BioDynamics Laboratory Inc.

PRODUCT INFOMATIOMN

Product Name: ™ pregain Marker for RNA High
Code Mo, ¢ DA2E05

Range:  Z00-8,000 base
Shze: 90 pl (15 loadings)
Btorage: store at -30 T

. base
Description:
The Um™eke® prociain Marker for RNA High s a visible £.000— —
molecular weight marker for ssEMNA, consisting of six colored
{blue and purple} nucleic acids, The six colored bands (apparent 4,000=
molecular weights are 200, 500, 100, 2000, 4000 and #,000 3 (0 —
bases) arc suitgble for monitoring  densturing  agaross  pel '
electrophoresis and blotting onto membranes, The Pt 1000 — .
Prestain Marker for RNA High shows the same mobility as that of
the "= B High (code # DMI1607 on denaturing agarose S00—
gel electrophoresis (=90 % accuracy. sce table 1 and figure 2). 00—
The "™ precain Marker for RNA High is supplied in a
ready-to-use mixiure without reguiring heating or the addition of
adenaturing agent before use.

Pt ® Prestnlm Marker for RMA High

Storage buffer:
M MOPS (pH 7.0, | M AcOMa, 1 mbd EDTA XM
ng,-ntﬂl 2 ‘::[p 01, 10 i AQla, L m a' Figar |- Ekectropharesis profile of “*“*“* Presiain
Heern Merker for EMA High o6 pl} on 1 %
- 23 M fonmmbdehyde gel /| =
Cuality Coairal: e e

. MIDPS biaffer g5 nunnisg baifer
After 24 brs incubation of the "™ Proctain Marker for RNA

High at 37 T, no visible degradation of the marker is observed
in | % agarose — 2.2 M formaldehvde gel electrophoresis.

Recommended loading vilumes:

T Lowsd virlurme
4~ fH mm 4 -l
=i 1 = pl

Maote:

+  For sccurate electrophoretic determination of molecular weights, the "™ BN A High {code #
DM1607 or "™ RN A Easy Measurement N (code # DM170) should be used.

+  The migration of the ™™™ Procain Marker for RNA High has been optimized 1o use 0.8 —
.5 % of agarose gel concentration (see table 1)

= Particularly avoid freeze — thaw eycle.
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_ base &,000 -
concentration of agarose 8,000 4,000 -
08% 10% 15% 4,000 -
BOO0 base | W5 945 904 '
4000 | 985 1000 922 L0 1,000 -
_ﬁ,. 2000 ld4 1028 1014 1,0
= oo | o34 1032 14 500 Hn
Z 500 | 1064 1020 1031 00 -
20 1027 JiMkOD 1087
1% agarass
Tahle |: Apparent molecular weights as a Figure 1: Electropharesis prafile qfnm‘ﬂ RMA
percentage  compared w0 e High {13 and "™ Preiin Marker
Provabdarke® Bl High (DM 60, for RNA High (2) on 1 % and 1.5 %
o,
Recommended usuge:

The ™™™ procmin Marker for RNA High is suitable for momitoring denaturing agarose gel
electrophoresis and blotting onto membrane, One example 15 shown below:

*Electrophoresis and blotting of "™ ™™ Prestain Marker for RNA High
1} Preparation of 0.8 % agarose — 2.2 M formaldehyde gel

Agarose 0H g
10 = BOPS 10 ml
detonized formaldehyde 15 ml
RMase free water T2ml
tidal 10Kkl

Dissolve the agarose by boiling in a microwave oven, Cool the solution 10 55 C and add 10 ml of
1} = MOPS buffer and 13 ml of delonized formaldehyde. In o fumchood., cost an agarese gel with
alots formed by a d—6 mm comb, Remove the comb, place the gel in the gel 1ank, and add sufficient
I = MOPS mnning buffer to cover toa depth of -1 mm.

21 Loading and electrophosesis,
Thaw the ™™™ Prestain Marker for RNA High completely before use. Lead vour denatured RNA
sarmple and & pl of Dmaddarer® ppociain Marker for RMA High fuse a 46 mm comb) on o a well amd
run the gel using | * MOPS electrophoresis buffer at 4--5 %/ cm.
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3) Transfer the ™™™ Presin Marker for RNA High and RNA from the gel to positively charged
nylon membranes, (see fgure 3 and 4)

3-1} Place the gel in EMNase-free gloss dish, and rinse (for formaldehyde removal} with several changes
of sufficient deromized water 1o cover the gel,

3-2) Add -10 gel volurees of 3 8 MaCl /10 b NaOH (transfer baffer) o the dish and soak for 30
min.

3-1) Cut a picee of nylon membeane slightly larger than the gel. Seak the membrane and two shects of
blotting paper of appropriate size in 10= 88C for at least 5 min.

=4} Place the support {e.g. oblong sponge) in a glass o a plastic dish, Fill the dish with emugh
transfier buffer (soak the support about half-submerged in buffer.).

3-3) Place the pel on the support in inverted position so that it 15 centered on the wet blotting paper.

3-0}) Place the wet nylon membrane on top of the gel, (! notice: Remove air bubbles.)

3-7) Place the wet blodting paper on the top of the wet nylon membrane. (2 motice: Remowve air
bubbles,)

3-8) Cut a stack of paper towels (3-8 cm high), and place the towels on the blotiing papers.

3<03 Put a glass plate on the top of the stack and weight 1 down with an about 200 g wenght,

3= 10) Allow upward transfer of RMA w occur for Thr,

3-11) Transfer the membrane to o gloss tray containimng 6= S5C, and rinse for 5 min.

3-12) Remove the membrane from the 6= 55C and allow excess fluid w drain away. Then dry the

mcmbrane on blotting paper for a fiow minutes.

3<13) Fix the RMNA fo the membrane with a L'Vecrosslinker,

3-14) Cun off the marker lane,

3-15) Carry out northern hybndization,

weight
|
e plags plate
nwlom membrane < paper towel

gel \‘"“--.\,,: e = bloiting paper
transfer buffer : d /
5 —

oo support S~

Figure 3: Upward Capillary Transfer,

ver.l.1

E:’ﬂDynamics Lﬂbﬂl"ﬂfﬂf}l’ Inc. -7 HONGO 2-CHOME BUNEYO-KU, TOKYO1 13-0093 JAPAN

hittpoifwww. biodynamics.co.jp



BioDynamics Laboratory Inc.

PFRODUCT INFOMATION
(1 A2}
Transfer p—
—_—
—
oo o
- ngarose gel - - membrane -

Figure 4: Lefi - Electropharesis profile of ™™™ Prestain Marker for RMA High (1) and
RMA sample (2) on 0.8 % agorose — 2.2 M formaldehyde pel /1 = MOPS
hutter as manning hulter.

Right : Blotcimg of (1) and (3 oo oylon membrang,
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