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Storage: Keep at 4°C, in dark. This product is light sensitive,

I NTRODUCT 0K

The eatire procedure for RNA/DNA isolation using RNA-UNA STAT 60 can be
cozpleted in fess tham 90 winates. These are the wost effective nethods
for isolation of ANA and ONA isolation from the sase sample. The
recovery of undegraded RMA and ONA is I0-150% greater than with any
ather nethod of REA/DNA isolation.

APPLICATION

The total ENA/DNA isolated by ANA-DNA STAT 60 ts used for Northern and
Southern analysis, dot-blot hybridization, poly At selection, invitro
translation, RWase protection assay, solecular cloning, and polymerase
chain resction frow humam, aniwal, plant without any additional
RNase/DNase treatment. MWulti-sample processing is a great advantage of
using these simple single reagents. Excellent recovery of RNA/DNA
pernils the use of this product for 1sofatien of TNA/OHA from very seall
biological samples (biopsies etc.).

REAGENTS SUPPLIED

RKA STAT-60 and ONA STAT-60
Prepatation; Ready to use,
Storage: Relrigerate at 2-5°C.

Stability:  Refer to erpiration date staeped on
{abel.

REAGERTS REQUIRED BUT WOT SOPPLIED

Chlorofora{ACS grade), Isopropanol{ACS grade), and Ethanol{ACS grade).
PROTOCOL

RNA/RNA isolation by the RNA-DMA STAT 60 method inciudes the foflowing
steps:

1. Hosogemization  RNA STAT-6)

(1l per  50-100wg tissue, or
5-10 1 105 cells

1. BNA Extraction | vol. of honogenate + ¢.2

vol. of chloroforn

1. M Precipitation 0.5 vol. of isopropanol

¢, ENA Wash 75% ethanol

Unless stated otherwise the procedure is carried out at roor
tesperature.

5.1 BOMOGENIZATION:

4. TISSUES:

Horogenized  tissue  samples i the  RN&  STAT-
60 {lalf30-100mg tissue) in a glass-Te'len or Polytron
homogenizer.  Sample voluwe should not exceed 10% of the
voiune of the RNA STAT-60 ysed for homogenization.

B. CELLS:

Celis  grosn  in  wmonoleyer are  lysed  directly
in a culture dish by adding the RMA STAT-66T™(1al/3.5cn
petri dish) and passing the cell lysate several times through
2 pipette. Cells grown in suspemsion are sedimented then
lysed in the RNA STAT-60 T (lal per 5-10 x 10° cells) by
tepetitive p;petting. Washing cells before addition of the
RHA STAT-60 "™ should be avoided as this increases the
posgibility of wRNA degradation.

5.2 RNA ETTRACTION:

Follewing  homogenization, store the  howogenate
for 5 winutes at room (eaperature to pernit the complete
dissociation of nucleoprotein complexes. nert, add 0.2al of
chlorofora per Il of the RNA STAT-60 T Meover the saaple fightly,
shake vigorously for 15 secords an let it stay ar room tesperatare
for 2-3 ninutes. Centrifugate the howogenate at 12,000g (max) for
15 wingies 4°C.  Following cemtrifugation, the hoogenate
separates into tvo phases: a lower red phenol chlorofora phase
and the colorless upper aqueons phase. RNA reszins exclusively in
the aqueous phase whereas DNA and proteins are in the interphase
and organic phase. The voluwe of the aqueows phase is shout 60%
of the voluse of RRA STAT-60 " ™used for homogenization.

3.3 RNA PRECIPITATION:

Transfer the aqueous phase to o fresh tebe and
nix ¥ith isqgroganol. 4dd 0.5al of isopropanol par | al of the
RNA STAT-60 " Mused for hosogenization. Store szaples al roos
temperatare for 5-10 minntes and centrifuge at 12,000y (aax.| for
10 winotes at 4°C.  RNA precipitate {often visible before
ceatrifugation) forns a white pellet at the bottow of the tube.



fenove  supernataal  and  wash  the  RWg peliel  once

vith 155 ethanol by vorlexing and subsequent centrifugation at
1,800¢ (eax.] for § minutes at €°C. add 2t least lal of 75%

cthanol per el of the wXa STAT-60 "™used for the initial
honogenitation,

At the end of the procedure, dry the R pellet
briefly by air-fryiag er in 2 vacoun (5-10 win.). It is 1koortant
tol to let the RHA peilet dry completely s it will greatly
decrease its solebility. Do not use the Speed-Vac for drying.
Dissolve the RNA pellet in water or in Lak EOTA, pk 7, or 0.5% SOS
soletion. Vorter or pass the peliet a fev tines through a pipette
Uip. A fncubation for 10-15 simates &t 55-60°C way be required
lo dissolve KA samples. Diethylpyrocarbonate (DEPC) trealed
Rase-[ree solutions should be used for soludilization of RMA.

EIPECTED YIELD AND PURITY:

Erpected yield of (otal RMA:

3] Tissues  (pg/ag  tissue):  liver,  spleen,  1-19

bgi tideey, 30 ug; skeletal muscles, braip, 1-1.5ug;
placenta -4 pg.

bl Cultured cells ({pg/i0® cells): epithelial
tells, 10-15 g, fibsobiasts, 5-7 yg.
The [imal preparation of totai ®MA s

free  of
GHA and proteins and has a 260/280 ratio > 1.8.

KOTES AKD COMMENTS -

L. For 1solation of RMA frox 2 seall amount of
celis or tissue (i-10sg): homogenize sawples in 0.5al of the
RE STAT-60 TN transfer the hocogenate to the eppendor( tube
and {allov the isolation protocol with the exception of the

RHA precipitation which should be carried out for 30 nimates
it O

1. Felloving  homogenization  (before  addition of

chlorofase) sawples can be stored at -70°C for at lesst 2
veeks.

ook afditional  precipitation  may  be necessary
te use RHA isolated by the RNA $TAT-60 TNin eniyaatic assays.
Folloving sofubilization, precipitate RNA in the preseace of
0.2 X RaCl with two volawes of ethanol for 15 mimutes at 4°C.
The PCR and RKase grotectiocn assays do ot require this
tradilional precipitation step.

. fand and dust say be the wajor source of the
Riase contemination. Use gloves and keep tubes closed. The

wse of sterile, dispostble polyprapylene tubes is reconsended
throghout the procedure.

The  RNA  STAT-60™  contains poison  (phenol]  ,q4
trritant {guanidinivs thiocyanate). CA¥ BE FATAL. Wheg vorking with
the ENh STAT-60 T yse gloves and eye protection (shield, salety
gogeles). Do mol get on skin or clothing. Avoid breathing vapor,
Read also the vatning note on the bottle.

PROTOCCL POR DRA REVERSE EXTRACTICK FROK SWKPLE OSED FOR RMA EXTRATICH

OKA REYERSE EXTRACTION

Renore aqueoss layer containing RMA. Add 800l of DHA STAT-0 teageqt
per 1ol of RWAzol, R¥Azol B or RNA STAT-60 used for the initial
hovagenization. Add G.2el of chlorofors per el of CHa STAT-60, shate
tigorously for 1S seconds and fet it stay at roow tesperature far 3-]
vinutes. Centrifuge the howogenate at 2000g{uin]-12,000¢(war) for IS
vinutes 40, Following centrifugation the bowogenate separates into
tro phases: & lover organic phase and the upper aqueous phase. DNA

renains in Lhe aqueous phase whereas RMA and proteios are in the
interphase and organic phase.

DHA PRECIPITATION

Trensfer the aqueous phase to 2 {resh tube and wir with isopropznol.
Add .56l of isopropanc! per {el of the DNA STAT- 60 used for
honogenization store sasples at room tewperature for §-10 winutes agd
centrifuge at [2,000g(ear) for 10 aimutes at 4oC. The N4 precipitate
foros a seall clear to white peliet 2t the bottow of the tube.

OHA BASH

Resove supernafant and wash the ONA pellet once 75% ethanol by
vortexing and subsequent centrifugation at 7,500g (eax) for § wigutes

at 46C. fdd at least tnl of 75% ethancl per inl of the DMA STAT-60
used for the initial hozogenization.

AU the end of the procedure, dry the DMA  pellet
briefly by air drying or in & vacuun (5-10 min.). Dissalve the QNA
pellet in vater or in inm EOTA, ¢ 1. Vorter or pass the pellel ¢ few

ties through  pipette tip. An incubation for 10-15 winutes at §5-
600C 23y be required to dissolve DNA sanples.

SPECIAL BAKDLING PRECAUT 10KS

The DKA STAT-60°%° contains an irritant {guanidinive Salts). Can be
fetal, ¥hen working with OMA STAT-60 use gloves and eye protection
(shield, safety goggles). Do not get o skin o clothing. Avoid
breathing vapor. Read warning note on bottle.
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