x10°

I3 1 40 <from 5ml whole blood
WAAFEA <100p1

2 LB W& R R

* TG TCEE 1. 5ml B0V RS W 2 Sk * Bl (e KEridi>12, 000rpm)
* JEHEIE/K L BEFIPBS * PERIR AR FNT0°CInAdE g

* LR B -5k L0 4T i 24 (Cat#BSAO6MI)
* T0°C/KIGEE AL (EUKEL)

Apparatus and materials to be prepared by the user

* Sterile 1.5ml microcentrifuge tubes *10ul/100u1/1000ul tips

* microcentrifuge capable of 14,000rpm *70°C water bath ~ * Vortex mixer
* Liquid nitrogen (or ice bath)  * optional: -Me * PBS *Trypsination
*Red Blood Cells Lysis Buffer (Cat#BSA06M1) * Absolute alcohol

Important note

RD Buffer may be precipitated at low temperature, the heated at 37 ‘C for a few minutes, to
restore the clarification.
DNase Stop Buffer Add the alcohol as the volume marked on bottle label and mix well.

Wash Buffer Add the alcohol as the volume marked on bottle label and mix well.
Procedure

I Sample pretreatment

1) For animal tissue(<30mg), culture cells(<1X10°), white blood cells(<from 5ml
whole blood)

1.a Animal tissue: Homogenize the tissue under liquid nitrogen or ice bath, and transfer up to
30mg to a 1.5ml tube which was added 175ul RLysis Buffer. Mix well.

1.b Culture cells: (Detach cells by trypsination), then centrifuge at 1,500rpm for 5min,
discard the supernatant. Add 175ul RLysis Buffer and mix well.

1.c White blood cells: Get white blood cells form whole blood by using Red Blood Lysis

Buffer (Cat# BSA06M1). Add 175ul RLysis Buffer and mix well.

2. Add 350ul RD Buffer, mix well. Incubate in 70°C for 4min. Please overtime for hard
sample.

3. Centrifuge at 12,000rpm for 10min. And Transfer the supernate into a new tube.

Add 200ul alcohol, mix well.

2) For culture cells(<1X10%), white blood cells(<from 0.3ml whole blood), whole blood,
plasma, serum, ascites and so on.

l.a Culture cells: ( Detach cells by trypsination ), then centrifuge at 1,500rpm for 5min,
discard the supernatant. Add 300pul RLysis Buffer and mix well.

1.b White blood cells: Get white blood cells form whole blood by using Red Blood Lysis

3 For research use only
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Buffer (Cat# BSA06M1). Add 300ul RLysis Buffer and mix well.

1.c Whole blood, plasma, serum, ascites and so on: Transfer 100ul sample( If the sample
volumn <100ul, add PBS to 100ul), and add 300ul RLysis Buffer. Mix well.

2. Add 400ul alcohol and mix well.

I Sample extraction operation

1. Transfer the supernate into a Spin Column and centrifuge at 10,000rpm for 60 seconds.
2. Add 200ul DNase Stop Buffer into the Spin Column, centrifuge at 12,000rpm for 30
seconds and discard the flow-through.

3. Add 600ul Wash Buffer into the Spin Column, centrifuge at 12,000rpm for 30 seconds
and discard the flow-through.

4. Add 250pl Wash Buffer into the Spin Column, centrifuge at 12,000rpm for 120 seconds
and discard the flow-through.

5. Transfer the Spin Column to a new1.5ml microcentrifuge tube.

6. Add 50ul RElution Buffer (or RNase-free water pH>7.0) to the central of the membrane;
Incubate at the room temperature for 1 minute.

7. Centrifuge for 1 minute. Remove the Spin Basket and discard. Then the buffer in the
microcentrifuge tube contains the RNA.

The RNA can be applied kinds of tests. Store the RNA at -80°C if not be used immediately.

Troubleshooting

1. We ensure the stability of the Kit should be 24 months in the correct method.

Centrifuge at 12,000rpm at room temperature exception for note. (if possible at4C) .

3. RNA may be impaired by the types of oxidation through the extraction, and the
oxidation leads to low yield or yield unsteadiness, it is more obviously in oxidase
content rich samples. Adding B -Mercaptoethanol into the RLysis Buffer will suppress
the impairment effectively. The ratio is 20pl f-Me/ml RLysis Buffer. After adding f-Me,
the RLysis Buffer should be stored at 4°C.

4. Add the alcohol (as the volume marked on bottle label) to the DNase Stop Buffer and
mix them well.

5. Add the alcohol (as the volume marked on bottle label) to the Wash Buffer and mix them
well.

6. Please wear gloves and clean all tips and Eppendorf tubes with DEPC-ddH,O in order to
avoid RNase contaminant. If conditions permit, please operate in ultra-clean cabinet.

7. The RNA should be stored at 4°C or in the ice bath in order to be used in the
downstream experiment, e.g. RT-PCR; or be stored at -80°C. It is suggest avoiding long
time storage because RNA is extremely easy to be degraded even with any methods. It is
suggested that to store RNA sample in nitrogen or stock buffer in order to ensure purity
of RNA.

4 For research use only

Analysis RNA

Example: HCV Real-time RT-PCR  (Sample HCV concentration: copies/ml)
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