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17S-ribosomal RNA gene from the hygromycin resistant protozoan Tetrahymena thermophila hmr 3 was cloned on

E. coli vector pBR 322 as part of study to work the 17S-rRNA structure and the mechanism of hygromycin resistance.

The 175-rDNA was inserted into the Hind 11 site of pBR 322. The clones having recombinant plasmid were selected by
the method of colony hybridization with a 17S-rDNA probe of wild type B1868. The orientation of 17S-rDNA insert was
located near the tetracycline resistant gene of pBR 322 in a clone 5-19 with the recombinant plasmid.
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Fig. 1. Isolation of extrachromosomal rDNA.

rDNA was extracted by the hot phenol-cresol me-
thod, runned on 0. 7% agarose gel electrophoresis,
and stained with ethidium bromide. Lane 1, T, Dpn
I marker (Kbp). Lane 2, rDNA of wild type B1868
0.1 ug/ul). Lane 3,rDNA of hmr 3.
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Fig. 2.

(a) Schematic representation of a linear extrach-
romosomal rDNA molecule showing restriction si-
te for Hind I (). This figure is a summary of
data presented by J. Engberg'®.

(b) 17S-rDNA on the 1% agarose gel electrop -
hores, Lane 1, rDNA of wild type B1868. Lane 2
and 6, undigestable rDNA of hmr 3, extracted by
phenol-cresol, and treated with RNase. Lane 3,
molecular weight marker, BRL 1kb ladder. Lane4,
hmr 3 rDNA restricted with Hind I, rDNA was
filtered through Biogel A-50 in advance but not
treated with RNase. Lane 5, hmr 3 rDNA restri-
cted with Hind ][, rDNA was treated with RNase
and filtered through Biogel A-50 in advance. Lane
7, RNA.
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Fig. 3. Autoradiograph of colony hybridization.

Transformants on nitrocellulose filter were hybri-
dized with *?P 17 S~-rDNA probe (107 cpm) of wild
type B 1868 and exposed on Xar-5 film for 3days
at —70°C. Colonies of black dot were selected for
recombinant plasmid.
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Fig. 4. Agarose gel showing Hind [l digested re-
combinant plasmid.

Lane 1, molecular weight marker, BRL 1 Kbladder.
l.ane 2,3,4,5 were restricted with Hind [l from
recombinant plasmids of strains 5-44, 5-19, 5-18,
2-2, respectively. lL.ane 6, wild 17 S-rDNA recom-
binant plasmid, pB-6.Lane 7, vector pBR 322.
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Fig. 5. Orientation position of 17 S-rDNA Insert
of hmr 3.

(a) Diagrams of two possible insertion of 17 S-
rDNA.

(b) Agarose gel showing Bgl Il and Bam HI dige-
sted recombinant plasmid of strain 5-19. Lane 1,
recombinant plasmid (5.6 ug/ul) restricted with
Bgl II (5 u) and Bam HI (10 u). Lane 2, Molecular
weight marker, BRL. 1 Kb ladder.
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