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Purification of Radiolabeled RNA Using Sephadex G-15 or G-50
Chromatography

Beong Gyu Yoo - Jong Seok Lee
Dept. of Radiotechnology, Wonkwang Health Science College

We attempted to purify radiolabeled RNA using Sephadex G-15 and G-50 chromatography instead of
commercial RNA purification kit. In the Sephadex G-15 chromatography the major portion of RNA was
eluted in the fractions ranging from 3rd to 5th whereas broad elution profile of RNA was obtained from the
Sephadex G-50 chromatography. The elution profile and purity of RNA obtained from Sephadex G-15
chromatography was very similar to that by commercial RNA purification kit. Furthermore, operating time
required for purification of RNA by Sephadex G-15 was rather smaller than that by commercial kit.

Overall results suggest that the purification of radiolabeled RNA using Sephadex G-15 is more money and

time saving than using commercial RNA purification Kkit,
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1. Sephadex resin2| packing

Sephadex G-15 =& G-50 resin® mini-column®l
column 3¢ ztz} 1/33% 1/10¢ R H2 zZhzt @y
STE (250 mM NaCl, 10 mM Tris, 1 mM EDTA pH
75) buffer® Yol 1083 308 9 zhzt wAse 10
) R 3lo] STE buffer® washingdtd equilibrationdt},
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pGEM-2 recombinant plasmidE HpalZ 293 3 A
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ol A1 15%%F incubation A1Zlthk Phenol % 3 ethanol
JHez dldS AAS B Hd4sE recombinant
plasmid DNAE ZHFFo 59 1 F=7F 1-2 mg/mil
Y22 g} In vitro transcription® $38le transcription
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A 1A)7} incubation 3T},
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Fig. 1. The elution profiles of @ -*P labeled RNA by

Sephadex G-15 or G-50 chromatography

Transcription solution was immediately loaded on
Sephadex G-15(0-0) or G-50(e-e) column equili—
brated with STE buffer, and then eluent was harvested

in each tube.

2 AEsE RNA AA kitel Nensorb
20 chromatography & AF&-3led dojz Aol fFA}slg
(data not shown).
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{57 4 : Sephadex G-15 E= G-50 chromatographyZ 028t
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Fig. 2. An Urea-polyacrylamide gel electrophoretogram
of @ -*P labeled RNA separated from transcription
reaction components by Sephadex G-15 chromatography.
Lane M designates standard RNA marker. The
remaining lanes show unspliced pre-mRNA (lane 1) and
normally spliced products which were obtained from
fraction 3(lane 2), 4(lane 3), 5(lane 4) and subsequently
applied to the splicing reaction.

Arrows designate each splicing product obtained from
normal splicing reaction.

Sephadex G-15 chromatography$t AE3}¥ RNA A
Al kitel Nensorb 20¢] AA A& v¥al B chro-
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Sephadex G-15 chromatography® 7% packing3}
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Table 1. Comparison of solutions and operating time
needed for Sephadex G-15 chromatography with those
for commercial RNA purification kit,

Commercial kit

S dex G-15
ephadex (Nensorb 20*)

packing solution n. n. 50% methanol

equilibration & STE

loading buffer TTE

eluting buffer n. n. 20% ethanol

operating time < 20 min <1hr

* Nensorb 20 resin was obtained from Dupont NEN Co.
(Boston, USA).

STE consists of 250 mM NaCl, ImM EDTA and 10
mM Tris-HCl (pH 7.5).

TTE consists of 10 mM triethanolamine, 1 mM EDTA
and 100 mM Tris-HCl (pH 7.5).

n. n. . not necessary.
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