Plant Physiol. (1981) 67, 1185-1189
0032-0889/81/67/1185/05/$00.50/0

Cytokinin-Active Ribonucleosides in Phaseolus RNA.

II. DISTRIBUTION IN tRNA SPECIES FROM ETIOLATED P. VULGARIS L. SEEDLINGS'
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ABSTRACT

The distribution of cytokinin-active ribonucleosides in tRNA species
from etiolated Phaseolus vulgaris L. seedlings has been examined. Phaseolus
tRNA was fractionated by benzoylated diethylaminoethyl-cellulose and
RPC-5 chromatography, and the distribution of cytokinin activity was
compared with the distribution of tRNA species expected to correspond to
codons beginning with U. Phaseolus tRNA”®, tRNAT™®, tRNAT", a major
peak of tRNAF™, and a large fraction of tRNA*" were devoid of cytokinin
activity in the tobacco bioassay. Cytokinin activity was associated with all
fractions containing tRNAS" species and with minor tRNA“" species. In
addition, several anomalous peaks of cytokinin activity that could not be
directly attributed to U group tRNA species were detected.

The cytokinin-active ribonucleosides that occur as constituents
of tRNA molecules appear to be restricted in distribution to those
tRNA species that respond to codons beginning with U, in which
they occur once per molecule at the position adjacent ot the 3'-
end of the anticodon (10, 15, 18). The most detailed investigations
of the distribution of cytokinin moieties with respect to individual
tRNA species have been conducted with tRNA from microbial
sources, but all available evidence concerning cytokinin distribu-
tion in tRNA from higher plant and animal tissues is consistent
with this concept (2, 6, 12, 19-21). Not all tRNA species within
the U group necessarily contain a cytokinin moiety.-For this
reason, the exact distribution of cytokinin moieties with respect to
particular tRNA species may vary in different organisms.

The cytokinin constituents of a number of plant tRNA prepa-
rations have been isolated and identified (10, 15, 18), but infor-
mation concerning the distribution of cytokinins in particular
plant tRNA species is much more limited. The distribution of
cytokinins in wheat germ tRNA species has recently been exam-
ined in our laboratory (20). Cytokinin activity was associated with
wheat germ tRNAS species and a minor tRNA'** species, but all
other wheat germ tRNA species exgected to respond to codons
beginning with U (tRNA®*, tRNA™, tRNA™™, and tRNA™)
were devoid of cytokinin activity in the tobacco callus bioassay.
Cytokinin moieties have been reported to be present in minor
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tRNA'“" species from peas (2, 6) and soybeans (12), but the other
U-group tRNA species have not been examined in these plant
materials. In Euglena (4, 11) and Phaseolus vulgaris (8, 9), the
cytokinin 2-methylthio-N®-(A’-isopentenyl)adenosine has been
identified as a constituent of the corresponding chloroplast
tRNAP" species.

We report here the results of an examination of the distribution
of cytokinins in tRNA species from etiolated Phaseolus vulgaris
seedlings. Etiolated material was selected for this study to mini-
mize the contribution of plastid tRNA species to the distribution
of cytokinin activity and to provide a more direct comparison with
the results obtained earlier for wheat germ tRNA. As in the case
of wheat germ tRNA (20), the distribution of cytokinin moieties
in tRNA species from etiolated bean seedlings appears to be more
restricted than in microbial systems.

MATERIALS AND METHODS

Materials. Seeds of Phaseolus vulgaris cv. Bush Blue Lake 274
were kindly supplied by Asgrow Seed Company. *C-Amino acids
were purchased from New England Nuclear. BD-cellulose* was.
prepared as described by Gillam er al. (7). The RPC-5 column
packing material was purchased from Astro Enterprises, Inc.,
Powell, TN.

Growth of Etiolated Bean Seedlings. P. vulgaris seeds were
planted in vermiculite and grown for 7 days in the dark at 25 C as
previously described (5).

Isolation of Phaseolus tRNA—Crude Phaseolus tRNA was pre-
pared according to the procedures of Murai ez al. (14) as described
previously (5).

Chromatographic Fractionation of Phaseolus tRNA—BD-cel-
lulose chromatography was based on procedures described by
Gillam et al. (7). Crude Phaseolus tRNA was chromatographed
on an unbuffered BD-cellulose column (2.5 X 30 cm) equilibrated
with 0.4 M NaCl. The tRNA sample (3,000 A26o units) was applied
to the column in 75 ml 0.4 M NaCl and eluted with a 3000-ml
linear salt gradient (0.4-1.0 M NaCl). Fractions (20 ml) were
collected at a flow rate of about 1.7 ml/min. The salt gradient was
discontinued at 0.86 M NaCl and the column purged with 1.0 M
NaCl in 15% (v/v) ethanol.

RPC-5 chromatography was based on procedures described by
Pearson et al. (16). Cytokinin-active tRNA fractions recovered
from the BD-cellulose column eluate were chromatographed on
an RPC-5 column (1.27 X 47 cm, packed at 150 p.s.i.) equilibrated
with 10 mm Tris-HCI (pH 7.5) containing 10 mm MgCl;, 1 mm
B-mercaptoethanol, and 0.45 M NaCl. The tRNA samples were
applied to the column in 5 ml of the equilibrating solution and
eluted with a 1,680-ml linear salt gradient (0.45 or 0.50 M NaCl-
0.70, 0.75, or 0.85 M NaCl) in the same buffer solution. The

4 Abbreviations: BD-cellulose, benzoylated diethylaminoethyl cellulose;
KE, kinetin equivalents.
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column was maintained at 37 C and 120 p.s.i. during chromatog-
raphy. Fractions (12 ml) were collected at a flow rate of about 2
ml/min. After most of the tRNA sample appeared to have eluted
from the column, the initial gradient was discontinued and the
column purged with buffer solution containing 1.2 M NaCl

Preparation of Aminoacyl-tRNA Synthetases. All procedures
were performed at 4 C. Etiolated bean seedlings (50 g) were
macerated with a mortar and pestle in 50 ml 10 mm Tris-HCI (pH
7.5) containing 10 mM MgCl,, 40 mm S-mercaptoethanol, and 20%
(v/v) glycerol. The macerate was strained through cheesecloth,
sonicated (Bronwill Biosonic IV, 100% at low setting for 2 min),
and then centrifuged (12,000g, 15 min). The supernatant was
adjusted to pH 7.5 with 0.2 M ammonium hydroxide and recen-
trifuged (27,000g, 1 h). The pellet was discarded and a sufficient
volume of 10% (w/v) streptomycin sulfate added to the superna-
tant to give a final concentration of 2%. The precipitate was
removed by centrifugation (27,000g, 30 min) and the supernatant
made to 75% saturation with ammonium sulfate. The precipitated
protein was recovered in one tube by repeated centrifugations
(27,000g, 30 min) and then suspended in 3.5 ml 10 mm KH;PO,
buffer (pH 7.5, HsPO,) containing 1 mm B-mercaptoethanol and
2 mMm EDTA. Any undissolved solids were removed by centrifu-
gation (27,000g, 30 min), and the resulting supernatant was applied
to a Sephadex G-25 column (1.5 X 60 cm) equilibrated with the
same buffer. The column eluate was collected in 4-ml fractions,
and the five fractions containing the highest concentration of
protein were pooled, mixed with an equal volume of glycerol, and
stored at —20 C. The activity of some of the aminoacyl-tRNA
synthetases declined noticeably after a few days in storage, and
amino acid acceptor assays were performed as quickly as possible
after the enzyme preparation was obtained. The crude synthetase
preparation was diluted 1:1 (v/v) with 8 mm DTT immediately
before use in amino acid acceptor assays. In the case of serine
acceptor assays, the enzyme-DTT mixture was preincubated at 30
C for 30 min immediately prior to use.

Amino Acid Acceptor Assays. Aminoacylation reactions cata-
lyzed by the Phaseolus synthetase preparation were inhibited by
NaCl concentrations equivalent to those present in chromato-
graphic. fractions from the BD-cellulose and RPC-5 columns.
Therefore, tRNA was precipitated from an aliquot part (0.5 ml)
of each column fraction by the addition of 0.1 volume 0.6 M MgCl,
and 2.5 volumes of cold ethanol (17). The precipitated tRNA was
allowed to stand at —20 C for 24 h and then recovered by
centrifugation (27,000g, 30 min). Each pellet was redissolved in
0.5 ml distilled H,O. The tRNA samples obtained in this manner
were used to assay for amino acid acceptor activities.

Aminoacylation reactions were carried out in 0.1 ml reaction
volumes containing the components listed in Table 1. Each reac-
tion volume was prepared from 50 ul of a concentrated assay
mixture (containing the components listed in Table I at twice the
concentrations specified there), 25 ul of the appropriate tRNA

Table 1. Concentration of Acceptor Assay Components in Final Reaction

Volumes
[**C}Amino :
Acid .1 TIPS CPH oy, ATP KCl  DTT*
uCi/0.1 ml)
mM

Cys 50 25 s 0 3
Leu 100 10 10 0 I
Phe 100 10 s 50 1
Ser 50 10 s 0 1
Try 100 10 5 0 1
Tyr 50 10 5 0 1

® These values include the DTT contributed to the reaction volumes by
the synthetase preparation after dilution with DTT solution.
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sample, and 25 pl of the aminoacyl-tRNA synthetase preparation
diluted with DTT as described above. ATP was neutralized (pH
7.5) before incorporation into the assay mixtures. The reaction
volumes were incubated at 30 C for 60 min except in the case of
serine acceptor assays, in which they were incubated for 120 min.
At the end of the incubation period, 50-ul aliquots were removed
and applied to 2.3-cm-diameter Whatman 3MM filter paper discs
(serine, leucine, and phenylalanine acceptor assays) or to 2.4-cm-
diameter Whatman GF/C glass fiber discs (cysteine, tryptophan,
and tyrosine acceptor assays). The discs were immediately placed
in cold 10% (w/v) trichloroacetic acid (10 ml/disc) and kept in
this solution until 10 min after the last disc in an assay series had
been collected. The discs were then washed with a fresh volume
of 10% trichloroacetic acid (10 ml/disc, 10 min) followed by three
washes (5 min each) with cold 5% trichloroacetic acid (5 ml/disc)
and two washes (10 ml/disc, 10 min and 5 ml/disc, 5 min) with
cold Hokin’s Reagent (125 ml of glacial acetic acid and 1.6 ml of
10 N NaOH diluted to 2 liters with ethanol). The discs were dried,
placed in scintillation vials with 5 ml of a toluene-based scintilla-
tion fluid (Omnifluor, New England Nuclear), and counted in a
Packard model 2405 scintillation counter. Counting efficiencies
were determined by applying known amounts of *C-amino acids
to filter discs.

Determination of Cytokinin Activity. The cytokinin activities of
tRNA fractions were determined in the tobacco callus bioassay
(13). The tRNA samples were recovered from the column eluates
by precipitation with MgCl, and ethanol as described above for
the acceptor assay samples. The sample size used for bioassay
varied from 20% of the tRNA recovered from appropriately
pooled column fractions (BD-cellulose fractionation) to 50% of
the RNA recovered (RPC-5 fractionations). All bioassay samples
were acid hydrolyzed in 5 ml1 0.1 N HC1 (100 C, 45 min) prior to
bioassay. The neutralized hydrolysates were incorporated into 100
ml RM-1965 medium containing 2 mg/1 indole-3-acetic acid and
tested in 5-fold serial dilutions in the tobacco bioassay as described
by Armstrong et al. (1). Cytokinin activities are expressed as
Microgram Kinetin Equivalents defined as the ug of kinetin (6-
furfurylaminopurine) required to give the same growth response
as the test samples under the specified bioassay conditions.

RESULTS

BD-Cellulose Chromatography of Phaseolus tRNA. Crude Phas-
eolus tRNA was fractionated by chromatography on BD-cellulose
(Fig. 1). The elution profile of cytokinin activity was compared
with the distribution of tRNA species expected to correspond to
codons beginning with U (tRNA®", tRNA™", tRNAF" tRNAS,
tRNA™®, and tRNA™"). The cytokinin activity eluted in the latter
half of the salt gradient (pooled fractions V, VI, VII, and VIII)
and in the salt-ethanol purge (pooled fraction IX). All of the
cysteine and tryptophan acceptor activity eluted early in the salt
gradient, in fractions that were inactive in the tobacco bioassay. A
portion of the leucine and tyrosine acceptor activity also eluted in
fractions devoid of cytokinin activity. Serine and leucine acceptor
activities were present in all of the cytokinin-active fractions. The
other U group acceptor activities associated with the cytokinin-
active regions of the elution profile included the phenylalanine
acceptor activity, which eluted in the salt-ethanol purge region of
the profile, and a peak of tyrosine acceptor activity (pooled
fraction V).

RPC-5 Chromatography of Phaseolus tRNA Fractions. The
cytokinin-active tRNA fractions (V, VI, VII, VIII, and IX) re-
covered from the BD-cellulose column were rechromatographed
on RPC-5 columns, and the elution profiles for cytokinin activity
again compared with the distribution of the appropriate amino
acid acceptor activities.

RPC-5 chromatography of BD-cellulose fraction V (containing
tyrosine, leucine, and serine acceptor activities) gave the elution
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F1G. 1. BD-cellulose chromatography of crude P. vulgaris tRNA. De-
tails of chromatographic procedures are described under “Materials and
Methods.” Fractions were pooled as indicated (I-IX) for analysis of
cytokinin activity. Cytokinin activity is expressed as Microgram Kinetin
Equivalents (ug KE).

profiles shown in Figure 2. All of the cytokinin activity was
associated with a complex peak of tRNAS" and was completely
separated from the peaks of tRNA™” and tRNA™".

The RPC-5 fractionation of BD-cellulose fraction VI (contain-
ing serine and leucine acceptor activities) is shown in Figure 3.
Single peaks of serine and leucine acceptor activity eluted early in
the profile and were almost completely separated from each other.
The cytokinin activity was coincident with the tRNAS" peak.

RPC-5 fractionation of BD-cellulose fraction VII (containing
serine and leucine acceptor activities) gave a single peak of leucine
acceptor activity that eluted prior to the cytokinin activity (Fig.
4). Cytokinin activity was associated with a complex tRNA>"
peak, but a considerable portion of the cytokinin activity eluted
prior to the serine acceptor activity and was not associated with
either the U group acceptor activities present in BD-cellulose
fraction VIIL.

RPC-5 chromatography of BD-cellulose fraction VIII (contain-
ing serine and leucine acceptor activities) is shown in Figure 5.
Cytokinin activity was distributed throughout the elution profile
and was present in all fractions containing leucine and serine
acceptor activities. In addition, a significant amount of cytokinin
activity eluted late in the salt gradient and in the high salt purge
region of the elution profile where U group tRNA species were
not detected.

RPC-5 chromatography of BD-cellulose fraction IX (containing
serine, leucine, and phenylalanine acceptor activities) is shown in
Figure 6. Cytokinin activity was distributed throughout the elution
profile. Two major peaks of activity eluting late in the salt gradient
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FRACTION NUMBER

F16. 2. RPC-5 chromatography of BD-cellulose fraction V tRNA.
Fractions were pooled as indicated (V-1-V-9) for analysis of cytokinin
activity.

and in the high salt purge region of the profile were not associated
with acceptor activity corresponding to any of the U group tRNA
species. Minor peaks of leucine acceptor activity were distributed
throughout most of the elution profile. Most of the serine acceptor
activity eluted near the front of the elution profile and overlapped
major and minor peaks of phenylalanine acceptor activity. Re-
chromatography of fraction IX-2 on RPC-5 at pH 5 (not shown)
separated the serine acceptor activity from the major peak of
phenylalanine acceptor activity. Cytokinin activity was coincident
with the tRNAS" peak. The tRNAP™ peak was inactive in the
tobacco bioassay. .

DISCUSSION

The distribution of cytokinin-active ribonucleosides in tRNA
species from etiolated P. vulgaris seedlings appears similar to that
in wheat germ tRNA (20) in the sense that most of the tRNA
species that correspond to codons beginning with U do not contain
cytokinin moieties. Thus, as in the case of wheat germ tRNA,
Phaseolus tRNA fractions containing tRNA®®, tRNAT™,
tRNA™, a major peak of tRNA®™, and a large part of the
tRNA'*" activity were devoid of cytokinin activity in the tobacco
bioassay. (The tRNA"" peaks that were inactive in the tobacco
bioassay may represent tRNA'" species that repond to leucine
codons beginning with C.) In both wheat germ tRNA and the
Phaseolus tRNA preparation examined here, cytokinin activity
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F1G. 3. RPC-5 chromatography of BD-cellulose fraction VI tRNA.
Fractions were pooled as indicated (VI-1-VI-7) for analysis of cytokinin
activity.

was associated with all tRNA fractions containing serine acceptor
activity. Similarly, the tRNA preparations from both plant sources
contained minor tRNA" species that chromatographed in cyto-
kinin-active regions of the column elution profiles.

The distribution of cytokinin activity observed here differs from
that reported for wheat germ tRNA in the sense that cytokinin
activity was detected in Phaseolus tRNA fractions that did not
contain acceptor activities corresponding to U group tRNA spe-
cies. The most likely explanation for this anomalous distribution
of cytokinin activity would appear to be the presence of either
fragments or intact isoacceptors of U group tRNA species that
were not aminoacylated in the acceptor assays. If the Phaseolus
tRNA preparation contained tRNA species of etioplast origin, the
corresponding plastid aminoacyl-tRNA synthetases may have
been inactive under the assay conditions used here or not present
at this particular stage of plastid development. The alternative
possibility, that some of the cytokinin moieties present in plant
tRNA preparations occur in tRNA species other than those that
rcspond to codons beginning with U, cannot be completely ex-
cluded. Such a result would not be entirely without precedent.
The reported occurrence of N-[N-(9-B-p-ribofuranosylpurin-6-
yl)carbamoyl]threonine in tRNA™" from rat liver and silk worm
has been reported (3). In prokaryotic systems, this hypermodified
nucleoside is restricted to tRNA species that respond to codons
beginning with A (10, 15, 18).

We have not yet examined the distribution of cytokinin-active
ribonucleosides in tRNA species from green plant tissues, where
chloroplast tRNA species might be expected to constitute a sig-
nificant proportion of the total tRNA 6population. The identifica-
tion of the cytokinin 2-methylthio-N°-(A%-isopentenyl)adenosine
as a constituent of the chloroplast tRNA®™ species from Euglena
(4, 11) and P. vulgaris (8, 9) suggests that the distribution of
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FiG. 4. RPC-5 chromatography of BD-cellulose fraction VII tRNA.
Fractions were pooled as indicated (VII-1-VII-8) for analysis of cytokinin
activity.
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F16. 6. RPC-5 chromatography of BD-cellulose fraction IX tRNA.
Fractions were pooled as indicated (IX-1-IX-8) for analysis of cytokinin
activity.

cytokinin moieties in plastid tRNA species may be similar to that
in bacterial systems, where most of the tRNA species that respond
to codons beginning with U contain cytokinin residues. However,
on the basis of the results obtained for tRNA from etiolated P.
vulgaris seedlings and in the case of wheat germ tRNA (20) the
distribution of cytokinin moieties in cytoplasmic tRNA species
from plant tissues appears to be restricted within the U group to
tRNAS" and minor tRNA'" species.

10.

11.

17.

18.

19.

20.

21.

LITERATURE CITED

. ARMSTRONG DJ, F Sk00G, LH KIRKEGAARD, AE HaMPEL, RM Bock, I GILLAM,

GM TeNER 1969 Cytokinins: Distribution in species of yeast transfer RNA.
Proc Natl Acad Sci U S A 63: 504-511

. BaBcock DR, RO Morris 1973 Specific degradation of a plant leucyl transfer

ribonucleic acid by a factor in the homologous synthetase preparation. Plant
Physiol 52: 292-297

. BramBiLLA R, H R0GG, M STAEHLEIN 1976 Unexpected occurrence of an

aminoacylated nucleoside in mammalian tRNA"". Nature 263: 167-169

. CHANG SH, CK BruM, M SILBERKLANG, UL RAJBHANDARY, LI HECKER, WE

BARNETT 1976 The first nucleotide seq of an organelle transfer RNA:
chloroplastic tRNA™*. Cell 9: 717-723

. EDWARDS CA, DJ ARMSTRONG, RW KalIss-CHAPMAN, RO MoRrris 1981 Cyto-

kinin-active ribonucleosides in Phaseolus RNA. 1. Identification in tRNA from
etiolated P. vulgaris L. seedings. Plant Physiol 67: 1181-1184

. EINSET JW, S SWANINATHAN, F Sk00G 1976 Ribosyl-cis-zeatin in a leucyl

transfer RNA species from peas. Plant Physiol 58: 140-142

. GILLAM I, S MILLWARD, D BLEW, M VON TiGERSTROM, E WIMMER, GM TENER

1967 The separation of soluble ribonucleic acids on benzoylated diethylami-
noethylcellulose. Biochemistry 6: 3043-3056

. GUILLEMAUT P, G KEITH 1977 Primary structure of bean chloroplastic tRNA™".

Comparison with Euglena chloroplastic tRNAF*. FEBS Lett 84: 351-356

. GUILLEMAUT P, R MARTIN, JH WEIL 1976 Purification and base composition of

a chloroplastic tRNA™ from Phaseolus vulgaris. FEBS Lett 63: 273-277
HaLL RH 1970 N%A%Isopentenyl)adenosine: chemical reactions, biosynthesis,
metabolism, and significance to the structure and function of tRNA. Prog
Nucleic Acid Res Mol Biol 10: 57-86
Hecker LI, M UzieL, WE BARNETT 1976 Comparative base compositions of
chioroplast and cytoplasmic tRNAP*'s from Euglena gracilis. Nucleic Acids
Res. 3: 371-380

. LesTeER BR, RO Morris, JH CHERRY 1979 Purification of leucine tRNA isoac-

cepting species from soybean cotyledons. II. RPC-2 purification, ribosome
binding, and cytokinin content. Plant Physiol 63: 87-92

. LinsmaIER E, F Sk0oG 1965 Organic growth factor requirements in tobacco

tissue cultures. Physiol Plant 18: 100-127

. MuRAI N, DJ ARMSTRONG, F Sk00G 1975 Incorporation of mevalonic acid into

ribosylzeatin in tobacco callus ribonucleic acid preparations. Plant Physiol 55:
853-858

. NISHIMURA S 1972 Minor components in transfer RNA: their characterization,

localization, and function. Prog Nucleic Acid Res Mol Biol 10: 49-86

. PEARSON RL, JF WEiss, AD KeLMERs 1971 Improved separation of transfer

RNAs on polychlorotrifluoroethylene supported reversed phase chromatogra-
phy columns. Biochim Biophys Acta 228: 770-774

Razzerr WE 1963 The precipitation of polyribonucleotides with magnesium
salts and ethanol. J Biol Chem 238: 3053-3057

Sk00G F, DJ ARMSTRONG 1970 Cytokinins. Annu Rev Plant Physiol 21: 359-
384

STAEHELIN M, H RoGG, BC BAGULEY, T GINSBERG, M WEHRLI 1968 Structure
of a mammalian serine tRNA. Nature 219: 1363-1365

STRUXNESS LA, DJ ARMSTRONG, I GiLLAM, GM TENER, WJ Burrows, F Sk00G
1979 Distribution of cytokinin-active ribonucleosides in wheat germ tRNA
species. Plant Physiol 63: 35-41

WHITE BN, R DUNN, I GiLLaM, GM TENER, DJ ARMSTRONG, F SkooG, CR
FRIHART, NJ LEONARD 1975 An analysis of five serine transfer ribonucleic
acids from Drosophila. J Biol Chem 250: 515-521



