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

INTRODOCT [ON

The eatire procedure for RNA/DNA isalation using RNA-UNA STAT 60 can be
conpleted in tess tham 90 minutes. fThese are the nost effective methods
for isolation of RMA and DNA isolation from the same sample. The
recovery of undegraded RNA and DNA is 0-150X preater than with any
other sethod of RKA/DMA isolatian.

APPLICATION

The total RNA/DNA isofated by RNA-DNA STAT 40 is used {or Nerthern and
Southern analysis, dot-blot hybridization, poly A+ selection, invitre
transtation, RMase protection assay, eolecular cloning, and polymerase
chain reaction from husan, animal, plant without any addstional
RNase/DNase treatment. Xulti-sample processiag is a great advantage of
vsing these simple single seagents. CEucellent recovery of RHA/DNA
pernits the use of this product for isolation of RMA/DMA {row very small
biological samples (biopsies etc.].

REAGENTS SUPPLIED

RNA STAT-60 and DHA STAT-60
Preparation; Ready to use.
Storage: Refrigerate at 2-8°C,

Stability:  Reler to expiration date stamped on
label.

REAGENTS REQUIRED BOT NOT SUPPLIED

Chiotoforn{ACS grade), Isopropanol{ACS grade], and Ethanol(ACS grade).
PROTOCOL,

RNA/uRNA isolation by the RNA-DNA STAT 60 wethod includes the following
steps:

{. Bomogenization  RN& STAT-60

(lal per 50-100mg tissue, oI
5-10 x 10% cells

1. BRA Extraction 1 vol, of honogenate + 0.2

rol. of chiorefora

3. INA Precipitation 0.5 vol. of isopropanel

4, RHA Wash 15¢ ethanel

Onless stated otherwise the procedure is carried out at rooe
temperature.

5.1 HOMOGENIZATION:
4. TISSUES:

Yoeogemized  lissue  samples  im the  RNA  STAT-
60 (1al/50-100mg tissue) in a giass-Tellaz or Pelytron
homogenizer. Sample veluwe shoufd mot exceed 10% of the
voluse of the RNA STAT-4C ysed [or homogenizatien.

B. CELLS:

Cells groewn 1o wonelayer  are  lvsed  directly
in & celture dish by adding the RMA STAT-60 T ™ (1al/3.Sca
petri dish) and passing the cell Iysate severz| times through
a pipette. Cells grown in suspension are sedimented then
lysed in the RNA STAT-60T™(tal per S-10 x 10 cells) by
repetitive p%retting. Yashing cells belore addition of the
TNA STAT-60 "™ should be avoided as this increases the
possibility of wRNA degradation.

§.1  RNA EXTRACTION:

following howogenization, store the  hemogenate
for § minutes at room temperature to permit the complete
dissociation of nucleoprotein compleves. nert, add 0,2al of
chlorafora per fal of the RNA STAT-60 T Mcover the sanple tightly,
shake vigorously for 1S seconds an let it stay ar room tesperature
for 3-3 ninutes. Centrifugate the howogenate at 12,000g (max) for
15 wimates 4°C.  Following centrifugation, the homogenate
separates into two phases: a lower red phesol chlorofore phase
and the colorless upper aqueous phase. RNA remains exclusively in
the aqueous phase whereas DNA and proteins are in the interphase
and organic phase. The voluwe of the aquecus phase is abost 60
of the volune of ENA STAT-60 "“used for homoperization.

5.3 RNA PRECIPITATIOR:

Transfer  the  aqueous phase to o fresh tube end
iz xith isqgropanol. Add 0.5sl of isopropanol per 1 al of the
RNA STAT-60 T Mused [for hosogenizat ion. Store samples &t rooa
temperature for 5-10 minutes and centrifuge at 12,000% {mar.) for
10 wimtes at 4'C.  RNA precipitate (ofter visible before
centrifugation} forms 2 white petiet at the bottow of the tube.



Rewove  supernatant  and  wash  the R pellet  once
vith 75% ethanof by vortexing and subsequent centrifugation at
1,500g (tar.] for § winutes at 4°C. add 2t least Ial of 75

clharol per 1al of the RNA STAT-60 "™used for the injii
honogenization.

AU the ead of the procedure, dry the YA pellet
briefly by air-dryicg or in a vacowa (S-10 wig.|. 1t is ieportant
got to {et the RHA pellet dry coepletely as it will greetly
decrease its selability. Do mot use the Speed-Vac for drying.
Dissolve the RA pellet in water or in §aM EDTA, ph 7, or 0.5% 50
salution. Vortex or pass the pellet 1 few tines through a pipette
tip. A incabation for 10-15 migmtes at 55-60°C wzy be required
to dissalve RNA samples. Diethylpyrocacbonate (DEPC) treated
Rase-ree solutions should be used for solubilization of RMA.

EIPECTED YIELD AND PORITY:
Expected vield of total RMA:

i} Tissees  {yg/ag  tissue):  liver, spleen,  7-10
igi bedney, 34 gg; skeletal wuscles, bramn, I-1.3pg;
placenta I-4 pg,

b Cultured cells (pg/10° cells): epithelial
cells, 10-15 pg, (idroblasts, 5-7 pg.
The [inal preparation of total RMA s

{ree  of
DR& and proteins and has a 260/280 ratio > [.&

HOTES AXD CONENTS:

I For isalation of RNA from a smail aaount of
cells or tissue {1-10ng): homogenize samples in 0.8a] of the
RHA STAT-60 T trausfer the hozogerate to the eppendar{ tube
and follov the isolalion protocol with the exception of the

RRA precipitation which should be carried out for 30 mizotes
a4,

1. Folloving thowogenization  (belote additicn of

chlocoforn] saaples can be stored at -70°C for at least 2
weels.

I M additional  precipitation may  be mecessary
to use RRA isolated by the RRA STAT-60 T Mn enzysatic assays.
Following solubilization, precipitate AN& in the presence of
0.2 K KaCl with two voluwes of ethanol for 15 mimates at 4°C.
The PCR and R¥ase protection assays do ot require this
traditional grecipitation step.

. fand and dust eay be the wajor source of the
Rizse contenination. Ose gloves and keep tubes closed. The

use of sterile, disposable polypropylene tubes is reconsended
threeghout the procedure.

The  RRh  STAT-60"™  contains  peison (phenot]  zqg
irritant (guanidinwa thiocyanate). CAN BE FATAL. ¥hep vorking with
the EN& STAT-60 " yse gloves and eye protection (shield‘ safely

soggles). Do not get on skin or clothing.  4void breathing vapor.
Read alse the warning note on the bottle.

PROTOCOL EOR DMA REVERSE EXTRACTION FRON SAMPLE OSED FOR Ris EXTRACTION

DRA REVERSE EXTRACTION

Renove aquzous layer containing RKA. Add 800ul of ONA STAT-0 teagent
per Inl of RKAzol, RNAtol B or RRA STAT-60 used for the injtia]
horagenization. Aéd 0.7aL of chloroforn per Lal of DNA STAT-60, shate
vigorously for IS secends and let it stay at roow tewperature for 3-)
ninutes. Cenirifuge the hesogenate at 2000g{ain)-12,000g(wax} for 1
rinutes 4oC.  Folloving ceatrifugation the homogenate separates int
tra phases: & lover organic phase and the upper aqueous phase. ON4

resains in the aqueous phase whereas RMA and proteins are in the
interphase and erganic phase.

OHA PRECIPITATIOR

Transler the aquecus phase to 2 [resh tube and eir with 150propanol.
Md C.500 of isopropanol pes lel of the DM& STAT- 60 wsed for
onogenization store saples at roos temperature for - 10 winstes znd
cettrifuge at 12,000g(eax} Tor 10 minutes at {oC. The DA precipitate
forms a swall clear to white pellet at the bottes of the tube.

DHA WASH

Remove supernalant and wash the DNA pellet omce 75% ethagol by
vortering aed subsequent centrifugation at 7,500g (kaxr) for § winutes

at 49C. Add at feast tal of 75% ethanol per lel of the DHA STAT-60
vsed for the initial hozogenization.

At the end of the procedure, dry the oMK pellet
briefly by air drying or in a vacuua (5-10 win.]. Dissalve the DA
peliet in water or in Tax EDT4, pli 7. Vorter or pass the pellet a few

tines through 2 pipette tip. An incubatien for 10-15 winutes at S5-
600C ray be required to dissoive DA sanples,

SPECTAL EANOLING PRECAUTIONS

The OMA STAT-60°C contains an irritant (guanidinion Salts). Can be
fatal.  When working with DNA STAT-60 use gloves 2nd eye protection
(shield, safety goggles). Do cot get on stin or clathing, Avoid
breathing vapar. Read warning note on bottle,
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