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

I NTRODOCTIOK

The entire pracedure for RKA/ONA isolation wsiag RMA-ONA STAT 60 can e
coapleted in less than 90 minutes. These are the nost effective methods
for isolation of RMA and DHA isolation [rom the same sample. The
recovery of undegraded RNA and DHA is 30-130% greater than with agy
other nethod of RKA/DNA iselation.

APPLICATION

The total RNA/ONA isofated by RNA-DKA STAT 60 is used far Worthern and
Southern analysis, dot-blot hybridization, poly At selection, invitro
transiation, RNase protection assay, molecular cloming, and polymerase
chain resction from husan, animal, plant without any additional
RNase/DNage treatment. Multi-sample processing is 2 great advantage of
ysing these simple single reagents. FExcellent recovery of RNA/ONA
peruits the use of this product for isolation of RHADYA from veey ssall
biological samples (bicpsies etc.).

REAGENTS SOPPLIED

RNA STAT-60 and ONA STAT-60
Preparation: Ready te use.
Storage: Relrigerate at 2-8'C.

Stability:  Refer to expiration date stanped on
latel.

REAGENTS REQOIRED BOT WOT SUPFLIED

Chloroforn(ACS geade|, tsopropanof(4CS grade), and Ethanol(ACS grade).
PROTOCOL

RNA/aRNA isolation by the RNA-DNA STAT 60 method incfudes the following
steps:

|. Bosogenizalion  RNA STAT-60

(1al  per 50-100mg tissue, of
5-10 1 10° cells

1. ERA Extraction 1 vol. of homogenate + 0.2

vol. of chloroforn

1. KA Precipitation 0.5 vol. of isopropanol

4. TNA Vash 3% ethanel

Unless stated othecwise the procedure is carried cut at roee
teaperature.

5.1 BOMOGENIZATION:

k. TISSUES:

foeogenized  lissue  sawples  in rhe QN4 STAT-
60 (1al/50-100mg tissue! ic & glass-Teflon or Polytrom
homogerizer. Sample voluwe should mot erceed 10% of the
yaigae of the RNA STAT-80 ysed for homogenization.

B. CELLY:

Tells  grown  in wonolayer  are  lvsed  directly
in a culture dish by adcing the RNA STAT-6¢ ™ ™{1al/3.5ca
petri dish) and gassing Lhe celt lysate several tiwes through
2 pipette. Cells grown in suspension are sedimented then
lysed in the RN& STAT-60 T™({1nl per 5-10 1 10° cells} by
Tepetitive p%getting. Vashing cells before addition of the
A STAT-60 T should be avoided as this increases the
passibitity of nRNA degradation.

§.2 RMA ETTRACTION:

Fallowing howogenization, store the homopenate
for 5 winutes at room temperature to permit the complete
dissociation of nueclegprotein complexes. next, add 0.2l of
chloroforn per Inl of the RNA STAT-60 T "cover the sanple tightly,
shake vigorousiy for 15 seconds am let it stay ar room temperatare
for 2-3 minutes. Centrifugate the howogenste 1t 12,0008 (sar) for
15 nimstes 4°C.  Foltowing centrifugation, the homogenate
separates into two phases: & lower red phesol chlorofors phase
and the colorless upper aqueous phage. RMA remains exclusively in
the aquecus phase whereas DNA and proteins are in the interphase
and organic phase. The volume of the squeous phase is abent 60X
of the voluse of BNA STAT-60 T “used for hosogeaization.

5.3 INA PRECIPITATION:

Trapsfer the aqueous phase to a fresk tube end
wix vith isqFropanol. Ad 0.5l of isopropanol per 1 al of the
RNA STAT-60 " Mused for hosogenization. Store samples 3t roon
teaperatore for 5-10 winates and centrifuge at 12,000g (nar.} for
10 ainutes at 4°C.  RMA precipitate {often visible before
centrifugation) forws 2 white pellet at the bottox of the tube.



Rewove  supesmatant  and  wash  (he  RNA  pellet  once
vith 15% ethanol by vortering and subsequent ceptrifugation at
1,500g (2ar.) for § wioutes at 4'C. #dd 2t lesst lal of 75

ethanot per {nl of the RRA STAT-60 "™ used for the initizl
honogeaization.

M the exd of the procedure, dry the R¥A pellet
briefly by aie-drying or in 2 vacawm (S-10 win.}. 1L is inportant
tot to let the RKA pellet dry completely as it will greztly
decrease its solobility. Do mot use the Speed-Vac for drying.
Dissalve the RHA pellet in vater or in 1ak EOTA, pi 7, or 0.5 $05
solution. Vorter ar pass the pellet a few tines through a pipette
tip. An iccubatios for 10-15 mimates at S5-60°C 13y be required
to dissolve RMA sasples. Diethylpyrocarbonate {DEPC| treated
RHase-[ree solutions should be used for solubilization of RHA.

EIPECTED YIELD &KD PORITY:
Erpected yield of total RMA:

al  Tissees  (pg/wg  tissve):  liver,  spleen, 1-10
ugi kidney, 3-4 yg; skeletal wuscles, brain, 1-1.3pg;
placenta |-4 yg.

b Cultured cells  [pg/10% celis): epithetial
cells, 10-15 g, [itreblasts, 5-7 u.
Toe  [inal preparation of total RMA is (ree of

DiA and proteins and has a 1607280 satin > 1.8.

KOTES 4ND COMGENTS:

I For isolation of RNA fron 2 smalt amount of
cells or tissue (1-10ug}: homagenize saeples in 0.811 of the
RNA STAT-60 T transfer the hogogenate te the eppendorf tube
and {ollov the isolation protocol with the exception of the

RRA precipitation whick should be carried out for 30 mingtes
at 4°c,

1. Tollowing homogenization  (before  addition of

chiorofora} samples can be stored at ~10°C for at least 2
weels,

ok additional  precipitation sy be necessary
to ese RA isolated by the REA STAT-60 T "in entyratic assays.
Folloving solubilization, precipitate RNA in the presence of
0.2 K KaCL with tvo voluses of ethanol [or 15 migates at 4°C.

The PCR ard RMase protection assays do got require this
traditional precipitation step.

. Hand and dust ey be the wajor source aof the
Rlase contasination. Use glaves aad keep tubes closed, The

use of sterile, disposable polypropylene tubes is recounended
throughout the procedure.

The  RMA  STAT-60™ contains  poison {phenot)  4nq
irritaat (guanidisie thiocyanate). CAN BE FATAL. ¥hen vorking vith
the RRA STAT-60 "™ use gloves and eye protection (shield, safety
gogales). Do nol et on skin or clothing., Avoid breathing vapor,
Read also the warning note on the bottle.

PROTOCDL FOR UKA REVERSE EXTRACTICN FROK SANPLE USED FOR RNA Ermoacyoy

[R4 REVERSE EXTRACTION

Renove aqueeus laver containing RNA. Add 800ul of DHA STAT-60 reagent
per lal of MAzel, RWAzol B or RNA STAT-60 used for the initial
honogenization. 4dd 0.2ab ef chiorofora per [al of GHa STAT-60, shate
vigorously for 15 seconds and let it stay &t roow tenperature for 3-3
rinates. Ceatrifuge the howogenate at 2000g(nin)-12,000g(nar} for 15
vinutes 40C. Folloring centrifugation the hosogenate separstes into
tvo phases: a lower organic phase and the apper aqueous phase. DiA

resains in the aqueous phase whereas RNA and proteiss are in the
interphase and organic phase.

DNA PRECIPITATION

Transfer the aqueous phase to 2 fresh tube and wir with 150prapaned .
Add €501 of isopropanol per lel of the DHA STAT- 60 used for
henogenization store samples at roos teperature for 5-10 winutes and
ceatrifuge at 12,000g(eax) for 10 winutes at 4oC. The DNA precigitate
fores a swall clear to white pellet at the bottow of the tube.

DHA WASH

Remove supernafant and wash (he DNA pellet once 5% ethanol by
vortexing and suhsequent centrifugation at 17,500g {sar) for § wimutes

at 40C. Add at least 1l of 75% ethanol per lel of the DHA STAT-§0
vsed for the initial homogenization.

At the end of the procedure, dry the DKA  pellet
briefly by air drying or in a vacuna (5-10 min.). Bissolve the DNA
pellet in water or in xe EOTA, A 7. Vortex or pass the peliet 2 lew
tines through 2 pipette tip. An incubation for 10-15 winutes at S5-
60C nzy be required to dissolve DR4 sauples.

SPECTAL HANOLING PRECAUTIONS

The ONA STAT-60%° contains an ieritant (guaaidinion Salts). Can be
fatal.  ¥hen working with DNA STAT-60 use gloves and eye protectioa
(shield, salety goggles). Do not get oz skin er clothing. Avoid
breathing vapor. Read warning note og battle.
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