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Abstract

This communication reports the characteristics of the mechanism of highly specific tRNAF™ cleavage, which occurs in the anti-
codon loop in the presence of aminoglycoside antibiotic—neomycin B. The data prove that the cleavage requires previous depuri-
nation of the polynucleotide chain at position 37, which is occupied by a hypermodified guanine base—wybutine. The results suggest
that the phenomenon, previously considered as selective with respect to the presence of tRNA hypermodification, may concern far

more RNA molecules, namely the ones carrying abasic sites.
© 2005 Elsevier Inc. All rights reserved.
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The three-dimensional structure of yeast phenylala-
nine transfer RNA is well established [1] and thus this
molecule has often been employed in the studies of inter-
actions of xenobiotics or metal-based compounds with
RNA. Interactions of divalent metal cations have been
proved to be essential for stabilization of tRNAP™ ter-
tiary structure [2]. In particular, charge neutralization
by a polyvalent cation (i.e., Mn(II) or [Co(NH3)e'")
promotes the formation of U-turn fold of tRNAFP
[3]. On the other hand, some metal ions, for example,
Mg(11), Pb(II), Eu(Il) or Mn(II), exhibit high cleavage
efficacy towards the D-loop of this molecule [4,5].

The tRNAP" has also been proven as a target for
aminoglycoside antibiotics [6]. In our recent studies,
we have obtained the data concerning its specific cleav-
age induced by several aminoglycosides as well as their
copper(Il) complexes [7-9]. This process occurred spe-
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cifically at a hypermodified nucleoside present in the
anticodon loop, at Y37, and was claimed to be depen-
dent on its presence [9]. However, specific pretreatment
of tRNAP"™ may lead to the Y-base (wybutine) excision
[10,11]. The removal of wybutine is responsible for the
conformational changes, which take place in the tRNA
structure [11,12]. The newly formed abasic site may also
favor interactions with antibiotics or other agents, what
was not taken into account in the previous studies on
aminoglycoside-induced tRNA cleavage [6-9].
Depurination is a common DNA lesion that arises
spontaneously or by repair of oxidatively modified bases
in order to avoid promutagenic alterations. The amount
of abasic sites increases with age and is strongly depen-
dent on base excision repair activity [13]. The role of me-
tal ions and their complexes in the initiation of
depurination processes is well substantiated. Among
several DNA cleavage products, free bases were present
in the case of iron, copper or ruthenium complexes, as
well as antibiotics like neocarzinostatin or bleomycin
[14,15]. Action of the latter was subjected to in-depth
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analysis and reviewed, drawing attention also to depuri-
nation mechanisms [16,17]. Formation of the abasic sites
has been recognized as a source of errors in DNA syn-
thesis [18], as a trigger for strand scission under alkaline
conditions or in the presence of lyases [19] and even was
implied in mechanisms of spontaneous human cancers
[20]. Apurinic/apyrimidinic sites in DNA are primarily
important targets for apurinic/apyrimidinic endonucle-
ases (AP-endonucleases) [21].

Contrary to DNA, RNA has rarely been examined
with respect to abasic site formation within its molecules.
Some ribosome-inactivating proteins show activity to-
wards depurination of yeast rRNA [22] or synthetic oli-
goribonucleotides [23]. Similar behavior has been
observed during the studies of HIV RNA, yeast ribo-
somal RNA or luciferase mRNA depurination by se-
lected antiviral proteins [24-26]. Another protein, ricin,
exhibits cytotoxic activity by interaction with the ribo-
some to catalyze depurination reaction [27]. tRNAP
as well as its chemically modified derivatives or tRNAF"®
mutants have also been the objects of investigations in
this field. Their structure—function mapping by rhodium
complex reveals that specific chemical modification of
tRNAPP promotes selective depurination [28].

A multitude of stimuli that are able to trigger off nu-
cleic base loss make this issue significant and worth con-
sidering, especially from a pharmacological point of
view, since an abasic site may attract antibiotics to
induce polynucleotide strand breakage.

Materials and methods

Procedure for Y-base removal from tRNAT". Yeast tRNAFP®
(Sigma Chemical) was labeled at its 5’ end using [y->>P]JATP and
polynucleotide kinase in standard conditions and purified by poly-
acrylamide gel electrophoresis. Subsequently, the 3*P-labeled RNA
(2.5 10° c.p.m.) was supplemented with tRNA carrier to a final RNA
concentration of 4.5 A,¢o U/ml, incubated in 50 mM ammonium for-
mate, pH 2.85, for 4 h at 37 °C, and precipitated with ethanol. The
pellet was dissolved in buffer A: 0.3 M NaCl, 10 mM MgCl,, and
10 mM sodium acetate, pH 4.5. The RNA was loaded onto a small
column with BD-cellulose, which had been equilibrated with 10 col-
umn volumes of buffer A. tRNA(—Y) was eluted from the column
with buffer B: 1.0 M NaCl, 10 mM MgCl,, and 10 mM sodium acetate,
pH 4.5 [10-12]. Finally, tRNAT"(—Y) was ethanol precipitated in the
presence of 1 ul of glycogen (10 mg/ml) and dissolved in sterile water.

Analysis of tRNAT"(—Y) cleavage reactions. Cleavage reactions of
tRNAP(—Y) (ca. 60,000 c.p.m., 0.1 uM RNA in 40 pl reaction vol-
ume) induced by neomycin B (Sigma Chemical) and its copper(II)
complexes (0.1-100 pM) were performed in 50 mM sodium phosphate
or Tris buffers at pH 7.4, at 37 °C. The reactions were terminated by
mixing their aliquots with equal volumes of 8 M urea/dyes/20 mM
EDTA solution and freezing the samples on dry ice. Subsequently, the
cleavage products were analyzed on 15% polyacrylamide, 7 M urea
gels. Electrophoresis was performed at 1500 V for 3 h, followed by
autoradiography at —80 °C with an intensifying screen. For quanti-
tative analysis the gels were exposed to phosphorimaging screens and
quantified using a Typhoon 8600 Imager with Image-Quant software
(Molecular Dynamics).

In order to assign the cleavage sites, products of cleavage reaction
were run along with the products of alkaline degradation and limited
T, nuclease digestion of **P-labeled tRNAP". The alkaline hydrolysis
ladder was generated by incubation of tRNAF' with 5 volumes of
formamide/2 mM MgCl, in boiling water for 10 min. Partial T,
nuclease digestion was performed in denaturing conditions (50 mM
sodium citrate, pH 4.5, 7M urea) with 0.1 U of the enzyme. The
reaction mixture was incubated for 10 min at 55 °C.

To determine the cleavage rate reaction aliquots were taken at
specified time points, quantified after electrophoretic separation, and
subsequently the logarithm of the percent RNA remaining was plotted
as a function of time. The negative slope of the least-squares plot
yielded the cleavage rate.

Results and discussion

It has been observed that several aminoglycoside
antibiotics induce efficient cleavage of yeast tRNAF®
in the anticodon loop [6-9]. This process seemed to de-
pend on the presence of a hypermodified guanine resi-
due, called wybutine, in position 37 of the tRNA
polynucleotide chain. Such conclusion has also been
supported by the results of our recent studies, in which
we compared susceptibility to aminoglycoside attack
the native tRNAP" and its unmodified in vitro tran-
script [9]. Exceptional lability of the N-glycosidic bond
of the hypermodified Y nucleoside was not, however, ta-
ken into account in the previous studies. Hence, we have
hypothesized that the cleavage at position 37 may occur
not as triggered off by wybutine, but in the aftermath of
its excision. In order to verify this assumption we ex-
posed the tRNAP™ to conditions of wybutine removal
from the anticodon loop [10,11], and subsequently, the
tRNAP"(—Y) was examined for its susceptibility to deg-
radation induced by neomycin B (Fig. 1). This antibiotic
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Fig. 1. The molecule of neomycin B in its fully deprotonated form.
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