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1
OLIGONUCLEOTIDE-BASED PROBES FOR
DETECTION OF BACTERIAL NUCLEASES

RELATED APPLICATION

This application claims priority under 35 U.S.C. 119(e) to
provisional application U.S. Ser. No. 61/530,246 filed Sep.
1, 2011 and to provisional application U.S. Ser. No. 61/593,
595 filed Feb. 1, 2012, which applications are incorporated
hereby by reference.

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH

This invention was made with government support under
AI083211 awarded by the National Institutes of Health. The
government has certain rights in the invention.

SEQUENCE LISTING

The instant application contains a Sequence Listing which
has been submitted in ASCII format via EFS-Web and is
hereby incorporated by reference in its entirety. Said ASCII
copy, created on Oct. 22, 2012, is named 1702003 W.txt and
is 8,915 bytes in size.

BACKGROUND OF THE INVENTION

Chemical moieties that quench fluorescent light operate
through a variety of mechanisms, including fluorescence
resonance energy transfer (FRET) processes and ground
state quenching. FRET is one of the most common mecha-
nisms of fluorescent quenching and can occur when the
emission spectrum of the fluorescent donor overlaps the
absorbance spectrum of the quencher and when the donor
and quencher are within a sufficient distance known as the
Forster distance. The energy absorbed by a quencher can
subsequently be released through a variety of mechanisms
depending upon the chemical nature of the quencher. Cap-
tured energy can be released through fluorescence or
through nonfluorescent mechanisms, including charge trans-
fer and collisional mechanisms, or a combination of such
mechanisms. When a quencher releases captured energy
through nonfluorescent mechanisms FRET is simply
observed as a reduction in the fluorescent emission of the
fluorescent donor.

Although FRET is the most common mechanism for
quenching, any combination of molecular orientation and
spectral coincidence that results in quenching is a useful
mechanism for quenching by the compounds of the present
invention. For example, ground-state quenching can occur in
the absence of spectral overlap if the fluorophore and
quencher are sufficiently close together to form a ground
state complex.

Quenching processes that rely on the interaction of two
dyes as their spatial relationship changes can be used
conveniently to detect and/or identify nucleotide sequences
and other biological phenomena. As noted previously, the
energy transfer process requires overlap between the emis-
sion spectrum of the fluorescent donor and the absorbance
spectrum of the quencher. This complicates the design of
probes because not all potential quencher/donor pairs can be
used. For example, the quencher BHQ-1, which maximally
absorbs light in the wavelength range of about 500-550 nm,
can quench the fluorescent light emitted from the fluoro-
phore fluorescein, which has a wavelength of about 520 nm.
In contrast, the quencher BHQ-3, which maximally absorbs
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light in the wavelength range of about 650-700 nm would be
less effective at quenching the fluorescence of fluorescein
but would be quite effective at quenching the fluorescence of
the fluorophore Cy5 which fluoresces at about 670 nm. The
use of varied quenchers complicates assay development
because the purification of a given probe can vary greatly
depending on the nature of the quencher attached.

Many quenchers emit energy through fluorescence reduc-
ing the signal to noise ratio of the probes that contain them
and the sensitivity of assays that utilize them. Such quench-
ers interfere with the use of fluorophores that fluoresce at
similar wavelength ranges. This limits the number of fluo-
rophores that can be used with such quenchers thereby
limiting their usefulness for multiplexed assays which rely
on the use of distinct fluorophores in distinct probes that all
contain a single quencher.

Endonucleases are enzymes that cleave the phosphodies-
ter bond within a polynucleotide (DNA or RNA) chain, in
contrast to exonucleases, which cleave phosphodiester
bonds at the end of a polynucleotide chain. Typically, a
restriction site, i.e., a recognition site for an endonuclease, is
a palindromic sequence four to six nucleotides long (e.g.,
TGGATCCA).

Endonucleases, found in bacteria and archaea, are thought
to have evolved to provide a defense mechanism against
invading viruses. Inside a bacterial host, the restriction
enzymes selectively cut up foreign DNA in a process called
restriction; host DNA is methylated by a modification
enzyme (a methylase) to protect it from the restriction
enzyme’s activity. Collectively, these two processes form
the restriction modification system. To cut the DNA, a
restriction enzyme makes two incisions, once through each
sugar-phosphate backbone (i.e. each strand) of the DNA
double helix.

Some cells secrete copious quantities of non-specific
RNases such as A and T1. RNases are extremely common,
resulting in very short lifespans for any RNA that is not in
a protected environment. Similar to restriction enzymes,
which cleave highly specific sequences of double-stranded
DNA, a variety of endoribonucleases that recognize and
cleave specific sequences of single-stranded RNA have been
recently classified.

Present technologies for detection of bacterial pathogens
are time-consuming and expensive because they usually
require the isolation and culturing of the bacteria. Also,
many of the existing technologies are toxic and/or use
radioactive tracers. Further, technologies for imaging bac-
terial colonization in humans lack sensitivity. Accordingly, a
rapid, inexpensive, non-toxic bacterial-specific assay is
needed.

SUMMARY OF THE INVENTION

Accordingly, in certain embodiments, the present inven-
tion provides a probe for detecting a microbial endonuclease
comprising a substrate oligonucleotide of 2-30 nucleotides
in length, a fluorescence-reporter group operably linked to
the oligonucleotide, and a fluorescence-quencher group
operably linked to the oligonucleotide. The fluorescence-
reporter group and the fluorescence-quencher group are
separated by at least one RNAse-cleavable residue, e.g.,
RNA base. In certain embodiments, the fluorescence-re-
porter group and the fluorescence-quencher group are sepa-
rated by at least one DNAse-cleavable residue, e.g., DNA
base. Such residues serve as a cleavage domain for nucle-
ases, such as ribonucleases. In certain embodiments, the
oligonucleotide is 10-15 nucleotides in length. In certain
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embodiments, the oligonucleotide is 11-13 nucleotides in
length. In certain embodiments, the oligonucleotide com-
prises 0-50% purines or any value in between. In certain
embodiments the oligonucleotide comprises 100% pyrimi-
dines. In certain embodiments one or more of the pyrimi-
dines are chemically modified. In certain embodiments, one
or more of the pyrimidines are 2'-O-methyl modified. In
certain embodiments, one or more of the pyrimidines are
2'-fluoro modified. In certain embodiments, one or more of
the purines are chemically modified. In certain embodi-
ments, one or more of the purines are 2'-O-methyl modified.
In certain embodiments, one or more of the purines are
2'-fluoro modified. In certain embodiments, the oligonucle-
otide is RNA.

In certain embodiments, the fluorophore is selected from
the group consisting of the fluorophores listed in Table 1,
such as for example, a fluorophore that has an emission in
the near infra-red range. In certain embodiments, the
quencher is selected from the group consisting of the
quenchers listed in Table 2. In certain embodiments, the
oligonucleotide is single-stranded.

In certain embodiments, the oligonucleotide comprises
both RNA and DNA. In certain embodiments, the oligo-
nucleotide comprises a DNA di-nucleotide, such as AA, TT
or AT.

In certain embodiments, the present invention provides an
oligonucleotide substrate comprising a fluorophore operably
linked to a first strand of 4-5 modified RNA nucleotides,
which is operably linked to a DNA di-nucleotide, which is
operably linked to a second strand of 4-6 modified RNA
nucleotides, which is operably linked to at least one fluo-
rescence quencher. In certain embodiments, the modified
RNA nucleotides are 2'-O-methyl modified RNA or 2'-fluoro
modified RNA. In certain embodiments, the fluorophore is a
FAM fluorophore. In certain embodiments, at least one
fluorescence quencher is ZEN fluorescence quencher and/or
Iowa Black fluorescence quencher. In certain embodiments,
the DNA di-nucleotide consists of AA, TT or AT.

In certain embodiments, the present invention provides an
oligonucleotide substrate consisting of /56-FAM/mCmUm-
CmGTTmCmGmUmUmC/ZEN//3IAbRQSp/ (SEQ ID NO:
5).

The present invention in certain embodiments further
provides a method of detecting a microbial infection of a
sample comprising measuring fluorescence of a sample that
has been contacted with a probe described above, wherein a
fluorescence level that is greater than the fluorescence level
of an uninfected control indicates that the sample has a
microbial infection. In certain embodiments, the level is at
least 1-100% greater than the control level. In certain
embodiments, the method is an in vitro assay. In certain
embodiments, the fluorophore is FAM, TET, HEX, JOE,
MAX, Cy3, or TAMRA and the quencher is IBFQ, BHQ1 or
BHQ2. In certain embodiments, the fluorophore is ROX,
Texas Red, Cy5, or Cy5.5 and the quencher is IBRQ or
BHQ2.

The present invention in certain embodiments further
provides a method of in vivo detection of a microbial
infection in a mammal comprising measuring fluorescence
in the mammal, wherein the mammal has been administered
a probe as described above, wherein a fluorescence level that
is greater than the fluorescence level of an uninfected control
indicates that the sample has a microbial infection. In certain
embodiments, the level is at least 1-100% greater than the
control level. In certain embodiments, the fluorophore
absorbs in the range of 650-900 nm. In certain embodiments,
the fluorophore is Cy5, CyS5.5, Cy7, Licor IRD700, Licor
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IRDye 800 CW, or Alexa 647, 660, 680, 750, 790. In certain

embodiments, the fluorophore is detectable at a depth of

7-14 ¢cm in the mammal. In certain embodiments, the

microbial infection is a mycoplasma infection. In certain

embodiments, the microbial infection is a Staphylococcus
aureus or Streptococcus pneumoniae infection.

In certain embodiments, the present invention provides in
vitro assays for evaluating the activity of microbial nucle-
ases on various nucleic acid substrates. In certain embodi-
ments the assay evaluates the activity of mycoplasma nucle-
ases. In certain embodiments the assay evaluates the activity
of Staphylococcus aureus or Streptococcus pneumoniae
nucleases.

In certain embodiments, the methods include detection of
bacterial contamination in research laboratories, medical
diagnostic applications and medical diagnostic imaging.

In certain embodiments, the present invention provides a
method for detecting nuclease (e.g., ribonuclease or deoxy-
ribonuclease) activity in a test sample, comprising:

(a) contacting the test sample with a substrate, thereby
creating a test reaction mixture, wherein the substrate
comprises a nucleic acid molecule comprising:

i. a cleavage domain comprising a single-stranded
region of RNA, the single-stranded region compris-
ing a 2'-fluoro modified pyrimidine or 2'-O-methyl
modified pyrimidine that renders the oligonucleotide
resistant to degradation by mammalian nucleases;

ii. a fluorescence reporter group on one side of the
internucleotide linkages; and

iii. a non-fluorescent fluorescence-quenching group on
the other side of the internucleotide linkages;

(b) incubating the test reaction mixture for a time suffi-
cient for cleavage of the substrate by a nuclease (e.g.,
ribonuclease or deoxyribonuclease) in the sample; and

(c) determining whether a detectable fluorescence signal
is emitted from the test reaction mixture, wherein
emission of a fluorescence signal from the reaction
mixture indicates that the sample contains nuclease
(e.g., ribonuclease or deoxyribonuclease) activity.

In certain embodiments, the present invention provides a
method for detecting nuclease (e.g., ribonuclease or deoxy-
ribonuclease) activity in a test sample, comprising:

(a) contacting the test sample with a substrate, thereby
creating a test reaction mixture, wherein the substrate
comprises a nucleic acid molecule comprising:

i. a cleavage domain comprising a single-stranded
region, the single-stranded region of nucleic acid
comprising a 2'-fluoro modified pyrimidine or 2'-O-
methyl modified pyrimidine that renders the oligo-
nucleotide resistant to degradation by mammalian
nucleases;

a fluorescence reporter group on one side of the

internucleotide linkages; and

iii. a non-fluorescent fluorescence-quenching group on
the other side of the internucleotide linkages;

(b) incubating the test reaction mixture for a time suffi-
cient for cleavage of the substrate by a nuclease activity
in the test sample;

(c) determining whether a detectable fluorescence signal
is emitted from the test reaction mixture;

(d) contacting a control sample with the substrate, the
control sample comprising a predetermined amount of
nuclease, thereby creating a control reaction mixture;

(e) incubating the control reaction mixture for a time
sufficient for cleavage of the substrate by a nuclease in
the control sample; and

ii.

=
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(f) determining whether a detectable fluorescence signal is
emitted from the control reaction mixture; wherein
detection of a greater fluorescence signal in the test
reaction mixture than in the control reaction mixture
indicates that the test sample contains greater nuclease
activity than in the control sample, and wherein detec-
tion of a lesser fluorescence signal in the test reaction
mixture than in the control reaction mixture indicates
that the test sample contains less nuclease activity than
in the control sample. In certain embodiments, the
nucleic acid is RNA.

As used herein, the term “nucleic acid” and “polynucle-
otide” refers to deoxyribonucleotides or ribonucleotides and
polymers thereof in either single- or double-stranded form,
composed of monomers (nucleotides) containing a sugar,
phosphate and a base that is either a purine or pyrimidine.
Unless specifically limited, the term encompasses nucleic
acids containing known analogs of natural nucleotides
which have similar binding properties as the reference
nucleic acid and are metabolized in a manner similar to
naturally occurring nucleotides

“Operably-linked” refers to the association two chemical
moieties so that the function of one is affected by the other,
e.g., an arrangement of elements wherein the components so
described are configured so as to perform their usual func-
tion.

BRIEF DESCRIPTION OF DRAWINGS

FIGS. 1A-1C. Rapid detection of mycoplasma-associated
nuclease activity with chemically modified RNAse sub-
strates. The basis for nuclease detection with RNAse sub-
strates is illustrated in panel A. RNA oligonucleotides (5'-
UCUCGUACGUUC-3"3' (SEQ ID NO: 7) purines in gray
and pyrimidines in blue) with chemically modified nucleo-
tides, labeled on the 5'-ends with FAM are not fluorescent
due to the close proximity of a 3'-quencher to the FAM.
Upon degradation of the oligo, the quencher diffuses away
from the FAM and the FAM exhibits green fluorescence.
Mycoplasma-associated nuclease activity is detected with
various RNAse substrates (panel B). RNAse substrates with
the chemically modified RNA compositions indicated were
co-incubated with culture media conditioned by myco-
plasma-free or mycoplasma contaminated HEK cells for 4
hours at 37° C. Fluorescence of these reactions was then
measured with a fluorescence plate reader. Background
fluorescence levels determined by the fluorescence level of
each RNAse substrate incubated in serum-free uncondi-
tioned media have been subtracted from each experimental
value. In panel C, the RNAse substrate with 2'-O-methyl-
modified pyrimidines was incubated with the culture super-
natant or a lysate prepared from material centrifuged from
the supernatants of mycoplasma-free or mycoplasma-con-
taminated HEK cells. This assay was carried out as
described for B, above, except that the incubation was for
only 1 hour.

FIG. 2. 2'-Fluoro pyrimidine and 2'-O-methyl pyrimidine
substrates with Triton X-100 lysate of M. fermentans bac-
teria.

FIG. 3. Degradation activity of Micrococcal Nuclease and
EndA Nuclease. Unmodified (RNA and DNA) and modified
(2'-Fluoro pyrimidines and 2'-O-Methyl pyrimidines)
nucleic acid substrates were used to assay the nuclease
activity profile of Micrococcal Nuclease (MN) and EndA
(H160G) Nuclease. The probes consist of a 12 nucleotide
long oligonucleotide, 5'-UCUCGUACGUUC-3' (SEQ ID
NO: 7), with the chemical modifications indicated in the
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figure, flanked by a FAM (5'-modification) and a pair of
fluorescence quenchers, “ZEN” and “Towa Black™ (3'-modi-
fications). This approach allows the evaluation of nuclease
activity which is indicated by increases in fluorescence upon
substrate digestion. 50 pmoles of substrate were incubated
with MN (1 U/uL) and EndA H160G Nuclease (2 pM) in 10
ul total volume. Imadazole was included in the EndA H160G
reactions to recapitulate the enzymatic properties of the
wildtype enzyme. This mutant version of the enzyme was
used because the wt enzyme was toxic to e. coli and could
not be produced recombinantly in large amounts. 50 pmoles
of each substrate and buffer were used as controls. All
reactions were incubated for 30 minutes at 37° C. After
incubation, 290 ul of buffer supplemented with 10 mM
EDTA and 10 mM EGTA were added to each sample and 95
ul of each sample were loaded in triplicate into a 96-well
plate (96F non-treated black microwell plate (NUNC)).
Fluorescence intensity was measured with a fluorescence
microplate reader (Analyst HT; Biosystems).

FIGS. 4A-4D. Digestion of various nucleic acids by
bacterial nucleases. Incubation of a 12 nucleotide-long RNA
oligo (UCUCGUACGUUC (SEQ ID NO:7) with a 5'-Fam
and a 3'-Quencher) with the indicated modifications with
buffer only, RNAse A (Panel A), MN (1 unit/ul) (Panels A
and B) and EndA (20 uM) (Panel B) for 1 hour at 37° C.
Panel C shows digestion of a quenched fluorescent DNA
oligo with S. aureus culture supernatants (+ or -MN)
incubated for 10 minutes at 37° C. Digestion results in
florescence increases in each of the experiments in Panels
A-C. Panel D shows the PAGE analysis of a 51 nucleotide-
long FAM-labeled (3'-end” RNA oligo with the indicated
modifications after 1 hour, 37° C. incubation with complete,
serum-containing cell culture media or with the same media
conditioned by HEK cells contaminated with Mycoplasma
fermentans. Arrow indicates full-length RNA. Modified
RNAs were not digested in media conditioned with uncon-
taminated HEK cells.

FIG. 5. Digestion of oligonucleotide substrates with vari-
ous concentrations of micrococcal nuclease (MN).

FIG. 6. Oligonucleotide substrate plate-reader assays.

FIG. 7. Cultures of the indicated bacteria were grown to
stationary phase. Bacteria were pelleted via centrifugation
and nuclease activity of supernatants was measured as
described for FIG. 13. To determine background levels of
probe fluorescence/activation in each of the bacteria-free
culture broth preparations used, probes were combined with
each of the indicated broths in addition to PBS and incubated
in parallel with the culture supernatant reactions. Incubation
time was 15 minutes.

FIG. 8A-8B. Activation of various nucleic acid probes
(see Table 4 for probe details) by MN, mouse and human
serum (A), and S. aureus MN-expressing and MN-negative
(Newman and UAMS-1 strains) culture supernatants (B). 50
picomoles of each of the indicated probes was incubated
with 1 U/ul (positive control) or 0.1 U/ul MN in DPBS
(includes physiological levels of calcium and magnesium),
or with 90% mouse or human serum (A) or with 90% of
culture supernatants of the indicated S. aureus strains (pre-
pared as described in Materials and Methods) for 60 minutes
at 37° C. After the incubations, each reaction was divided
into 3 volumes which were read in a fluorescence plate-
reader. Mean fluorescence values of all reactions with a
given probe were normalized to the mean fluorescence
measured with digestion of the probe with 1 U/ul MN. Error
bars represent standard deviations of the plate-reader values.
Background fluorescence subtractions were carried out
(prior to normalization) as follows: The fluorescence of each
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of the probes incubated in DPBS was subtracted from the
corresponding MN-containing reactions. The fluorescence
of each of the probes incubated in DPBS plus the autofluo-
rescence of each serum (mouse or human) was subtracted
from the serum-containing reactions. The fluorescence of
each of the probes incubated in unconditioned TSB was
subtracted from the corresponding S. aureus culture super-
natant reactions.

FIG. 9A-9F. Activation of the Cy5.5-TT probe by MN in
vitro and in mice with MN-expressing S. aureus pyomyo-
sitis. For in vitro evaluation of the Cy5.5-TT nuclease-
activated probe, serial dilutions of the probe were combined
with DPBS or DPBS+1 U/ul MN in 100 pl volumes and
incubated at 37° C. for 1 hour. Cy5.5 fluorescence was
measured for each reaction in a 96-well plate in a Xenogen
IVIS 200 imaging system. Controls include DPBS (left
column) and the unquenched TT probe (second column)
diluted in DPBS. To evaluate probe activation in mice with
S. aureus-derived pyomyositis, uninfected mice (n=3 mice)
(A), mice with lux+MN-expressing S. aureus (Newman
strain) pyomyositis (n=4 mice) (C), and mice with lux+MN-
negative S. aureus (Newman strain) pyomyositis (n=4 mice)
(D) in the right thighs were imaged with Cy5.5-channel
fluorescence (IVIS imaging system) prior to (Bkgd) and
after tail vein administration of 3 nanomoles of Cy5.5-TT
probe. Uninfected mice that received 3 nanomoles of
unquenched TT probe (n=3 mice) (B) were imaged in the
same manner, but with a shorter exposure time to avoid
signal saturation. Luminescence images acquired prior to
probe injections (see panels on left) indicate the location of
the infections in C and D. Note probe activation adjacent to
the infection site in C, and minimal probe activation adjacent
to infection site in D. See lookup table signal display ranges
(at right of luminescence and right-most fluorescence
images) for the relationship between pseudocolors and sig-
nal strength. Fluorescence display levels are adjusted to
show light levels that are above tissue autofluorescence,
fluorescence produced by the unactivated TT probe or by
bleed-through of the luminescence signal into the Cy5.5
channel. Time-points listed above fluorescence images indi-
cate the time elapsed between probe administration and
image acquisition. For imaging of probes in mice after
sacrifice and dissection, mice with thigh-muscle lux+, MN-
expressing S. aureus pyomyositis, injected with 3 nano-
moles unquenched TT probe (n=4 mice) (E) or TT probe
(n=4 mice) (F) were sacrificed 45 minutes after probe
injection; organs and skin were removed and muscle tissue
was imaged with luminescence and the Cy5.5 fluorescence
channel. Note the lack of overlap between the probe fluo-
rescence and bacteria-derived luminescence in E, indicating
that the probe cannot access the infection site. The activated
TT probe fluorescence is found adjacent to, but not co-
localized with, the bacteria-derived luminescence (F).
Lookup table signal display ranges of the pseudocolored
luminescence and fluorescence image data are shown at
right.

FIG. 10A-10B. Activation of various nucleic acid probes
(see Table 4 for probe details) by culture supernatants (A) or
cell suspensions (B) of various pathogenic bacterial species.
50 picomoles of each of the indicated probes was incubated
with 1 U/ul MN (positive control) in DPBS or with 90% of
culture supernatants or concentrated and washed cell sus-
pensions of the indicated bacterial species (prepared as
described in Example 6, Materials and Methods) for 60
minutes at 37° C. After the incubations, each reaction was
divided into 3 volumes which were read in a fluorescence
plate-reader. Mean fluorescence values of all reactions with
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a given probe were normalized to the mean fluorescence
measured with digestion of the probe with 1 U/ul MN. Error
bars represent standard deviations of the plate-reader values.
Background fluorescence subtractions were carried out
(prior to normalization) as follows: The fluorescence of each
of the probes incubated in DPBS was subtracted from the
corresponding MN-containing reactions. The fluorescence
of each of the probes incubated in the appropriate uncondi-
tioned culture broth was subtracted from the corresponding
culture supernatant reactions. The fluorescence of each of
the probes incubated in DPBS plus the autofluorescence of
each appropriate bacterial suspension was subtracted from
each bacterial suspension reaction.

DETAILED DESCRIPTION OF THE
INVENTION

In certain embodiments, the present invention provides
short oligonucleotide probes (Substrates) composed of
chemically modified RNA flanked with a fluorophore on one
end and a fluorescence quencher on the other end. Upon
cleavage of the probes by nucleases (e.g., ribonuclease), the
fluorophore diffuses away from the quencher and exhibits
fluorescence. These probes are not cleaved by mammalian
nucleases, but are cleaved by nucleases produced by various
bacteria, including pathogenic bacteria such as Staphylococ-
cus aureus, Streptococcus preumoniae or Mycoplasma. The
probes can thus be used to detect the presence of bacteria in
biological samples such as blood serum, cell cultures, and
food, and in vivo.

The present invention relates to methods for detecting
nuclease (e.g., ribonuclease) activity in a sample, compris-
ing: 1) incubating a synthetic Substrate or mixture of Sub-
strates in the sample, for a time sufficient for cleavage of the
Substrates(s) by a nuclease enzyme, wherein the
Substrate(s) comprises a single-stranded nucleic acid mol-
ecule containing at least one ribonucleotide or deoxyribo-
nucleotide residue at an internal position that functions as a
nuclease (e.g., ribonuclease) cleavage site (and in certain
embodiments a 2'-fluoro modified pyrimidine or 2'-O-
methyl modified pyrimidine that renders the oligonucleotide
resistant to degradation by mammalian nucleases), a fluo-
rescence reporter group on one side of the cleavage sites,
and a fluorescence-quenching group on the other side of the
cleavage site, and 2) visual detection of a fluorescence
signal, wherein detection of a fluorescence signal indicates
that a nuclease (e.g., ribonuclease) cleavage event has
occurred, and, therefore, the sample contains nuclease (e.g.,
ribonuclease) activity. The compositions of the invention are
also compatible with other detection modalities (e.g., fluo-
rometry).

The Substrate oligonucleotide of the invention comprises
a fluorescent reporter group and a quencher group in such
physical proximity that the fluorescence signal from the
reporter group is suppressed by the quencher group. Cleav-
age of the Substrate with a nuclease (e.g., ribonuclease)
enzyme leads to strand cleavage and physical separation of
the reporter group from the quencher group. Separation of
reporter and quencher eliminates quenching, resulting in an
increase in fluorescence emission from the reporter group.
When the quencher is a so-called “dark quencher”, the
resulting fluorescence signal can be detected by direct visual
inspection (provided the emitted light includes visible wave-
lengths). Cleavage of the Substrate compositions described
in the present invention can also be detected by fluorometry.

In one embodiment, the synthetic Substrate is an oligo-
nucleotide comprising ribonucleotide residues. The syn-
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thetic Substrate can also be a chimeric oligonucleotide
comprising RNase-cleavable, e.g., RNA, residues, or modi-
fied RNase-resistant RNA residues. Substrate composition is
such that cleavage is a ribonuclease-specific event and that
cleavage by enzymes that are strictly deoxyribonucleases
does not occur.

In one embodiment, the synthetic Substrate is a chimeric
oligonucleotide comprising ribonucleotide residue(s) and
modified ribonucleotide residue(s). In one embodiment, the
synthetic Substrate is a chimeric oligonucleotide comprising
ribonucleotide residues and 2'-O-methyl ribonucleotide resi-
dues. In one embodiment, the synthetic Substrate is a
chimeric oligonucleotide comprising 2'-O-methyl ribonucle-
otide residues and one or more of each of the four ribo-
nucleotide residues, adenosine, cytosine, guanosine, and
uridine. Inclusion of the four distinct ribonucleotide bases in
a single Substrate allows for detection of an increased
spectrum of ribonuclease enzyme activities by a single
Substrate oligonucleotide.

In one embodiment, the synthetic Substrate is an oligo-
nucleotide comprising deoxyribonucleotide residues. The
synthetic Substrate can also be a chimeric oligonucleotide
comprising DNase-cleavable, e.g., DNA, residues, or modi-
fied RNase-resistant RNA residues. Substrate composition is
such that cleavage is a deoxyribonuclease-specific event and
that cleavage by enzymes that are strictly ribonucleases does
not occur.

In one embodiment, the synthetic Substrate is a chimeric
oligonucleotide comprising deoxyribonucleotide residue(s)
and modified ribonucleotide residue(s). In one embodiment,
the synthetic Substrate is a chimeric oligonucleotide com-
prising deoxyribonucleotide residues and 2'-O-methyl ribo-
nucleotide residues. In one embodiment, the synthetic Sub-
strate is a chimeric oligonucleotide comprising 2'-O-methyl
ribonucleotide residues and one or more of each of the four
deoxyribonucleotide residues, deoxyadenosine, deoxycyto-
sine, deoxyguanosine, and deoxythymidine. Inclusion of the
four distinct deoxyribonucleotide bases in a single Substrate
allows for detection of an increased spectrum of deoxyri-
bonuclease enzyme activities by a single Substrate oligo-
nucleotide.

To enable visual detection methods, the quenching group
is itself not capable of fluorescence emission, being a “dark
quencher”. Use of a “dark quencher” eliminates the back-
ground fluorescence of the intact Substrate that would
otherwise occur as a result of energy transfer from the
reporter fluorophore. In one embodiment, the fluorescence
quencher comprises dabeyl (4-(4'-dimethylaminophenylazo)
benzoic acid). In one embodiment, the fluorescence
quencher is comprised of QSY™-7 carboxylic acid, succin-
imidyl ester (N,N'-dimethyl-N,N'-diphenyl-4-((5-t-butoxy-
carbonylaminopentyl)aminocarbonyl) piperidinylsulfoner-
hodamine; a diarylrhodamine derivative from Molecular
Probes, Eugene, Oreg.). Any suitable fluorophore may be
used as reporter provided its spectral properties are favor-
able for use with the chosen quencher. A variety of fluoro-
phores can be used as reporters, including but not limited to,
fluorescein, tetrachlorofluorescein, hexachlorofluorescein,
rhodamine, tetramethylrhodamine, Cy-dyes, Texas Red,
Bodipy dyes, and Alexa dyes.

The method of the invention proceeds in two steps. First,
the test sample is mixed with the Substrate reagent and
incubated. Substrate can be mixed alone with the test sample
or will be mixed with an appropriate buffer, e.g., one of a
composition as described herein. Second, visual detection of
fluorescence is performed. As fluorescence above back-
ground indicates fluorescence emission of the reaction prod-
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uct, i.e. the cleaved Substrate, detection of such fluorescence
indicates that RNase activity is present in the test sample.
The method provides that this step can be done with unas-
sisted visual inspection. In particular, visual detection can be
performed using a standard ultraviolet (UV) light source of
the kind found in most molecular biology laboratories to
provide fluorescence excitation. Substrates of the invention
can also be utilized in assay formats in which detection of
Substrate cleavage is done using a multi-well fluorescence
plate reader or a tube fluorometer.

The present invention further features kits for detecting
nuclease (e.g., ribonuclease) activity comprising a Substrate
nucleic acid(s) and instructions for use. Such kits may
optionally contain one or more of: a positive control nucle-
ase (e.g., ribonuclease), RNase-free water, and a buffer. It is
also provided that the kits may include RNase-free labora-
tory plasticware, for example, thin-walled, UV transparent
microtubes for use with the visual detection method and/or
multiwell plates for use with plate-fluorometer detection
methods in a high-throughput format.

Accordingly, the present invention provides a method for
detecting nuclease (e.g., ribonuclease) activity in a test
sample, comprising: (a) contacting the test sample with a
substrate, thereby creating a test reaction mixture, wherein
the substrate comprises a nucleic acid molecule comprising
(1) a cleavage domain comprising a single-stranded region,
the single-stranded region comprising at least one inter-
nucleotide linkage (and in certain embodiments a 2'-fluoro
modified pyrimidine or 2'-O-methyl modified pyrimidine
that renders the oligonucleotide resistant to degradation by
mammalian nucleases); (ii) a fluorescence reporter group on
one side of the internucleotide linkage; and (iii) a non-
fluorescent fluorescence-quenching group on the other side
of the internucleotide linkage; (b) incubating the test reac-
tion mixture for a time sufficient for cleavage of the substrate
by a ribonuclease in the sample; and (c¢) determining
whether a detectable fluorescence signal is emitted from the
test reaction mixture, wherein emission of a fluorescence
signal from the reaction mixture indicates that the sample
contains ribonuclease activity.

While the methods of the invention can be practiced
without the use of a control sample, in certain embodiments
of the invention it is desirable to assay in parallel with the
test sample a control sample comprising a known amount of
RNase activity. Where the control sample is used as a
negative control, the control sample, in some embodiments,
contains no detectable RNase activity. Thus, the present
invention further provides a method for detecting ribonu-
clease activity in a test sample, comprising: (a) contacting
the test sample with a substrate, thereby creating a test
reaction mixture, wherein the substrate comprises a nucleic
acid molecule comprising: (i) a cleavage domain comprising
a single-stranded region, the single-stranded region com-
prising at least one internucleotide linkage (and in certain
embodiments a 2'-fluoro modified pyrimidine or 2'-O-
methyl modified pyrimidine that renders the oligonucleotide
resistant to degradation by mammalian nucleases); (ii) a
fluorescence reporter group on one side of the internucle-
otide linkage; and (iii) a non-fluorescent fluorescence-
quenching group on the other side of the internucleotide
linkage; (b) incubating the test reaction mixture for a time
sufficient for cleavage of the substrate by a nuclease (e.g.,
ribonuclease) activity in the test sample; (c) determining
whether a detectable fluorescence signal is emitted from the
test reaction mixture; (d) contacting a control sample with
the substrate, the control sample comprising a predeter-
mined amount of nuclease (e.g., ribonuclease), thereby
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creating a control reaction mixture; (e) incubating the con-
trol reaction mixture for a time sufficient for cleavage of the
substrate by a nuclease (e.g., ribonuclease) in the control
sample; (f) determining whether a detectable fluorescence
signal is emitted from the control reaction mixture; wherein
detection of a greater fluorescence signal in the test reaction
mixture than in the control reaction mixture indicates that
the test sample contains greater nuclease (e.g., ribonuclease)
activity than in the control sample, and wherein detection of
a lesser fluorescence signal in the test reaction mixture than
in the control reaction mixture indicates that the test sample
contains less nuclease (e.g., ribonuclease) activity than in
the control sample. In one embodiment, the predetermined
amount of nuclease (e.g., ribonuclease) is no nuclease, such
that detection of a greater fluorescence signal in the test
reaction mixture than in the control reaction mixture indi-
cates that the test sample contains nuclease (e.g., ribonu-
clease) activity.

The methods of the invention can further entail contacting
the test sample with a buffer before or during step (a).

The present invention further provides compositions and
kits for practicing the present methods. Thus, in certain
embodiments, the present invention provides a nucleic acid
comprising: (a) a cleavage domain comprising a single-
stranded region, the single-stranded region comprising at
least one internucleotide linkage (and in certain embodi-
ments a 2'-fluoro modified pyrimidine or 2'-O-methyl modi-
fied pyrimidine that renders the oligonucleotide resistant to
degradation by mammalian nucleases); (b) a fluorescence
reporter group on one side of the internucleotide linkage;
and (c) a non-fluorescent fluorescence-quenching group on
the other side of the internucleotide linkage. In other
embodiments, the present invention provides a kit compris-
ing: (a) in one container, a substrate, the substrate compris-
ing a nucleic acid molecule comprising a single stranded
region, the single-stranded region comprising: (i) a cleavage
domain comprising a single-stranded region, the single-
stranded region comprising at least one internucleotide
linkage 3' to an adenosine residue, at least one internucle-
otide linkage 3' to a cytosine residue, at least one internucle-
otide linkage 3' to a guanosine residue, and at least one
internucleotide linkage 3' to a uridine residue, and wherein
the cleavage domain does not comprise a deoxyribonu-
clease-cleavable internucleotide linkage; (ii) a fluorescence
reporter group on one side of the internucleotide linkages;
and (iii) a non-fluorescent fluorescence-quenching group on
the other side of the internucleotide linkages.

In one embodiment of the foregoing methods and com-
positions, the single stranded region of the cleavage domain
comprises at least one internucleotide linkage 3' to an
adenosine residue, at least one internucleotide linkage 3' to
a cytosine residue, at least one internucleotide linkage 3' to
a guanosine residue, and at least one internucleotide linkage
3' to a uridine residue. In one embodiment, the cleavage
domain does not comprise a deoxyribonuclease-cleavable
internucleotide linkage. In yet another referred embodiment,
the single stranded region of the cleavage domain comprises
at least on internucleotide linkage 3' to an adenosine residue,
at least one internucleotide linkage 3' to a cytosine residue,
at least one internucleotide linkage 3' to a guanosine residue,
and at least one internucleotide linkage 3' to a uridine residue
and the cleavage domain does not comprise a deoxyribonu-
clease-cleavable internucleotide linkage.

In one embodiment of the foregoing methods and com-
positions, the single stranded region of the cleavage domain
comprises at least one internucleotide linkage 3' to a deoxy-
adenosine residue, at least one internucleotide linkage 3' to
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a deoxycytosine residue, at least one internucleotide linkage
3' to a deoxyguanosine residue, and at least one internucle-
otide linkage 3'to a deoxythymidine residue. In one embodi-
ment, the cleavage domain does not comprise a ribonu-
clease-cleavable internucleotide linkage. In yet another
referred embodiment, the single stranded region of the
cleavage domain comprises at least one internucleotide
linkage 3' to a deoxyadenosine residue, at least one inter-
nucleotide linkage 3' to a deoxycytosine residue, at least one
internucleotide linkage 3' to a deoxyguanosine residue, and
at least one internucleotide linkage 3' to a deoxythymidine
residue and the cleavage domain does not comprise a
ribonuclease-cleavable internucleotide linkage.

With respect to the fluorescence quenching group, any
compound that is a dark quencher can be used in the
methods and compositions of the invention. Numerous
compounds are capable of fluorescence quenching, many of
which are not themselves fluorescent (i.e., are dark quench-
ers.) In one embodiment, the fluorescence-quenching group
is a nitrogen-substituted xanthene compound, a substituted
4-(phenyldiazenyl)phenylamine compound, or a substituted
4-(phenyldiazenyl)naphthylamine compound. In certain
specific modes of the embodiment, the fluorescence-quench-
ing group is 4-(4'-dimethylaminophenylazo)benzoic acid),
N,N'-dimethyl-N,N'-diphenyl-4-((5-t-butoxycarbonylam-
inopentyl)aminocarbonyl) piperidinylsulfonerhodamine
(sold as QSY-7™ by Molecular Probes, Fugene, Oreg.),
4' 5'-dinitrofluorescein, pipecolic acid amide (sold as QSY-
33™ by Molecular Probes, Eugene, Oreg.) 4-[4-nitrophe-
nyldiazinyl|phenylamine, or 4-[4-nitrophenyldiazinyl|naph-
thylamine (sold by Epoch Biosciences, Bothell, Wash.). In
other specific modes of the embodiment, the fluorescence-
quenching group is Black-Hole Quenchers™ 1, 2, or 3
(Biosearch Technologies, Inc.).

In certain embodiments, the fluorescence reporter group is
fluorescein, tetrachlorofluorescein, hexachlorofluorescein,
rhodamine, tetramethylrhodamine, a Cy dye, Texas Red, a
Bodipy dye, or an Alexa dye.

With respect to the foregoing methods and compositions,
the fluorescence reporter group or the fluorescence quench-
ing group can be, but is not necessarily, attached to the
5'-terminal nucleotide of the substrate.

The nucleic acids of the invention, including those for use
as substrates in the methods of the invention, in certain
embodiments are single-stranded RNA molecule. In other
embodiments, the nucleic acids of the invention are chimeric
oligonucleotides comprising a nuclease resistant modified
ribonucleotide residue. Exemplary RNase resistant modified
ribonucleotide residues include 2'-O-methyl ribonucle-
otides, 2'-methoxyethoxy ribonucleotides, 2'-O-allyl ribo-
nucleotides, 2'-O-pentyl ribonucleotides, and 2'-O-butyl
ribonucleotides. In one mode of the embodiment, the modi-
fied ribonucleotide residue is at the 5'-terminus or the
3'-terminus of the cleavage domain. In yet other embodi-
ments, the nucleic acids of the invention are chimeric
oligonucleotides comprising a deoxyribonuclease resistant
modified deoxyribonucleotide residue. In specific modes of
the embodiments, the deoxyribonuclease resistant modified
deoxyribonucleotide residue is a phosphotriester deoxyribo-
nucleotide, a methylphosphonate deoxyribonucleotide, a
phosphoramidate deoxyribonucleotide, a phosphorothioate
deoxyribonucleotide, a phosphorodithioate deoxyribonucle-
otide, or a boranophosphate deoxyribonucleotide. In yet
other embodiments of the invention, the nucleic acids of the
invention comprise a ribonuclease-cleavable modified ribo-
nucleotide residue.
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The nucleic acids of the invention, including those for use
as substrates in the methods of the invention, are at least 3
nucleotides in length, such as 5-30 nucleotides in length. In
certain specific embodiments, the nucleic acids of the inven-
tion are 5-20, 5-15, 5-10, 7-20, 7-15 or 7-10 nucleotides in
length.

In certain embodiments, the fluorescence-quenching
group of the nucleic acids of the invention is 5' to the
cleavage domain and the fluorescence reporter group is 3' to
the cleavage domain. In a specific embodiment, the fluores-
cence-quenching group is at the 5' terminus of the substrate.
In another specific embodiment, the fluorescence reporter
group is at the 3' terminus of the substrate.

In certain embodiments, the fluorescence reporter group
of the nucleic acids of the invention is 5' to the cleavage
domain and the fluorescence-quenching group is 3' to the
cleavage domain. In a specific embodiment, the fluorescence
reporter group is at the 5' terminus of the substrate. In
another specific embodiment, the fluorescence-quenching
group is at the 3' terminus of the substrate.

In one embodiment of the invention, a nucleic acid of the
invention comprising the formula: 5'-N,-n-N,-3', wherein:
(a) “N,” represents zero to five 2'-modified ribonucleotide
residues; (b) “N,” represents one to five 2'-modified ribo-
nucleotide residues; and (c¢) “n” represents one to ten, such
as four to ten unmodified ribonucleotide residues. In a
certain specific embodiment, “N,” represents one to five
2'-modified ribonucleotide residues. In certain modes of the
embodiment, the fluorescence-quenching group or the fluo-
rescent reporter group is attached to the 5'-terminal 2'-modi-
fied ribonucleotide residue of N;.

In the nucleic acids of the invention, including nucleic
acids with the formula: 5'-N;-n-N,-3', the fluorescence-
quenching group can be 5' to the cleavage domain and the
fluorescence reporter group is 3' to the cleavage domain;
alternatively, the fluorescence reporter group is 5' to the
cleavage domain and the fluorescence-quenching group is 3'
to the cleavage domain.

With respect to the kits of the invention, in addition to
comprising a nucleic acid of the invention, the kits can
further comprise one or more of the following: a ribonu-
clease; ribonuclease-free water, a buffer, and ribonuclease-
free laboratory plasticware.

Substrate Oligonucleotides

Compositions of the invention comprise synthetic oligo-
nucleotide Substrates that are substrates for nuclease (e.g.,
ribonuclease) enzymes. Substrate oligonucleotides of the
invention comprise: 1) one or more nuclease-cleavable
bases, e.g., RNA bases, some or all of which function as
scissile linkages, 2) a fluorescence-reporter group and a
fluorescence-quencher group (in a combination and prox-
imity that permits visual FRET-based fluorescence quench-
ing detection methods), and 3) may optionally contain
RNase-resistant modified RNA bases, nuclease-resistant
DNA bases, or unmodified DNA bases. Synthetic oligo-
nucleotide RNA-DNA chimeras wherein the internal RNA
bonds function as a scissile linkage are described in U.S. Pat.
Nos. 6,773,885 and 7,803,536. The fluorescence-reporter
group and the fluorescence-quencher group are separated by
at least one RN Ase-cleavable residue, e.g., RNA base. Such
residues serve as a cleavage domain for ribonucleases.

In certain embodiments, the substrate oligonucleotide
probes are single-stranded or double-stranded oligoribo-
nucleotides. In certain embodiments, the oligonucleotide
probes are composed of modified oligoribonucleotides. The
term “modified” encompasses nucleotides with a covalently
modified base and/or sugar. For example, modified nucleo-
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tides include nucleotides having sugars which are covalently
attached to low molecular weight organic groups other than
a hydroxyl group at the 3' position and other than a phos-
phate group at the 5' position. Thus modified nucleotides
may also include 2' substituted sugars such as 2'-O-methyl-;
2-0-alkyl; 2-O-allyl; 2'-S-alkyl; 2'-S-allyl; 2'-fluoro-; 2'-halo
or 2-azido-ribose, carbocyclic sugar analogues a-anomeric
sugars; epimeric sugars such as arabinose, xyloses or lyx-
oses, pyranose sugars, furanose sugars, and sedoheptulose.
In certain embodiments, the Substrate includes, but is not
limited to, 2'-O-methyl RNA, 2'-methoxyethoxy RNA, 2'-O-
allyl RNA, 2'-O-pentyl RNA, and 2'-O-butyl RNA. In
certain embodiments, the substrate is an RNA-2'-O-methyl
RNA oligonucleotide having the general structure 5'
r-NnN-q 3', where ‘N’ represents from about one to five
2'-modified ribonucleotide residues, ‘n’ represents one to ten
unmodified ribonucleotide residues, represents a fluores-
cence reporter group, and ‘q’ represents a fluorescence
quencher group. The 5'- and 3'-position of reporter and
quencher are interchangeable. In one embodiment, the fluo-
rescence reporter group and the fluorescence quencher group
are positioned at or near opposing ends of the molecule. It
is not important which group is placed at or near the 5'-end
versus the 3'-end. It is not required that the reporter and
quencher groups be end modifications, however positioning
these groups at termini simplifies manufacture of the Sub-
strate. The fluorescence reporter group and the fluorescence
quencher group may also be positioned internally so long as
an RNA scissile linkage lies between reporter and quencher.

Modified nucleotides are known in the art and include, by
example and not by way of limitation, alkylated purines
and/or pyrimidines; acylated purines and/or pyrimidines; or
other heterocycles. These classes of pyrimidines and purines
are known in the art and include, pseudoisocytosine; N4,
N4-ethanocytosine; 8-hydroxy-N6-methyladenine; 4-acetyl-
cytosine, 5-(carboxyhydroxylmethyl) uracil; S-fluorouracil;
5-bromouracil; 5-carboxymethylaminomethyl-2-thiouracil;
5-carboxymethylaminomethyl uracil; dihydrouracil; inos-
ine; No6-isopentyl-adenine; 1-methyladenine; 1-methylp-
seudouracil; 1-methylguanine;  2,2-dimethylguanine;
2-methyladenine;  2-methylguanine; 3-methylcytosine;
S5-methylcytosine; N6-methyladenine; 7-methylguanine;
5-methylaminomethyl uracil; 5-methoxy amino methyl-2-
thiouracil; p-D-mannosylqueosine; 5-methoxycarbonylm-
ethyluracil; 5-methoxyuracil; 2-methylthio-N6-isopente-
nyladenine; uracil-5-oxyacetic acid methyl ester;
psueouracil; 2-thiocytosine; 5-methyl-2 thiouracil, 2-thio-
uracil; 4-thiouracil; S-methyluracil; N-uracil-5-oxyacetic
acid methylester; uracil 5-oxyacetic acid; queosine; 2-thio-
cytosine; S-propyluracil; S5-propylcytosine; S-ethyluracil;
S-ethylcytosine; S-butyluracil; S-pentyluracil; S-pentylcyto-
sine; and 2,6,-diaminopurine; methylpsuedouracil; 1-meth-
ylguanine; 1-methylcytosine.

The oligonucleotides of the invention are synthesized
using conventional phosphodiester linked nucleotides and
synthesized using standard solid or solution phase synthesis
techniques which are known in the art. Linkages between
nucleotides may use alternative linking molecules. For
example, linking groups of the formula P(O)S, (thioate);
P(S)S, (dithioate); P(O)NR'2; P(O)R'; P(O)OR6; CO; or
CONR'2 wherein R is H (or a salt) or alkyl (1-12C) and R6
is alkyl (1-9C) is joined to adjacent nucleotides through
—O— or —S—.

In certain embodiments of the present invention, the
oligonucleotides have additional modifications, such as 2'O-
methyl modification of the pyrimidines. In other embodi-
ments, all of the nucleotides in the oligonucleotides are
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2'0O-methyl modified. Alternatively, the pyrimidines, or all
the nucleotides, may be modified with 2'fluoros (both
pyrimidines and purines).

The oligonucleotides are short, such as between 2-30
nucleotides in length (or any value in between). In certain
embodiments, that oligonucleotide is between 10-15 nucleo-
tides in length. In certain embodiments, that oligonucleotide
is between 11-13 nucleotides in length. In general, shorter
sequences will give better signal to noise ratios than longer
probes and will therefore be more sensitive. However, in
certain embodiments, shorter probes might not be the best
substrate for the nuclease, so some degree of empiric opti-
mization for length is needed. In certain embodiments, the
oligonucleotide comprises 0-50% purines (or any value in
between). In certain embodiments the oligonucleotide com-
prises 100% pyrimidines.

It should be noted that the specific sequence of the
oligonucleotide is not critical. Certain combinations of
purines and pyrimidines are susceptible to bacterial endo-
nucleases, while resisting mammalian nucleases. Endonu-
cleases are enzymes that cleave the phosphodiester bond
within a polynucleotide chain, in contrast to exonucleases,
which cleave phosphodiester bonds at the end of a poly-
nucleotide chain. These bacterial nucleases are not
sequence-specific like restriction enzymes, which typically
require a recognition site and a cleavage pattern. Some
endonucleases cleave single-stranded nucleic acid mol-
ecules, while others cleave double-stranded nucleic acid
molecules. For example, the data below show a time-course
of activity of the mycoplasma-derived nuclease and demon-
strate that the mycoplasma nuclease can digest a variety of
distinct sequences. The earliest time-point shows partial
degradation of the 51 nt long sequence modified with either
2'-fluoro or 2'-O-methyl pyrimidines, with intermediate deg-
radation products clearly visible. Each of the degradation
products of intermediate size is in fact a distinct substrate
and these are clearly being digested as seen in the later time
points.

Fluorophores

In certain embodiments, the oligonucleotides of the pres-
ent invention are operably linked to one or more fluoro-
phores, which may also be called a “fluorescent tag.” A
fluorophore is a molecule that absorbs light (i.e. excites) at
a characteristic wavelength and emits light (i.e. fluoresces)
at a second lower-energy wavelength. Fluorescence reporter
groups that can be incorporated into Substrate compositions
include, but are not limited to, fluorescein, tetrachlorofluo-
rescein, hexachlorofluorescein, tetramethylrhodamine, rho-
damine, cyanine-derivative dyes, Texas Red, Bodipy, and
Alexa dyes. Characteristic absorption and emission wave-
lengths for each of these are well known to those of skill in
the art.

A fluorescence quencher is a molecule that absorbs or
releases energy from an excited fluorophore (i.e., reporter),
returning the fluorophore to a lower energy state without
fluorescence emission at the wavelength characteristic of
that fluorophore. For quenching to occur, reporter and
quencher must be in physical proximity. When reporter and
quencher are separated, energy absorbed by the reporter is
no longer transferred to the quencher and is instead emitted
as light at the wavelength characteristic of the reporter.
Appearance of a fluorescent signal from the reporter group
following removal of quenching is a detectable event and
constitutes a “positive signal” in the assay of the present
invention, and indicates the presence of RNase in a sample.

Fluorescence quencher groups include molecules that do
not emit any fluorescence signal (“dark quenchers”) as well
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as molecules that are themselves fluorophores (“fluorescent
quenchers”). Substrate compositions that employ a “fluo-
rescent quencher” will emit light both in the intact and
cleaved states. In the intact state, energy captured by the
reporter is transferred to the quencher via FRET and is
emitted as light at a wavelength characteristic for the fluo-
rescent quencher. In the cleaved state, energy captured by
the reporter is emitted as light at a wavelength characteristic
for the reporter. When compositions that employ fluorescent
quenchers are used in a FRET assay, detection must be done
using a fluorometer. In certain embodiments, Substrate com-
positions that employ a “dark quencher” will emit light only
in the cleaved state, enabling signal detection to be per-
formed visually (detection may also be done using a fluo-
rometer). Visual detection is rapid, convenient, and does not
require the availability of any specialized equipment. It is
desirable for an RNase detection assay to have visual
detection method as an available option. Substrate compo-
sitions employing a “dark quencher” enable a visual detec-
tion ribonuclease assay while Substrate compositions
employing a “fluorescent quencher” are incompatible with a
visual detection assay.

In one embodiment of the invention, the Substrate is
comprised of a fluorescence quencher group that does not
itself emit a fluorescence signal, i.e. is a “dark quencher”.
“Dark quenchers” useful in compositions of the invention
include, but are not limited to, dabeyl, QSY™-7, QSY-33
(4',5-dinitrofluorescein, pipecolic acid amide) and Black-
Hole Quenchers™1, 2, and 3 (Biosearch Technologies,
Novato, Calif.). Assay results (i.e., signal from cleaved
Substrate) can thus be detected visually. Optionally, the
fluorescence signal can be detected using a fluorometer or
any other device capable of detecting fluorescent light
emission in a quantitative or qualitative fashion.

In certain embodiments, the fluorophore is one or more of
the fluorophores listed in Table 1.

TABLE 1
Excitation Emission
Probe (nm) (nm)
Hydroxycoumarin 325 386
Alexa fluor 325 442
Aminocoumarin 350 445
Methoxycoumarin 360 410
Cascade Blue (375); 401 423
Pacific Blue 403 455
Pacific Orange 403 551
Lucifer yellow 425 528
Alexa fluor 430 430 545
NBD 466 539
R-Phycoerythrin (PE) 480; 565 578
PE-Cy5 conjugates 480; 565; 650 670
PE-Cy7 conjugates 480; 565; 743 767
Red 613 480; 565 613
PerCP 490 675
Cy2 490 510
TruRed 490, 675 695
FluorX 494 520
Fluorescein 495 519
FAM 495 515
BODIPY-FL 503 512
TET 526 540
Alexa fluor 532 530 555
HEX 535 555
TRITC 547 572
Cy3 550 570
TMR 555 575
Alexa fluor 546 556 573
Alexa fluor 555 556 573
Tamara 565 580
X-Rhodamine 570 576
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TABLE 1-continued
Excitation Emission
Probe (nm) (nm)
Lissamine Rhodamine B 570 590
ROX 575 605
Alexa fluor 568 578 603
Cy3.5 581 581 596
Texas Red 589 615
Alexa fluor 594 590 617
Alexa fluor 633 621 639
LC red 640 625 640
Allophycocyanin (APC) 650 660
Alexa fluor 633 650 688
APC-Cy7 conjugates 650; 755 767
Cys 650 670
Alexa fluor 660 663 690
Cy5.5 675 694
LC red 705 680 710
Alexa fluor 680 679 702
Cy7 743 770
IRDye 800 CW 774 789

In certain in vivo embodiments, the fluorophore emits in
the near infrared range, such as in the 650-900 nm range.
(Weissleder et al., “Shedding light onto live molecular
targets, Nature Medicine, 9:123-128 (2003)).

Fluorescence Quencher Group

In certain embodiments, the oligonucleotides of the pres-
ent invention are operably linked to one or more fluores-
cence quencher group or “quencher.”

In certain embodiments, the quencher is one or more of
the quenchers listed in Table 2.

TABLE 2
Absorption Maximum
Quencher (nm)
DDQ-I 430
Dabeyl 475
Eclipse 530
Towa Black FQ 532
BHQ-1 534
QSY-7 571
BHQ-2 580
DDQ-II 630
Towa Black RQ 645
QSY-21 660
BHQ-3 670
IRDye QC-1 737

Additional quenchers are described in U.S. Pat. No.
7,439,341, which is incorporated by reference herein.

Linkers

In certain embodiments, the oligonucleotide is linked to
the fluorophore and/or quencher by means of a linker.

In certain embodiments, an aliphatic or ethylene glycol
linker (as are well known to those will skill in the art) is
used. In certain embodiments, the linker is a phosphodiester
linkage. In certain embodiments, the linker is a phosphoro-
thioate linkage. In certain embodiments, other modified
linkages between the modifier groups like dyes and
quencher and the bases are used in order to make these
linkages more stabile, thereby limiting degradation to the
nucleases.

In certain embodiments, the linker is a binding pair. In
certain embodiments, the “binding pair” refers to two mol-
ecules which interact with each other through any of a
variety of molecular forces including, for example, ionic,
covalent, hydrophobic, van der Waals, and hydrogen bond-
ing, so that the pair have the property of binding specifically
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to each other. Specific binding means that the binding pair
members exhibit binding to each other under conditions
where they do not bind to another molecule. Examples of
binding pairs are biotin-avidin, hormone-receptor, receptor-
ligand, enzyme-substrate, IgG-protein A, antigen-antibody,
and the like. In certain embodiments, a first member of the
binding pair comprises avidin or streptavidin and a second
member of the binding pair comprises biotin.

In certain embodiments, the oligonucleotide is linked to
the fluorophore and/or quencher by means of a covalent
bond.

In certain embodiments, the oligonucleotide probe, i.e., an
oligonucleotide that is operably linked to a fluorophore and
quencher, is also operably linked to a solid substrate. For
example, the oligonucleotide probe may be linked to a
magnetic bead.

Chemistries that can be used to link the fluorophores and
quencher to the oligonucleotide are known in the art, such as
disulfide linkages, amino linkages, covalent linkages, etc. In
certain embodiments, aliphatic or ethylene glycol linkers
that are well known to those with skill in the art can be used.
In certain embodiments phosphodiester, phosphorothioate
and/or other modified linkages between the modifier groups
like dyes and quencher are used. These linkages provide
stability to the probes, thereby limiting degradation to nucle-
obases. Additional linkages and modifications can be found
on the world-wide-web at trilinkbiotech.com/products/
oligo/oligo_modifications.asp.

Detection Compositions

In certain embodiments, the probes described above can
be prepared as pharmaceutically-acceptable compositions.
In certain embodiments, the probes are administered so as to
result in the detection of a microbial infection. The amount
administered will vary depending on various factors includ-
ing, but not limited to, the composition chosen, the particular
disease, the weight, the physical condition, and the age of
the mammal. Such factors can be readily determined by the
clinician employing animal models or other test systems,
which are well known to the art.

Pharmaceutical formulations, dosages and routes of
administration for nucleic acids are generally known in the
art. The present invention envisions detecting a microbial
infection in a mammal by the administration of a probe of
the invention. Both local and systemic administration is
contemplated.

One or more suitable unit dosage forms of the probe of the
invention can be administered by a variety of routes includ-
ing parenteral, including by intravenous and intramuscular
routes, as well as by direct injection into the diseased tissue.
The formulations may, where appropriate, be conveniently
presented in discrete unit dosage forms and may be prepared
by any of the methods well known to pharmacy. Such
methods may include the step of bringing into association
the probe with liquid carriers, solid matrices, semi-solid
carriers, finely divided solid carriers or combinations
thereof, and then, if necessary, introducing or shaping the
product into the desired delivery system.

When the probes of the invention are prepared for admin-
istration, in certain embodiments they are combined with a
pharmaceutically acceptable carrier, diluent or excipient to
form a pharmaceutical formulation, or unit dosage form. The
total active ingredient (i.e., probe) in such formulations
include from 0.1 to 99.9% by weight of the formulation. A
“pharmaceutically acceptable” is a carrier, diluent, excipi-
ent, and/or salt that is compatible with the other ingredients
of the formulation, and not deleterious to the recipient
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thereof. The active ingredient for administration may be
present as a powder or as granules, as a solution, a suspen-
sion or an emulsion.

Pharmaceutical formulations containing the probe of the
invention can be prepared by procedures known in the art
using well known and readily available ingredients. The
therapeutic agents of the invention can also be formulated as
solutions appropriate for parenteral administration, for
instance by intramuscular, subcutaneous or intravenous
routes.

The pharmaceutical formulations of probe of the inven-
tion can also take the form of an aqueous or anhydrous
solution or dispersion, or alternatively the form of an emul-
sion or suspension.

Thus, probe may be formulated for parenteral adminis-
tration (e.g., by injection, for example, bolus injection or
continuous infusion) and may be presented in unit dose form
in ampules, pre-filled syringes, small volume infusion con-
tainers or in multi-dose containers with an added preserva-
tive. The probe may take such forms as suspensions, solu-
tions, or emulsions in oily or aqueous vehicles, and may
contain formulatory agents such as suspending, stabilizing
and/or dispersing agents. Alternatively, the probe may be in
powder form, obtained by aseptic isolation of sterile solid or
by lyophilization from solution, for constitution with a
suitable vehicle, e.g., sterile, pyrogen-free water, before use.

The pharmaceutical formulations of the present invention
may include, as optional ingredients, pharmaceutically
acceptable carriers, diluents, solubilizing or emulsifying
agents, and salts of the type that are well-known in the art.
Specific non-limiting examples of the carriers and/or
diluents that are useful in the pharmaceutical formulations of
the present invention include water and physiologically
acceptable buffered saline solutions such as phosphate buft-
ered saline solutions pH 7.0-8.0, saline solutions, and water.

Substrate Synthesis

Synthesis of the nucleic acid Substrate of the invention
can be performed using solid-phase phosphoramidite chem-
istry (U.S. Pat. No. 6,773,885) with automated synthesizers,
although other methods of nucleic acid synthesis (e.g., the
H-phosphonate method) may be used. Chemical synthesis of
nucleic acids allows for the production of various forms of
the nucleic acids with modified linkages, chimeric compo-
sitions, and nonstandard bases or modifying groups attached
in chosen places throughout the nucleic acid’s entire length.

Detection Methods

In certain embodiments, the present invention provides
methods for detecting bacteria in a sample in vitro or in vivo.
The method of the invention proceeds in the following steps:
combine “test sample” with Substrate(s) to produce a mix-
ture, the mixture being the Assay Mix, incubate, and detect
fluorescence signal. “Test sample” refers to any material
being assayed for ribonuclease activity and in certain
embodiments, will be a liquid. Solids can be indirectly tested
for the presence of RNase contamination by washing or
immersion in solvent, e.g., water, followed by assay of the
solvent.

For example, one can contact a sample with an oligo-
nucleotide probe as described herein, and detect the presence
of bacterial endonucleases using a florometer. Alternatively,
oligonucleotide probes or compositions can be administered
in vivo to a patient (e.g. injected in situ into a mammal) and
fluorescence in the organism can be measured. In certain
embodiments, the in vivo fluorescence can be measured to
a depth of about 7-14 cm. Thus, in certain embodiments, the
probes of the present invention can be use in medical
diagnostic applications and medical diagnostic imaging.
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In certain embodiments, the probes of the present inven-
tion are also useful to detect bacterial contamination in
settings such as research laboratories.

Assay Mix.

The Substrate is mixed and incubated with the test
sample. This mixture constitutes the Assay Mix. Ideally, the
Assay Mix is a small volume, from about 1 pl to about 10
mls, or, from about 10 to 100 pl. The precise volume of the
Assay Mix will vary with the nature of the test sample and
the detection method. Optionally, a buffer can be added to
the Assay Mix. Nucleases, including some ribonucleases,
require the presence of divalent cations for maximum activ-
ity and providing an optimized buffered solution can
increase the reaction rate and thereby increase assay sensi-
tivity. Buffers of different composition can be used, as
described in U.S. Pat. No. 6,773,885. In certain embodi-
ments, control reactions are included, but are not essential.
A Negative Control Mix, for example, comprises a solution
of Substrate in water or buffer without any test sample or
added nuclease. In this control, the Substrate should remain
intact (i.e., without fluorescence emission). If the Negative
Control Mix results in positive signal, then the quality of all
reagents is suspect and fresh reagents should be employed.
Possible causes of a signal in a Negative Control include
degradation of the Substrate or contamination of any com-
ponent reagent with ribonuclease activity. A Positive Control
Mix, for example, comprises a solution of Substrate in water
or buffer plus a known, active RNase enzyme. If the Positive
Control Mix results in a negative signal, then the quality of
all reagents is suspect and fresh reagents should be
employed. Possible causes of a negative Positive Control
Mix include defective Substrate or contamination of any
component reagent with a ribonuclease inhibitor. Any
RNase that cleaves the Substrate can be employed for use in
the Positive Control Mix. In one embodiment, RNase A is
used, as this enzyme is both inexpensive and readily avail-
able. Alternatively, RNase 1 can be used. RNase 1 is heat
labile and is more readily decontaminated from laboratory
surfaces.

Incubation.

The Assay Mix (e.g., the test sample plus Substrate) is
incubated. Incubation time and condition can vary from a
few minutes to 24 hours or longer depending upon the
sensitivity required. Incubation times of one hour or less are
desirable. Ribonucleases are catalytic. Increasing incubation
time should therefore increase sensitivity of the Assay,
provided that background cleavage of the Substrate (hydro-
lysis) remains low. As is evident, assay background is stable
over time and Assay sensitivity increases with time of
incubation. Incubation temperature can generally vary from
room temperature to 37.degree. C. but may be adjusted to
the temperature optimum of a specific ribonuclease sus-
pected as being present as a contaminant.

Signal Detection.

Fluorescence emission can be detected using a number of
techniques (U.S. Pat. No. 6,773,885). In one method of
detection, visual inspection is utilized. Visual detection is
rapid, simple, and can be done without need of any special-
ized equipment. Alternatively, detection can be done using
fluorometry or any other method that allows for qualitative
or quantitative assessment of fluorescent emission.

Visual Detection Method.

Following incubation, the Assay Mix is exposed to UV
light to provide excitation of the fluorescence reporter
group. An Assay Mix in which the Substrate remains intact
will not emit fluorescent signal and will visually appear clear
or dark. Absence of fluorescence signal constitutes a nega-
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tive assay result. An Assay Mix in which the Substrate has
been cleaved will emit fluorescent signal and will visually
appear bright. Presence of fluorescence signal constitutes a
positive assay result, and indicates the presence of RNase
activity in the sample. The visual detection method is
primarily intended for use as a qualitative ribonuclease
assay, with results being simply either “positive” or “nega-
tive”. However, the assay is crudely quantitative in that a
bright fluorescent signal indicates higher levels of RNase
contamination than a weak fluorescent signal.

The Assay Mix will ideally constitute a relatively small
volume, for example 10 to 100 pl, although greater or lesser
volumes can be employed. Small volumes allow for main-
taining high concentrations of Substrate yet conserves use of
Substrate. The visual detection Assay in one embodiment
uses 50 pmoles of Substrate at a concentration of 0.5 uM in
a 100 pl final volume Assay Mix. Lower concentration of
Substrate (e.g., below 0.1 uM) will decrease assay sensitiv-
ity. Higher concentrations of Substrate (e.g., above 1 uM)
will increase background and will unnecessarily consume
Substrate.

Steps (mixing, incubating, detecting), can be performed in
one tube. In one embodiment, the tube is a small, thin-
walled, UV transparent microfuge tube, although tubes of
other configuration may be used. A “short wave” UV light
source emitting at or around 254 nm is used in one embodi-
ment for fluorescence excitation. A “long wave” UV light
source emitting at or around 300 nm can also be employed.
A high intensity, short wave UV light source will provide for
best sensitivity. UV light sources of this kind are commonly
found in most molecular biology laboratories. Visual detec-
tion can be performed at the laboratory bench or in the field,
however sensitivity will be improved if done in the dark.

Fluorometric Detection Method.

Following incubation fluorescence emission can be
detected using a fluorometer. Fluorometric detection equip-
ment includes, but is not limited to, single sample cuvette
devices and multiwell plate readers. As before, mixing,
incubation, and detection can be performed in the same
vessel. Use of a multiwell plate format allows for small
sample volumes, such as 200 ul or less, and high-throughput
robotic processing of many samples at once. This format is
used in certain industrial QC settings. The method also
provides for the Assay to be performed in RNase free
cuvettes. As before, mixing, incubation, and detection can be
performed in the same vessel. Use of fluorometric detection
allows for highly sensitive and quantitative detection.

Kits

The present invention further includes kits for detecting
ribonuclease activity in a sample, comprising Substrate
nucleic acid(s) and instructions for use. Such kits may
optionally contain one or more of: a positive control ribo-
nuclease, RNase-free water, a buffer, and other reagents. The
kits may include RNase-free laboratory plasticware, such as
thin-walled, UV transparent microtubes and/or multiwell
plates for use with the visual detection method and multiwell
plates for use with plate-fluorometer detection methods.

One kit of the invention includes a universal Substrate, the
Substrate being sensitive to a broad spectrum of ribonu-
clease activity. The kit is intended to detect ribonuclease
activity from a variety of sources. The assay is compatible
with visual detection. In certain embodiments, the Substrate
will be provided in dry form in individual thin-walled, UV
transparent microtubes, or in multiwell (e.g., 96 well) for-
mats suitable for high throughput procedures. Lyophilized
Substrate has improved long-term stability compared to
liquid solution in water or buffer. If provided in liquid
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solution, stability is improved with storage at least below
-20° C., such as at —80° C. Storage in individual aliquots
limits potential for contamination with environmental ribo-
nucleases. Alternatively, the Substrate can be provided in
bulk, either lyophilized or in liquid solution. Alternatively,
substrate can be provided in bulk and can be dispersed at the
discretion of the user.

An additional kit of the invention includes a set of
enzyme-specific or enzyme-selective Substrates that
together detect most RNase activities and individually can
be used to distinguish between different ribonuclease
enzymes. Such a kit can be used to assess the nature and
source of RNase contamination or can measure activity of
specific enzyme of interest.

In Vitro Assays for Evaluating Nuclease Activity

In certain embodiments, the present invention provides in
vitro assays for evaluating the activity of microbial nucle-
ases on various nucleic acid substrates. In certain embodi-
ments the assay evaluates the activity of mycoplasma nucle-
ases. In certain embodiments the assay evaluates the activity
of Staphylococcus aureus or Streptococcus pneumoniae
nucleases. For example, a biological sample (e.g., tissue,
cells, biological fluids) or material derived from such a
sample is combined with an oligonucleotide-based probe
and incubated for a period to time. The fluorescence level of
this reaction is then measured (e.g., with a fluorometer), and
compared with the fluorescence levels of similar reactions
that serve as positive and negative controls.

EXAMPLE 1

Degradation of Nuclease-Stabilized RNA
Oligonucleotides in Mycoplasma-Contaminated Cell
Culture Media

Artificial RNA reagents such as siRNAs and aptamers
often must be chemically modified for optimal effectiveness
in environments that include ribonucleases. Mycoplasmas
are common bacterial contaminants of mammalian cell
cultures that are known to produce ribonucleases. Here, the
inventors describe the rapid degradation of nuclease-stabi-
lized RNA oligonucleotides in an HEK cell culture contami-
nated with Mycoplasma fermentans, a common species of
mycoplasma. RNA with 2'-fluoro- or 2'-O-methyl-modified
pyrimidines was readily degraded in conditioned media
from this culture, but was stable in conditioned media from
uncontaminated HEK cells. RNA completely modified with
2'-0O-methyls was not degraded in the mycoplasma contami-
nated media. RNA zymogram analysis of conditioned cul-
ture media and material centrifuged from the media revealed
several distinct protein bands (ranging from 30 to 68 kDa)
capable of degrading RNA with 2'-fluoro- or 2'-O-methyl-
modified pyrimidines. Finally, the mycoplasma-associated
nuclease was detected in material centrifuged from the
contaminated culture supernatants in as little as 15 minutes
with an RNA oligo containing 2'-O-methyl-modified pyrimi-
dines and labeled with a 5'-FAM and 3'-quencher. These
results suggest that mycoplasma contamination may be a
critical confounding variable for cell culture experiments
involving RNA-based reagents, with particular relevance for
applications involving naked RNA (e.g., aptamer-siRNA
chimeras).

Synthetic RNA that is exposed to cells or tissues must be
protected from ribonuclease degradation in order to carry
out its intended function in most cases. Common approaches
for avoiding nuclease degradation include nanoparticle
encapsulation which insulates the RNA from exposure to
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ribonucleases and chemical modification to render it resis-
tant to degradation. Modification of RNA by substituting
O-methyl or fluoro groups for the hydroxyl at the 2'-position
of the ribose can greatly enhance its stability in the presence
of extracellular mammalian ribonucleases.

These modifications are widely employed in the devel-
opment of siRNAs and RNA aptamers for both research and
therapeutic applications. siRNAs can be modified with 2'-O-
methyl substitutions in both sense and antisense strands
without loss of silencing potency, but only a subset of
nucleotides are typically modified with 2'-O-methyls as
over-modification of the siRNA can reduce or eliminate its
silencing ability. siRNAs with 2'-fluoro modified pyrimi-
dines have also been reported to retain silencing activity in
vitro as well as in vivo.

RNA with 2'-fluoro modified pyrimidines is the most
commonly used chemistry for development of RNA aptam-
ers with potential therapeutic applications. Such RNA is
stable in animal serum and can also be efficiently transcribed
in vitro with a mutant viral RNA polymerase, thus facilitat-
ing its use in the aptamer discovery process known as
SELEX (Systematic Evolution of Ligands by EXpontential
enrichment). The stability of this RNA in other contexts such
as conditioned cell culture media has not been well-studied.

Mycoplasmas are a genus of small bacteria that are
common contaminants of cell cultures. They lack a cell wall,
are not susceptible to the antibiotics usually employed in cell
culture and often go undetected in cell culture due to their
small size. Some mycoplasma species, notably Mycoplasma
preumoniae, are human pathogens. Various mycoplasma
species are known to produce ribonucleases and deoxyribo-
nucleases; however, the ability of these nucleases to degrade
chemically modified RNA formulations has not been
explored prior to the present work.

The inventors evaluated the stability of RNA with
2'-fluoro modified pyrimidines in cell culture media condi-
tioned by human embryonic kidney 293 (HEK) cells and
found the RNA to be substantially degraded after fairly brief
incubations. It was subsequently determined that the HEK
cells were contaminated with mycoplasma, and it was inves-
tigated whether this contamination was responsible for the
observed nuclease activity.

Materials and Methods

Cell Culture and Conditioned Media.

HEK cells were inadvertently contaminated with myco-
plasma at some point during routine culture maintenance.
The contamination was later detected and confirmed by PCR
to be Mycoplasma fermentans. This mycoplasma contami-
nated cell line was used as a positive control for mycoplasma
testing methods. Uncontaminated HEK cells were obtained
from ATCC (ATCC-CRL-1573™). Contaminated and
uncontaminated HEK cells were grown in DMEM (GIBCO)
containing 10% heat-inactivated bovine serum, 50 U/ml
penicillin, and 50 pg/ml streptomycin at 37° C., 5% CO, in
a moist atmosphere. For preparation of conditioned media,
contaminated or uncontaminated HEK cells were grown to
~80% confluency on 100 mm or 150 mm culture dishes. The
culture media was then replaced with fresh media. After 48
hours of incubation, the media was centrifuged for 6 minutes
at 1,250 rpm in a table-top centrifuge to remove cellular
debris. Finally, the supernatant was transferred into a fresh
tube and used as “conditioned media.” Unconditioned media
had the same composition (see above), but was not incu-
bated with cells. Particulate matter was centrifuged from
such conditioned media for the experiments described in
FIG. 1C. 6 milliliters of conditioned media was centrifuged
at 13,300 rpm in a microcentrifuge. The pellet was washed
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with PBS and then dissolved in 20 ul 1% Triton X-100 in
PBS. Eppendorf tubes with these reactions were imaged
with a digital camera and UV-light trans-illumination.

Mycoplasma Culture.

Mycoplasma broth consisted of 10% yeast extract solution
(Gibco), 20% heat-inactivated fetal bovine serum, 70% heart
infusion broth (BD Biosciences), S0 U/ml penicillin, and 50
pg/ml streptomycin. A freeze-dried culture of Mycoplasma
fermentans (ATCC#15474) was rehydrated in 10 ml of
mycoplasma broth. Several 10-fold serial dilutions of this
culture were then prepared and the bacteria were grown in
50 ml conical tubes at 37° C. for several days. For the
experiment shown in FIG. 2, 1 ml of Mycoplasma fermen-
tans culture grown for 5 days was pelleted at 13,3000 rpms
for 5 minutes. Supernatant was discarded and the lysate was
prepared by dissolving the pellet in 20 pl 1% Triton X-100
in PBS. The lysate was incubated with RNAse substrates for
1 hour at 37° C.

Chemically Modified RNA.

The following 51 nucleotide long RNA sequence was
used for the gel-based degradation assays and the RNA
Zymograms: 5'-GGGAGGACGAUGCGGGACUAGC-
GAUCUGUUACGCACAGACGACUCGCCCGA-3' (SEQ
ID NO: 8). Several versions of this RNA, with modifications
as described in figure legends and the results section were
used. FAM (fluorescein amidite)-labeled versions were used
in the gel-based degradation assays, whereas non-fluores-
cent versions were used for the zymograms. These RNAs
were obtained from Trilink Biotechnologies (San Diego,
Calif.).

Gel-Based Degradation Assay.

For each degradation assay sample, 6 pl of oligo (2 uM)
was combined with 6 ul of unconditioned and conditioned
media and incubated for 0.5, 1, 2, or 4 hours at 37° C. After
incubation, samples were combined with 141 of loading
buffer (formamide with 0.5xTBE), incubated for 6 minutes
at 65° C., transferred to ice for 5 minutes, briefly centrifuged
and kept on ice until loading. Samples were runona 7.7 M
Urea/10% acrylamide gel at 100 volts for 80 minutes. Gel
images were acquired with a Gel Doc™ XR+ System
(Bio-Rad) with ultraviolet light transillumination and a
standard fluorescence filter for imaging ethidium bromide.

RNAse Substrate Plate-Reader Assays.

The RNAse substrates were synthesized by Integrated
DNA Technologies (IDT; Coralville, lowa). These probes
consist of a 12 nucleotide long RNA oligo,
5'-UCUCGUACGUUC-3' (SEQ ID NO: 7), with the chemi-
cal modifications indicated in figure legends, flanked by a
FAM (5'-modification) and a pair of fluorescence quenchers,
“ZEN” and “lowa Black” (3'-modifications). For the RNA
degradation assays, 1 pl of each RNAse substrate (50
picomoles) was combined with 9 pl of sample (e.g., condi-
tioned media) and incubated at 37° C. for time points
indicated in the figures. After the incubation period, 290 pl
of PBS supplemented with 10 mM EDTA and 10 mM EGTA
was added to each sample and 95 pl of each sample was
loaded in triplicate into a 96-well plate (96F non-treated
black microwell plate (NUNC)). Fluorescence intensity was
measured with a fluorescence microplate reader (Analyst
HT; Biosystems). For the Triton X-100 lysate samples, the
undiluted 10 pl reactions were imaged in eppendorf tubes
with a Gel Doc™ XR+ System (Bio-Rad) with ultraviolet
light transillumination and a standard fluorescence filter for
imaging ethidium bromide.

PCR.

All cell cultures were tested for mycoplasma infection by
PCR. Four primer sets, previously described (Choppa, P. C.,
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Vojdani, A., Tagle, C., Andrin, R., and Magtoto, L. (1998).
Multiplex PCR for the detection of Mycoplasma fermentans,
M. hominis and M. penetrans in cell cultures and blood
samples of patients with chronic fatigue syndrome. Mol Cell
Probes 12, 301-308), were used to identify a conserved
region among all members of the genus mycoplasma and
three specific species: Mycoplasma fermentans, Myco-
plasma hominis and Mycoplasma penetrans. Mycoplasma,
centrifuged from conditioned cell culture media, provided
the template DNA for the mycoplasma specific PCRs. The
mycoplasma was isolated from the culture media as follows:
conditioned media was centrifuged for 6 minutes at 1,250
rpm to pellet cellular debris. 2 ml of the supernatant from
this spin were then centrifuged for 5 minutes at 17,000xg to
pellet any mycoplasma present in the media. The pellet was
re-suspended in 500 of water; this served as the PCR
template. The PCR reaction mixtures were prepared in a
total volume of 100 pul containing 10 pl of PCR template, 2
pul dNTP’s (10 uM), 1 ul of each primer (100 pM), 50 pl of
Choice Taq Mastermix (Denville Scientific) and 36 pl of
water. 30 cycles of PCR were carried out. The temperature
steps were as follows: 94° C. for 5 minutes, 30x (denatur-
ation at 94° C. for 30 seconds; annealing at 55° C. for 30
seconds; elongation at 72° C. for 30 seconds) a final exten-
sion step of 72° C. for 10 minutes was carried out at the
completion of the cycling. The PCR products were analyzed
on a 2% (w/v) agarose gel stained with 0.5 pug/ml ethidium
bromide. The DNA bands were visualized with a Gel Doc™
XR+ System (Bio-Rad) with ultraviolet light transillumina-
tion and a standard fluorescence filter for imaging ethidium
bromide.

DAPI Staining.

Mycoplasma was visualized in cultured cells via DAPI
(4',6-diamidino-2-phenylindole, dihydrochloride, Invitro-
gen) staining. Briefly, HEK cells were grown on glass
bottomed culture dishes from MatTek (Ashland, Mass.).
Cells were then fixed by incubation for 20 minutes at —20°
C. in 100% methanol and stained with DAPI following the
protocol provided in the DAPI product insert. The cells were
then rinsed several times in PBS and fluorescence was
visualized with an Olympus IX71 fluorescence microscope
equipped with a 40x oil-immersion objective, fluorescence
filters appropriate for DAPI and a cooled CCD digital
camera.

DNA Zymograms.

Mycoplasma-free and mycoplasma-positive cell cultures
were serum-starved for 48 hours on 150 mm culture dishes
in 20 ml of DMEM. Media was collected, spun at 1,250
rpms for 6 minutes to eliminate cell debris, then spun at
17,000xg for 5 minutes to pellet mycoplasma from the
conditioned media. These pellets were solubilized in 50 pl
SDS sample loading buffer. The supernatants from the
second centrifugation were concentrated with a YM-10
Amicon centrifugal filter device (MW cutoff of 10 kDa) to
a final volume of approximately 100 pl. One or 3 pl of the
concentrated media or pellet, respectively, were loaded per
lane of an 8% acrylamide SDS gel containing 200 pug/ml
salmon sperm DNA (Invitrogen). After the gel was run,
nucleases were activated by a series of 10 minute washes: 2
washes in 2 mM CaCl,, 2 mM MgCl,, 2.5% Triton X-100
in water; 2 washes in 2 mM CaCl,, 2 mM MgCl,, 2.5%
Triton X-100 in 50 mM Tris-HCI (pH 7.4); 2 washes in 2
mM CaCl,, 2 mM MgCl, in 50 mM Tris-HCI (pH 7.4). The
gels were then incubated in 2 mM CaCl,, 2 mM MgCl, in
50 mM Tris-HC1 (pH 7.4) for either 2 hours or overnight at
37° C. The gels were stained with 0.5 pg/ml ethidium
bromide and visualized with a Gel Doc™ XR+ System
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(Bio-Rad) with ultraviolet light transillumination and a
standard fluorescence filter for imaging ethidium bromide.

Chemically Modified RNA Zymograms.

Samples were prepared as for the DNA zymograms
(described above). Proteins were separated on 8% acrylam-
ide SDS gels polymerized with either 550 nM of an RNA
oligo with 2'-fluoro-modified pyrimidines or 250 nM of an
RNA oligo with 2'-O-methyl-modified pyrimidines. See
“Chemically Modified RNA” above for the sequence of
these oligos. Gels were washed as above, but stained with a
1:10,000 dilution of Sybr Gold nucleic acid gel stain (Invit-
rogen) and visualized with a Gel Doc™ XR+ System
(Bio-Rad) with ultraviolet light transillumination and a
standard fluorescence filter for imaging ethidium bromide.

Results

To evaluate the stability of RNA with 2'-fluoro modified
pyrimidines in conditioned culture media, a 51 nucleotide
RNA with 2'-fluoro modified pyrimidines (underlined) and a
3-FAM (5"-GGGAGGACGAUGCGGGACUAGCGA
UCUGUUACGCACAGACGACUCGCCCGA-3'-FAM)
(SEQ ID NO:9)) was incubated in serum-containing media,
conditioned with an HEK cell culture recently obtained from
ATCC, or with an older HEK cell culture. As previously
reported, this RNA was found to be resistant to nuclease
degradation in the presence of animal serum. While the
modified RNA was also stable in conditioned media from
the HEK cells obtained from ATCC, the conditioned media
from the older HEK cells almost completely degraded it
after a 4-hour incubation at 37° C. The RNA was then
resolved on a urea/acrylamide denaturing gel and imaged
with a digital camera and UV-light trans-illumination; the
oligo was labeled on its 3'-end with FAM. PCR primer sets
specific for genomic components of Mycoplasma fermen-
tans, Mycoplasma hominis, Mycoplasma penetrans, or for a
region of the mycoplasma genome that is conserved within
the genus, were used to amplify DNA present in conditioned
culture media. Expected PCR product sizes are as follows:
mycoplasma genus PCR: 280 bp; Mycoplasma fermentans:
206 bp; Mycoplasma hominis: 170 bp; Mycoplasma pen-
etrans: 470 bp. The PCR assay for the presence of myco-
plasma detected a DNA sequence conserved within the
genome of the mycoplasma genus in the culture supernatant
of the older HEK cell culture supernatant, but not in the
media from the more recently obtained culture. A DNA
sequence specific to the Mycoplasma fermentans species
was also detected in media from the older HEK cell culture,
as indicated with a PCR product of expected size. Sequenc-
ing of this PCR product confirmed that the amplified
sequence is derived from the Mycoplasma fermentans
genome. In contrast, neither Mycoplasma hominis nor Myco-
plasma penetrans was detected.

As an additional means of detecting mycoplasma, DAPI
staining of HEK cells from these two cultures was carried
out. Small, punctate, extra-nuclear DAPI-labeling, indica-
tive of mycoplasma contamination, was seen throughout the
older HEK culture, but only nuclear labeling was seen in the
culture obtained from ATCC. Together, these data demon-
strate the presence of a ribonuclease that readily degrades
RNA with 2'-fluoro modified pyrimidines in a mycoplasma-
contaminated but not in a mycoplasma-free HEK cell cul-
ture.

Next, the activity of this ribonuclease after heat pre-
treatment was studied, in the presence of EDTA (a chelator
of divalent cations) and in the presence of a broad-spectrum
ribonuclease inhibitor. The same RNA oligo initially exam-
ined was used for this experiment (51-mer with 2'-fluoro-
modified pyrimidines and a 3'-FAM) with conditioned media
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from the mycoplasma-contaminated HEK cells. Results of
this experiment indicate that the ribonuclease activity is
sensitive to heat treatment and is thus likely protein in
nature. Like many ribonucleases, its activity is dependent on
divalent cations as chelation of divalent cations with EDTA
inhibited degradation of the modified RNA. To determine
the dependence of the nuclease activity on divalent cations,
conditioned media was incubated with RNA in the presence
of 10 mM EDTA. A broad-spectrum RNAse inhibitor,
Superase.in, was co-incubated (at 1 unit/ul) with the RNA in
conditioned media to determine the sensitivity of the nucle-
ase activity to this reagent. The RNA was resolved on a
urea/acrylamide denaturing gel and imaged with a digital
camera and UV-light trans-illumination; the oligo is labeled
on its 3'-end with FAM. The broad-spectrum RNAse inhibi-
tor, Superase.in, did not have an apparent impact on the
activity.

While the 2'-fluoro nucleotide modification is widely used
for the development of RNA aptamer-based therapeutic
approaches, other modifications are more commonly used to
protect synthetic RNAs in other applications such as RNA.
The 2'-O-methyl modification is widely employed and we
thus examined the susceptibility of RNA with 2'-O-methyl-
modified nucleotides to degradation by the mycoplasma-
associated ribonuclease activity. For this experiment, 3 RNA
oligos were used. Fach was 51 nucleotides in length, of
identical sequence and with a 3'-FAM. The first oligo had
2'-fluoro-modified pyrimidines (purines were unmodified)
(described above), the second had 2'-O-methyl-modified
pyrimidines (purines were unmodified) and every nucleotide
of the third oligo was modified with 2'-O-methyls. Co-
incubation of these oligos with media conditioned by the
mycoplasma-contaminated HEK cells for 30 minutes, 1
hour, 2 hours or 4 hours again demonstrated the near-
complete degradation of the oligo with 2'-fluoro-modified
pyrimidines. The oligo with 2'-O-methyl-modified pyrimi-
dines was more resistant to degradation, but was almost
completely degraded after 4 hours. Finally, there was no
detectable degradation of the oligo that was completely
modified with 2'-O-methyls at any of the time-points.

Additional cell lines, contaminated with distinct myco-
plasma species (i.e., non-Mycoplasma fermentans species)
were also tested for nuclease activity against RNA oligos
with 2'-O-methyl- and 2'-fluoro-modified pyrimidines. Some
of these cell lines possessed strong nuclease activity in their
supernatants while others did not.

To further characterize the mycoplasma-associated ribo-
nuclease, zymograms were carried out with unmodified
DNA or RNA with 2'-fluoro- or 2'-O-methyl-modified
pyrimidines. For these experiments, serum-free conditioned
cell culture media was used that was concentrated with filter
centrifugation as well as detergent-lysed particulate matter
centrifuged from the conditioned media. Concentrated
media or material pelleted by centrifugation from media
conditioned by mycoplasma-free or mycoplasma contami-
nated HEK cells was resolved on 8% acrylamide SDS gels
embedded with DNA, RNA with 2'-fluoro-modified pyrimi-
dines or RNA with 2'-O-methyl-modified pyrimidines. After
running, the gels were washed with SDS-free buffer con-
taining divalent cations and incubated at 37° C. for 2 hours
to allow nuclease digestion. The gels were stained with
ethidium bromide (DNA zymogram) or SYBR Gold nucleic
acid gel stain and imaged with a digital camera and UV-light
trans-illumination, revealing protein bands with nuclease
activity. The particulate matter presumably contains myco-
plasma in the contaminated culture sample and was also
found to possess ribonuclease activity.
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Multiple protein bands present in the mycoplasma-con-
taminated, but not the mycoplasma-free concentrated culture
supernatants could be seen in all 3 zymograms. A cluster of
bands that migrated between the 37 and 50 kDa molecular
weight markers was prominent in these samples. A smaller
protein, of approximately 30 kDa digested the modified
RNAs; no digestion was seen in this region of the DNA
zymogram. A larger protein, of approximately 68 kDa,
produced a band in the DNA zymogram, but not in the
modified RNA zymograms. However, longer digestion peri-
ods (e.g., overnight) did yield a band of approximately this
size in the modified RNA zymograms. The prominent cluster
of bands between 37 kDa and 50 kDa present in all of the
zymograms suggests the presence of multiple nucleases with
broad substrate specificities.

The detergent-lysed particulate matter produced a very
different pattern of bands on the zymograms. As with the
concentrated supernatant, dark bands indicating digestion
were only seen in the sample prepared from the myco-
plasma-contaminated culture. However, the patterns of
bands clearly indicate that there are multiple nucleases
present in the particulate matter of the culture media with
distinct substrate specificities. The prominent cluster of
bands between the 37 kDa and 50 kDa molecular weight
markers that was present in the concentrated culture super-
natant was not seen in the particulate matter samples.

Because the mycoplasma-associated nuclease can be dis-
tinguished from endogenous mammalian nucleases by its
distinct substrate specificity, we reasoned that the presence
of mycoplasmas, in various contexts, might be inferred by
the susceptibility of chemically modified ribonuclease sub-
strates to degradation. While gel-based assays provide a
simple and straightforward means of detecting nuclease
activity, a more rapid and sensitive assay for ribonucleases
that degrade unmodified RNA has been described. The basis
for this assay is a short oligonucleotide RNAse substrate,
end-labeled with a fluorophore on one end that is rendered
non-fluorescent by its close proximity to a quencher on the
other end (FIG. 1A) (Kelemen, B. R, et al. (1999). Hyper-
sensitive substrate for ribonucleases. Nucleic Acids Res 27,
3696-3701). Upon cleavage of the substrate, the quencher
diffuses away from the fluorophore, which then exhibits
fluorescence.

This approach was adapted to detect the mycoplasma-
associated nuclease by generating chemically modified
RNAse substrates with fluorophore and quencher conju-
gates. Four different RN A chemistries were tested: 2'-fluoro-
modified pyrimidines, 2'-O-methyl-modified pyrimidines,
complete 2'-fluoro modifications, and complete 2'-O-methyl
modifications. Initially, each of these RNAse substrates was
incubated for 4 hours with culture media conditioned by
either mycoplasma-free or mycoplasma-contaminated HEK
cells (FIG. 1B). While the complete 2'-O-methyl-modified
substrate was not digested in either media, the other 3
RNAse substrates exhibited substantially greater fluores-
cence after incubation in the mycoplasma-contaminated
media. Of these, the substrate with 2'-O-methyl-modified
pyrimidines exhibited the greatest relative fluorescence
increase between uncontaminated and contaminated media.
This substrate was thus characterized further.

Centrifugation of particulate matter from the myco-
plasma-contaminated culture supernatants provided a
simple and rapid means of obtaining concentrated nuclease
activity. The possibility that this approach might increase the
sensitivity of mycoplasma detection with RNAse substrates
was explored. The RNAse substrate with 2'-O-methyl-modi-
fied pyrimidines was incubated with a detergent lysate of
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centrifuged particulate matter from mycoplasma-free or
mycoplasma-contaminated HEK cells for 1 hour (FIG. 1C).
Conditioned media from these cultures was compared in
parallel. While both the lysate and conditioned media exhib-
ited strong nuclease activity, the lysate produced a greater
signal in this assay. A clear signal could be seen over the
background in this assay, even with an abbreviated (15
minutes) incubation (fluorescence was measured on an ultra-
violet light box in this case).

The contaminated HEK cell culture is a complex prepa-
ration as it contains cells derived from two distinct organ-
isms. While the uncontaminated HEK cells lack nuclease
activity capable of efficiently degrading RNA with 2'-fluoro-
modified or 2'-O-methyl-modified pyrimidines, we also
sought to measure such activity in a pure culture of Myco-
plasma fermentans. Consistent with the current observations
of'the contaminated HEK cell culture, lysates prepared from
Mycoplasma fermentans bacteria exhibited robust nuclease
activity against RNA substrates with 2'-fluoro-modified and
2'-0O-methyl modified pyrimidines (FIG. 2). Nuclease activ-
ity against RNA substrates with 2'-fluoro-modified and 2'-O-
methyl-modified pyrimidines was also found in the bacterial
culture supernatant (not shown).

Discussion

It was found that conditioned media from HEK cells
contaminated with Mycoplasma fermentans possesses ribo-
nuclease activity that readily degrades RNA with 2'-fluoro-
modified pyrimidines and 2'-O-methyl-modified pyrimi-
dines. Comparable ribonuclease activity was seen in a pure
culture of Mycoplasma fermentans, but not in an uncon-
taminated, HEK cell culture. These observations are consis-
tent with the conclusion that the activity in the contaminated
HEK cell culture is derived from the mycoplasma bacteria.
Zymograms with chemically modified RNA revealed the
presence of multiple protein bands (from ~30 kDa to ~68
kDa) in the conditioned, mycoplasma-contaminated culture
media that possess this ribonuclease activity. Some of these
proteins were found in particulate matter in the media,
presumably containing free-floating mycoplasma. RNAse
substrates synthesized with chemically modified RNA
detected the presence of this ribonuclease activity after a 15
minute incubation.

This work was undertaken to better understand the sta-
bility of chemically modified RNA oligonucleotides in cell
culture settings. The results identify a critical variable for the
use of RNA-based reagents in cell culture experiments.
While the potential for mycoplasma-based artifacts in cell
culture experiments is widely known, many researchers do
not regularly test their cell lines for mycoplasmas. Lack of
regular testing is perhaps the primary reason that mycoplas-
mas continue to be problematic for cell culture studies. It is
estimated that 15-35% of cell lines used are contaminated
with mycoplasmas, with Mycoplasma Fermentans among
the most prevalent species identified in cell lines.

The manner in which mycoplasma contamination affects
experimental outcome varies depending on the nature of the
experiment. The present results suggest that experiments
involving the application of naked RNA directly to cells are
particularly vulnerable to mycoplasma-dependent RNA deg-
radation and experimental failure. These experiments
include the study or application of siRNAs, RNA aptamers
and ribozymes. For instance, the delivery of siRNAs by
directly coupling them to targeting reagents such as anti-
bodies, aptamers, peptides and other synthetic ligands all
entail the application of naked RNA to cells. The evaluation
of RNA aptamers targeting cell surface receptors or extra-
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cellular targets such as growth factors in cell culture, like-
wise, involves the application of naked RNA to cells.

The characterization of the mycoplasma-associated ribo-
nuclease activity with nucleic acid zymograms revealed the
presence of multiple proteins with deoxyribonuclease and
ribonuclease activity in the contaminated cell culture media.
The presence of multiple bands in similar patterns in all 3 of
the zymograms between the 37 kDa and 50 kDa molecular
weight markers suggests that several nucleases capable of
digesting DNA, or RNA with 2'-fluoro- or 2'-O-methyl-
modified pyrimidines are produced by the mycoplasma.
Other bands found in the mycoplasma-contaminated
samples exhibited substrate specific degradation among the
3 nucleic acid chemistries tested. Altogether, the results from
the zymograms suggest there are multiple mycoplasma-
derived ribonucleases present in the contaminated culture
media that can readily degrade RNA with either 2'-fluoro- or
2'-O-methyl-modified pyrimidines. The identity of these
proteins has not been determined. Because zymograms
depend on protein refolding following SDS-denaturation, it
is possible that some ribonucleases present in the culture
media did not yield a signal on the zymograms.

The fraction of mycoplasma species that produce ribonu-
cleases capable of degrading chemically modified RNAs is
uncertain. The fact that RNA oligos with 2'-fluoro- or
2'-O-methyl-modified pyrimidines were degraded in cul-
tures contaminated with distinct, yet unidentified species of
mycoplasma indicates that the activity is not limited to the
Mycoplasma fermentans species. Considering the diverse
nature of mycoplasmas, it is perhaps not surprising that
mycoplasma-contaminated cell cultures that lacked such
robust nuclease activity were found.

Because many mycoplasmas are human pathogens, the
detection of mycoplasma-derived nucleases has clinical
diagnostic applications. DNAse activity has in fact been
used to differentiate among various bacterial pathogens,
including the identification of coagulase-positive staphylo-
cocci, such as Staphylococcus aureus in bovine milk
samples. Such assays depend on the isolation of the bacteria
from biological fluids and tissues that also contain DNAses,
which would otherwise generate background; isolation and
culture of the bacteria can consume valuable time. The use
of chemically modified nucleic acids provides an alternative
that could be used in more clinically relevant settings
without generating background. Indeed, a chemically modi-
fied RNAse substrate that rapidly and robustly detected
mycoplasma-derived ribonuclease activity in serum-con-
taining conditioned media was developed; digestion of this
RNAse substrate in the same media conditioned by an
uncontaminated culture was minimal. Chemically modified
nucleic acids can thus facilitate the rapid determination of
the presence of bacterial contamination.

EXAMPLE 2
In Vivo Detection

The cleavage of oligonucleotides can be visualized in
various ways, but as discussed above, the inventors favor
flanking the sequences with a fluorophore and a quencher for
rapid detection of the cleavage activity with a fluorometer.
Advancing one step further, the inventors envision injecting
the fluorescent probe into patients and using fluorescent
detection to localize sights of infection (in addition to
specific pathogen data) clearly within the patient. Prelimi-
nary data of this type has been established in mouse models.
Briefly, mice were injected with micrococcal nuclease (puri-
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fied Staph. aureus nuclease) in leg and injected with probe
in tail vein. This procedure resulted in fluorescence being
seen at site of nuclease and subsequently in liver.

EXAMPLE 3
In Vitro Detection

Nuclease Probe Plate-Reader Assay:

The nuclease probes were synthesized by Integrated DNA
Technologies (IDT; Coralville, lowa). These probes consist
of'a 12 nucleotide long RNA oligo, 5'-UCUCGUACGUUC-
3'(SEQ ID NO: 7), with the chemical modifications, flanked
by a FAM (5'-modification) and a pair of fluorescence
quenchers, “ZEN” and “lowa Black” (3'-modifications.
Three samples were assayed for degradation. PBS, 1 ul of
each probe (50 picomoles) was combined with 9 ul of PBS.
RNase A, 1 pl of each probe was combined with 8 ul of PBS
and 1 pl RNase A (~50 U/ul). Micrococcal Nuclease (MN),
1 ul of each probe was combined with 8 pl of PBS and 1 pl
of MN (10 U/ul). All the samples were incubated at 37° C.
for 4 hours. After the incubation period, 290 pl of PBS
supplemented with 10 mM EDTA and 10 mM EGTA was
added to each sample and 95 pl of each sample was loaded
in triplicate into a 96-well plate (96F non-treated black
microwell plate (NUNC)). Fluorescence levels are shown in
FIG. 2 (these are the PMT (photomultiplier tube) values).
Fluorescence was measured with a fluorometer.

A nuclease from a third pathogenic bacterium, Strepto-
coccus pneumoniae, has also been evaluated. A nuclease is
expressed on the membrane of the Streptococcus pneumo-
niae bacterium, making it easier to detect than nucleases that
are secreted because it cannot diffuse away from the cell.
The investigators found that this nuclease, which is known
as EndA is capable of digesting a probe that has 2'-fluoro
modified pyrimidines, but not a probe with 2'-O-methyl
modified pyrimidines.

Degradation Activity of Micrococcal Nuclease and EndA
Nuclease.

Unmodified (RNA and DNA) and modified (2'-Fluoro
pyrimidines and 2'-O-Methyl pyrimidines) nucleic acid sub-
strates were used to assay the nuclease activity profile of
Micrococcal Nuclease (MN) and EndA (H160G) Nuclease.
The substrates were flanked by a fluorescent dye (FAM) at
the 5'-end and a quencher at the 3'-end. This approach allows
the evaluation of nuclease activity which is indicated by
increases in fluorescence upon substrate digestion. 50
pmoles of substrate were incubated with MN (1 U/uL.) and
EndA H160G Nuclease (2 uM) in 10 ul total volume.
Imadazole was included in the EndA H160G reactions to
recapitulate the enzymatic properties of the wildtype
enzyme. This mutant version of the enzyme was used
because the wt enzyme was toxic to E. coli and could not be
produced recombinantly in large amounts. 50 pmoles of
each substrate and buffer were used as controls. All reactions
were incubated for 30 minutes at 37° C. After incubation,
290 Wl of buffer supplemented with 10 mM EDTA and 10
mM EGTA were added to each sample and 95 pl of each
sample were loaded in triplicate into a 96-well plate (96F
non-treated black microwell plate (NUNC)). Fluorescence
intensity was measured with a fluorescence microplate
reader (Analyst HT; Biosystems) (FIG. 3).

EXAMPLE 4

Nuclease-Activated Probes for Imaging
Staphylococcus aureus Infections

S. aureus infections are a major clinical problem that
results in a variety of life-threatening and debilitating medi-
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cal conditions including septic joints, osteomyelitis and
endocarditis. Development of antibiotic resistant strains of
S. aureus has compounded the difficulty of treating infec-
tions and highlights the need for novel antibiotics and better
diagnostic approaches for their evaluation. Most S. aureus
infections with clinical significance are localized to internal
tissues or organs that are difficult to access. Definitive
diagnosis of S. aureus infection thus necessitates testing
biopsies of suspected tissues for presence of the bacteria.
Because only limited tissues can be surveyed, biopsies offer
only a limited assessment of the possibility an individual is
suffering from an S. aureus infection. In some cases, such as
endocarditis, biopsies are impractical and diagnoses are
made with circumstantial evidence such as heart murmur
and the detection of bacteria in the circulation.

To address the present shortcomings in the diagnostic
technology for localized S. aureus (and other bacterial)
infections, molecular imaging approaches have been devel-
oped to non-invasively detect bacteria in animals. These
approaches depend on the selective affinity of the imaging
reagents for components of bacteria. For example, one
approach uses molecular probes that function by binding
components of bacteria with greater affinity than mamma-
lian cells and tissues. In general, because such probes are
always “on” they have suboptimal target-to-background
ratios, which limit their sensitivity. These probes are limited
by the fact that they produce signal prior to encountering
their target (i.e., they are not activatable probes) and most of
them are non-specific with respect to bacterial species.

An alternative molecular imaging approach, involving
quenched fluorescent probes that are activated by tumor-
specific proteases, has provided a valuable imaging platform
for cancer imaging. Because such activatable probes do not
produce signal (fluorescence) until the probe encounters its
target, the result is a very high target-to-background ratio
and a much more sensitive means of target detection. While
this approach has proven valuable for imaging cancer,
to-date it has not been applied to imaging bacteria, possibly
due to a scarcity of appropriate bacteria-derived proteases.
The inventors exploited the interface between chemically
modified nucleic acids and bacterial nucleases to develop
activatable imaging probes for bacterial infections. This
research is innovative because the exploitation of nucleases
for imaging is a novel direction, both for the imaging of
bacterial infections in particular and for whole-animal imag-
ing in general.

The present invention provides a robust activated imaging
probe-based approach for the non-invasive detection and
localization of S. aureus infections in animals. This contri-
bution is significant because activated imaging probes have
critical advantages (e.g., high target-to-background ratios)
over existing technology for this problem, and may prove to
be generally useful for both research and clinical diagnostic
applications involving S. aureus. The present approach
facilitates the evaluation in experimental animals of novel
antibiotics for naturally occurring strains of these bacteria.
This near-infrared fluorescence-based imaging approach
also is useful for the diagnosis and treatment evaluation of
S. aureus infections in humans. Indeed, near-infrared fluo-
rescent dyes are currently used as clinical imaging tools for
retinal angiography, cardiac function, hepatic output, senti-
nel lymph node dissection and colon polyp identification.
The clinical applicability of near-infrared imaging, which
has limited imaging depth in tissues (estimated at 7-14 cm),
is expanding due to the development of medical imaging
devices such as endoscopes with fluorescence imaging capa-
bilities. Interestingly, many additional problematic patho-
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gens are also known to express secreted or cell-surface
nucleases (e.g., Streptococcus pneumoniae), which are used
for their detection.

A. Generation of Nuclease-Activated Probes that Specifi-
cally Detect Micrococcal Nuclease (MN) of S. aureus

The need for clinical diagnostic imaging of bacterial
infections is greatest for localized infections, which are often
difficult to diagnose. In contrast, systemic infections can
usually be detected with simple blood tests. S. aureus is the
most common bacterial cause of a variety of focal infections
in humans, including infectious joints, osteomyelitis and
endocarditis. For example, S. aureus is the causative bacte-
rial pathogen in approximately half of the cases of infectious
joints which are a serious medical condition, associated with
substantial morbidity and mortality. Additional types of
bacteria that are commonly found to cause septic joints
include non-aureus Staphylococci and Streptococci (group
A-G and preumoniae). A variety of additional bacterial
species, including Gram negative bacteria such as e. coli can
also, in rare cases, cause septic joints.

Micrococcal nuclease is a robust extracellular nuclease
produced by S. aureus. It readily digests DNA and RNA via
endonuclease and exonuclease activities, and its activity has
been used to detect the presence of S. aureus in various
contexts for decades. MN has been found to play a role in
S. aureus immune evasion and is a virulence factor of S.
aureus. Interestingly, a portion of MN is apparently
expressed on the surface of S. aureus cells.

Most Streptococcus species that cause infectious joints
also produce extracellular nucleases. Group A Streptococci
are known to produce at least four such nucleases, SdaA,
SdaB, SdaC and SdaD. Of these, SdaA and SdaC are known
to be DN Ases, while SdaB and SdaD are able to digest DNA
and RNA (Wannamaker et al., 1967). SdaB and SdaD are
thus expected to digest a more diverse set of chemically
modified nucleic acids. Extracellular nucleases of Group B
Streptococci have also been studied and at least three of
these enzymes degrade DNA and RNA (Ferrieri et al., 1980).
DNAse activity has also been observed in culture superna-
tants from Group C and G Streptococci, but the enzymes
responsible for this activity are not well-characterized. A
cell-surface nuclease of Streprococcus preumoniae, known
as EndA, has also been well-studied (Moon, A. F., Midon,
M., Meiss, G., Pingoud, A., London, R. E., and Pedersen, L.
C. (2011). Structural insights into catalytic and substrate
binding mechanisms of the strategic EndA nuclease from
Streptococcus pneumoniae. Nucleic Acids Res 39, 2943-
2953).

An ideal molecular imaging probe for S. aureus would
produces a signal only upon encountering the targeted,
unmodified bacteria or material derived from it. Such probes
enable the in vivo dynamic imaging of naturally occurring S.
aureus strains with superior target-to-background ratios over
existing technologies and facilitate the clinical diagnosis and
treatment evaluation of S. aureus infections in humans. The
lack of versatile, specific and robust bacterial imaging
methods is a critical barrier for the study of S. aureus in
animals and the evaluation of S. aureus infections in
humans.

Oligonucleotide-based nuclease substrates with fluoro-
phore-quencher pairs (fluorophore is unquenched upon
nuclease digestion) are tailored via chemical modification to
specifically detect nucleases of S. aureus and thus serve as
specific and sensitive probes for the detection of the bacteria
themselves. The data provided below demonstrate the sen-
sitive detection of an S. aureus-derived nuclease in vitro and
in mice with chemically modified oligonucleotide-based
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nuclease substrates. Importantly, these substrates are resis-
tant to mammalian nucleases; they thus exhibit a very low
background in animals in the absence of foreign nucleases.

The data provide examples of chemically modified oli-
gonucleotide probes that can differentiate between MN and
mammalian serum nucleases. Thus, oligonucleotides with
the appropriate chemical modifications are readily digested
by MN, but resistant to both mammalian and various bac-
terial nucleases. Several distinct bacterial and mammalian
nucleases have been tested in these in vitro experiments.
These nuclease-activated probes with quencher/fluorophore
pairs (fluorophores will be near-infrared) that are susceptible
to digestion by MN may enable the non-invasive detection
and localization of focal S. aureus infections in mice.

For therapeutic applications involving synthetic RNA,
chemical modifications have been developed to increase the
resistance of RNA to degradation by mammalian nucleases.
Modification of pyrimidines by substitution of the 2'-OH of
the ribose sugar for different groups such as fluoro (2'-F) or
O-methyl (2'-OMe) have been found to substantially
increase resistance of RNA to nuclease degradation (Green,
L.S., etal. (1995). Nuclease-resistant nucleic acid ligands to
vascular permeability factor/vascular endothelial growth
factor. Chem Biol 2, 683-695; Pieken, W. A, et al. (1991).
Kinetic characterization of ribonuclease-resistant 2'-modi-
fied hammerhead ribozymes. Science 253, 314-317). For
example, RNA with 2'-F modified pyrimidines is stable is
animal serum for many hours. These modifications have
become commonplace in the development of RNA-based
therapeutics (Behlke, M. A. (2008). Chemical modification
of siRNAs for in vivo use. Oligonucleotides 18, 305-319;
Thiel, K. W., and Giangrande, P. H. (2009). Therapeutic
applications of DNA and RNA aptamers. Oligonucleotides
19, 209-222). Considering the stability of these modified
RNAs in mammalian fluids, it was reasoned that they might
be useful reagents for bacteria detection if bacteria-derived
nucleases can digest them. Thus, the ability of various
bacterial nucleases (derived from S. aureus, Streptococcus
preumoniae and mycoplasma) to digest such modified RNA
was measured.

To measure nuclease activity in vitro quenched fluores-
cent oligos were used (platereader-based assays shown in
FIGS. 4A, B and C) and polyacrylamide gel electrophoresis
(PAGE, FIG. 1D). MN digests unmodified RNA, RNA with
pyrimidines modified with 2'-F, or 2'-OMe, or fully 2'-F or
fully 2'-OMe modified RN A, whereas mammalian RNAse A
only digests unmodified RNA (FIG. 4A). EndA (cell-surface
nuclease of Streptococcus pneumoniae) digests RNA with
pyrimidines modified with 2'-F, but not with 2'-OMe (FIG.
4B). EndA and MN thus have different substrate specificities
with respect to the modified RNAs, suggesting that chemi-
cally modified RNA probes may be used to differentiate
between them. For detection of S. aureus via MN activity,
culture supernatants provide a more clinically relevant
preparation. Thus nuclease activity of S. aureus culture
supernatants (wt and MN-negative (S. aureus MN-)) was
measured. The clear activity in the MN+ supernatant (DNA
probe, FIG. 4C) indicates that such probes can detect the
presence of the bacteria via MN activity. A PAGE-based
assay, as shown in FIG. 4D for the activity of a mycoplasma-
derived nuclease, is a complement to the platereader assay
as it provides an assessment of the degradation products.
Note the activity of the Mycoplasma fermentans-derived
nuclease on the 2'-F and 2'-OMe (pyrimidines) modified
RNA oligos.

Short oligonucleotides, flanked with a fluorophore (5'-
end) and a quencher (3'-end) are useful reagents for evalu-
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ating the nuclease susceptibility of oligos with many distinct
nucleotide modifications. To test the ability of nucleases
derived from pathogenic bacteria to degrade oligonucle-
otides of different chemical compositions, the nucleases are
co-incubated with such oligonucleotide probes, followed by
measurement of fluorescence levels in a fluorescence plate
reader. Increases in fluorescence beyond levels seen in
control oligo incubations in which nucleases are omitted, are
indications of oligo degradation. In addition to the simplicity
and convenience of this approach, another advantage is that
any probes found to specifically detect MN in these assays
can be used to instruct the design of in vivo probes for S.
aureus because the latter probes are also based on oligos
with quenched fluorophores. Oligonucleotide compositions
found to be specifically susceptible to degradation by MN
are further studied by examining the susceptibility of unla-
beled (i.e, no fluorophore or quencher) versions of the
oligonucleotides with polyacrylamide gel analysis of deg-
radation in place of the plate-reader assay.

The oligonucleotide probes consists of 12 nt-long RNA
oligos (5'-UCUCGUACGUUC-3' (SEQ ID NO:7)) flanked
by a FAM (5'-end) and fluorescence quenchers, “ZEN” and
“lowa Black” (3'-end). For the degradation assays, 50
pmoles of each oligonucleotide are combined with each
sample (e.g., culture supernatant) and incubated at 37° C. for
30 minutes to 4 hours. The purified nucleases are diluted in
PBS supplemented with physiological concentrations of
calcium and magnesium. Various dilutions of each nuclease
are tested to determine the limiting concentration of each.
After incubations, the reactions are loaded in triplicate into
a 96-well plate. Fluorescence is measured with a microplate
reader (Analyst HT; Biosystems). Controls for each experi-
ment include an unmodified RNA probe incubated with
buffer (-control) or RNAse A (+control). Each probe is
incubated with buffer or culture broth only (to establish
background fluorescence levels) in parallel with the nuclease
incubations.

Chemical modifications that are tested include various
modifications that are known to promote resistance to mam-
malian nucleases, including: 2'-fluoro-fB-D-arabinonucle-
otide (FANA), Locked Nucleic Acid (LNA), Unlocked
Nucleic Acid (UNA), 2'-O-methyl, 2'-fluoro and phospho-
rothioate (a sugar-phosphate backbone modification) (Be-
hlke, M. A. (2008). Chemical modification of siRNAs for in
vivo use. Oligonucleotides 18, 305-319).

Probes are also studied with the following gel-based
degradation assay in order to determine the full extent of
degradation. These experiments are necessary to distinguish
between enzymatic activity that might simply remove a
terminal nucleotide or possibly the quencher or fluorophore
from a probe as opposed to more thorough nuclease diges-
tion. The former type of degradation may only occur with
particular fluorophores or quenchers and thus may not be
generally useful for nuclease detection. For each reaction, 50
pmoles of an unlabeled version of the selected oligo is
combined with buffer or with the nucleases, culture material
or serum samples indicated above and incubated for 0.5 to
4 hours at 37° C. After incubation, samples are resolved on
a 7.7M Urea/10% acrylamide gel. Gel images (stained with
SYBR Gold) are acquired with uv-light transillumination
and a digital camera.

B. Demonstration of the Detection of the S. aureus
Nuclease (MN) in Mice with Nuclease-Activated Probes.

Activatable imaging probes for non-invasive imaging of
various biological phenomena, provide high target-to-back-
ground ratios, and are thus actively sought for applications
such as cancer imaging. However, activatable imaging
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probes for focal bacterial infections have not been described.
The present experiments demonstrate the feasibility of a
novel nucleic acid-based activatable imaging approach for
the detection and localization of S. aureus associated nucle-
ase activity in mice.

The non-invasive detection of tumors in mice with
quenched fluorescent protease substrates was first reported
in 1999 (Weissleder, R., et al. (1999). In vivo imaging of
tumors with protease-activated near-infrared fluorescent
probes. Nat Biotechnol 17, 375-378). These probes detect
proteases that are overexpressed by cancer cells. Impor-
tantly, the fluorophores used in the probes absorb and emit
near-infrared light, which can penetrate tissues much better
than light in the visible regions of the spectrum. The initial
report of this approach provided the conceptual basis for
many subsequent studies describing similar protease sub-
strate-based tumor imaging approaches. Importantly, this
approach is not limited to detection of subcutaneously
implanted tumors. Bone metastases are among the types of
cancers detectable with near-infrared imaging. The activat-
able imaging probe concept has also been pursued for
non-invasive imaging in a variety of forms not involving
protease. activation due to the high target-to-background
ratios achieved with activatable probes.

Activatable molecular imaging approaches have not been
developed for imaging bacterial infections. Instead, bacterial
infections have been imaged with probes that exhibit greater
affinity for the bacteria than for mammalian cells and tissues.
As the utility of NIR-based imaging for cancer became
clearer, important progress has been made in developing
more sophisticated NIR-based imaging instrumentation,
including fluorescence tomography for acquisition of 3-di-
mensional fluorescence images and multispectral imaging
approaches for removal of autofluorescence and fluores-
cence multiplexing. NIR-based imaging technologies have
also been introduced into clinical practice. While the depth
of light penetration with NIR light is a limitation of NIR-
based imaging (estimated to be 7-14 cm), the broad potential
of the technology in the clinic is highlighted by a recent
study demonstrating the deep-tissue imaging of lymphatic
vessels within the leg of a human subject.

Oligonucleotide-based probes with quenched fluoro-
phores have been in common use as tools for various
molecular biology methods for over a decade. This robust
technology includes Molecular Beacons and TagMan probes
whose fluorescence is unquenched after the probes anneal to
a targeted complementary nucleic acid and “RNAse Sub-
strates”, which are used to detect the presence of contami-
nating RNAses in laboratory solutions.

For in vivo applicability of nuclease-activated imaging
probes, visible-wavelength fluorophores (e.g., those used in
FIGS. 4A-4D) are not optimal due to high autofluorescence
and light scattering of visible light by tissues. The inventors,
therefore, tested nuclease-activated probes with an NIR
fluorophore (Cy5.5). A 2'-fluoro pyrimidine modified RNA
oligo with 5'-Cy5.5 and 3'-quencer were combined with PBS
alone or PBS plus micrococcal nuclease and incubated for
60 minutes at 37° C. prior to imaging. Fluorescence was
measured with a Xenogen IVIS small animal imaging sys-
tem. A quenched CyS5.5 probe composed of RNA with 2'-F
modified pyrimidines exhibited a very low level of NIR
fluorescence prior to digestion, and a robust (130-fold)
increase in fluorescence after MN digestion. To explore the
utility of this probe for imaging bacterial nucleases in mice,
MN was injected into the leg muscle of a mouse which was
subsequently administered 5 nmoles of the probe via tail
vein injection. Fluorescence was found to develop initially
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at the site of MN injection. This signal increased over the
next 45 minutes. In addition, a strong fluorescence signal
developed in the abdomen, presumably emanating from the
liver. Whether this liver-based signal resulted from liver-
based digestion of the probe or accumulation of probe
fragments of the MN digestion is uncertain. Finally, to
evaluate the utility of luciferase-expressing S. aureus for
multimodal mouse imaging experiments with Cy5.5-labeled
probes, a Lux operon was transferred to the Newman strain
of S. aureus and imaged with bioluminescence and Cy5.5
fluorescence channels of an IVIS system. While the biolu-
minescence of the Luc+ S. aureus was strong, the luciferase-
derived light was not seen in the CyS5.5 fluorescence chan-
nel, thus indicating the feasibility of Luciferase/Cy5.5
co-localization experiments (i.e., the Luciferase signal does
not interfere with Cy5.5 measurements).

To evaluate the ability of quenched fluorescent nuclease
substrates to indicate the presence and localization of focal
S. aureus infections in mice, we will use a probe that yielded
promising results in preliminary whole animal optical imag-
ing experiments. This probe, which consists of a short RNA
oligonucleotide with 2'-F modified pyrimidines and unmodi-
fied purines, is resistant to activation by mammalian nucle-
ases, but susceptible to degradation (and activation) by
various bacterial nucleases, including nucleases produced by
S. aureus (MN), Streptococcus pneumoniae and Myco-
plasma fermentans. The probe is flanked by a near-infrared
fluorophore and a fluorescence quencher. To independently
measure S. aureus localization, luciferase-expressing strains
of S. aureus will be used in combination with biolumines-
cence imaging. Co-localization of fluorescence (activated
nuclease probe) with luminescence (luciferase) will indicate
that the nuclease-detecting approach can serve to detect and
localize focal S. aureus infections in mice. Focal infections
in mice will be induced by intramuscular (leg muscle)
injection of S. aureus. Imaging and intravenous probe
administration will take place 24-48 hours after the bacterial
injection.

The oligonucleotide probe is synthesized by Integrated
DNA Technologies (IDT; Coralville, lowa). The probe con-
sists of an 11 nucleotide-long RNA oligo (5'-
CUCGUACGUUC-3' (SEQ ID NO: 18)) flanked by Cy5.5
(5'-end) and a pair of fluorescence quenchers, “ZEN” and
“lowa Black” (3'-end). Mice are injected (intramuscular, leg
muscle) with 100 ul (~4x10° CFU/injection) methicillin-
sensitive S. aureus (MSSA) modified with the Lux operon
(for Luciferase expression). 24-48 hours after administration
of the S. aureus, mice are anesthetized with isofluorane and
imaged (Xenogen IVIS-200 System) with bioluminescence
to assess the degree of infection and with fluorescence
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(Cy5.5 infrared channel) to establish baseline fluorescence
measurements. Then 5-10 nanomoles of the nuclease probe
are injected via tail vein and bioluminescence and fluores-
cence images are acquired every 5-10 minutes for 1-2 hours.

Fluorescence levels above those measured prior to probe
administration indicate the presence of activated probe. The
contribution of substantial fluorescence from the unactivated
probe is not expected as negligible fluorescence of the
undigested probe was observed in preliminary studies. The
probe is also administered to uninfected mice to determine
the dependence of probe activation on the presence of S.
aureus. To determine the dynamic biodistribution of the
probe, control experiments are carried out in which a probe
missing the quenchers are administered to infected animals
and imaged at various time-points. The complete probe is
administered to animals infected with MN-negative S.
aureus to determine the dependence of S. aureus detection
on the presence of this nuclease.

EXAMPLE 5

Nuclease-Activated Probes for Imaging
Staphylococcus aureus Infections

The inventors surprisingly discovered that “2'-OMe dTT”
probe was more sensitive to MN (micrococcal nuclease of S.
aureus) than the other probes, but was still resistant to
degradation in serum. The inventors tested its stability in the
supernatants of cultures of other pathogenic bacteria that
cause similar problems as S. aureus and found that it was not
digested by these other species. The 2'-OMe dTT probe thus
is specific for S. aureus.

Digestion of Oligonucleotide Substrates with Various
Concentrations of Micrococcal Nuclease (MN).

The degradation profile of 6 oligonucleotide substrates
was evaluated using 4 different concentrations of MN (1 U,
0.1 U, 0.05 U and 0.01 U/pul) (FIG. 5). All the sequences are
flanked by a FAM at 5'- and a pair of fluorescence quenchers,
“ZEN” and “lowa Black” at the 3'-end. The samples were
prepared as follow: PBS, 9 ul of PBS+1 pl of substrate (50
pmoles); Reactions with MN include 8 pl of PBS, 1 ul of
substrate (containing 50 pmoles) and 1 pl of appropriately
diluted MN. All the samples were incubated at 37° C. for 15
minutes. After the incubation period, 290 ul of PBS supple-
mented with 10 mM EDTA and 10 mM EGTA was added to
each sample and 95 pl of each was then loaded in triplicate
into a 96-well plate (96F non-treated black microwell plate
(NUNC)). Fluorescence intensity was measured with a fluo-
rescence microplate reader (Analyst HT; Biosystems).

The oligonucleotide molecules are provided in Table 3
below.

TABLE 3
Name Length Sequence SEQ ID NO
DNA 10 /56-FAM/TTCCTTCCTC/ZEN/ /3 TABRQSP/ SEQ ID NO: 1
2'-OMe All 12 /56- SEQ ID NO: 2
FAM/mUmCmUmCmGMUmAMCmGMUmUmMC/ZEN//3IAbRQSP /
2'-F Pyr 12 /56-FAM/fUfCEUfCrGfUrAfCrGfUFUEC/ZEN//3T1AbRQSp/ SEQ ID NO: 3
2'-OMe dAA 11 /56-FAM/mCmUmCmGAAMCMGMUMUmMC/ZEN/ /3 TAbRQSpP/ SEQ ID NO: 4



US 9,603,949 B2

40

TABLE 3-continued
Name Length Sequence SEQ ID NO
2'-OMe ATT 11 /56-FAM/mCmUMCMGTTMCMGMUMUMC/ZEN//3IAbRQSp/ SEQ ID NO: 5
2'-OMe dAT 11 /56-FAM/mCmUMCMGATrnCmGmUMUMC/ZEN/ /3 IAbRQSD/ SEQ ID NO: 6

/56-FaM/ FAM fluorophore (fluorescein amidite)
/ZEN/ V"ZEN" fluorescence gquencher

/3IAbRQSp/ "Iowa Black" fluorescence gquencher
mA 2'-O-methyl modified A

mC 2'-0-methyl modified C

mG 2'-0-methyl modified G

mU 2'-0-methyl modified U

fa 2'-fluoro modified A

fc
fc
fU 2'-fluoro modified U

Nucleotides written in bold are deoxy nucleotides

2
2
2
2
2'-fluoro modified C
2

'-fluoro modified G

(DNA)

Oligonucleotide Substrate Plate-Reader Assays:

The oligonucleotide substrates were synthesized by Inte-
grated DNA Technologies (IDT; Coralville, lowa). These
probes consist of a 10 (DNA) or 11 nucleotide long (2'-
OMe-dAA, 2'-OMe-dTT and 2'-OMe-dAT) oligonucleotide,
with the chemical modifications and sequences indicated in
Table 1 above. All the sequences are flanked by a FAM at
S'-end and a pair of fluorescence quenchers, “ZEN” and
“lowa Black™ at the 3'-end. Five samples were assayed for
degradation (FIG. 6). PBS: 1 pl of each substrate (50
picomoles) was combined with 9 ul of PBS (background).
Reactions with micrococcal nuclease (MN) served as posi-
tive control as the investigators have established that the
condition used here yields maximal activation of the probes.
These reactions include 1 pl of each substrate (50 pico-
moles), 8 pul of PBS and 1 pl of MN (10 U/ul). Reactions
with S. aureus supernatant include 1 pl of each substrate (50
picomoles) and 9 pl of supernatant of a 24-hour culture of S.
aureus. Reactions with mouse and human serum include 1 pl
of each substrate (50 picomoles) combined with 9 pl of
mouse or human serum, respectively. All the samples were
incubated at 37° C. for 1 hour. After the incubation period,
290 ul of PBS supplemented with 10 mM EDTA and 10 mM
EGTA was added to each sample and 95 pl of each was then
loaded in triplicate into a 96-well plate (96F non-treated
black microwell plate (NUNC)). Fluorescence intensity was
measured with a fluorescence microplate reader (Analyst
HT; Biosystems).

Additional data shows that the “2'-OMe dTT” probe was
more sensitive to MN (micrococcal nuclease of S. aureus)
than other probes, but it was still resistant to degradation in
serum (FIGS. 5 & 6). Its stability was then tested in the
supernatants of cultures of other pathogenic bacteria that
cause similar problems as S. aureus and it was found that it
was not digested by these other species (FIG. 7). The
2'-OMe dTT probe thus is specific for S. aureus.

EXAMPLE 6

Non-Invasive Imaging of Staphylococcus aureus
Infections with a Nuclease-Activated Probe

Diagnosis of focal bacterial infections, such as osteomy-
elitis, septic joints and pyomyositis initially entails the
evaluation of several non-specific symptoms, including
pain, swelling and fever. Definitive evidence of infection
and identification of the causative bacterial species is only
possible with tissue biopsy and culture. While many focal
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bacterial infections are life-threatening situations in which
time is of-the-essence, such diagnostic procedures typically
consume many hours to days. Moreover, current diagnostic
approaches, including x-ray imaging and biopsy/culture, are
prone to false-negatives due to their low sensitivity and
susceptibility to missing the infected tissue, respectively.

It has been previously reported that some bacterial nucle-
ases can efficiently digest chemically modified oligonucle-
otides that are resistant to degradation by mammalian nucle-
ases. Here, it was sought to use this observation to develop
a non-invasive molecular imaging approach for S. aureus,
the most common culprit of many types of focal infections
in people. S aureus secretes a nuclease known as micrococ-
cal nuclease (MN). A very well-studied enzyme, MN is
among the first proteins extensively investigated with struc-
ture and folding studies. MN exhibits robust DNase and
RNase activities, is active on both single- and double-
stranded substrates, and its nuclease activity has been used
to classify laboratory bacterial preparations for decades.

A short oligonucleotide substrate that is both sensitive to
MN and resistant to serum nucleases was sought. Such an
oligonucleotide could form the basis of a quenched fluores-
cent imaging probe that is specifically activated (fluores-
cence is unquenched) upon digestion by MN. Because the
susceptibility of chemically modified oligonucleotide sub-
strates to MN digestion is poorly understood, the ability of
MN to degrade oligonucleotide substrates was tested with a
variety of chemical modifications that are known to promote
resistance to degradation by mammalian serum nucleases.
To facilitate the subsequent development of imaging probes,
the various oligo compositions were tested in a quenched
fluorescent probe format: short (10-12mers) oligos flanked
with a 5'-fluorophore (FAM) and 3'-quenchers (Zen and
Iowa Black RQ).

One such probe, made with an oligo composed exclu-
sively of locked nucleic acid-modified nucleotides, was not
digested by MN (FJH, unpublished observations), while
oligos composed exclusively of 2'-fluoro- or 2'-O-methyl-
modified nucleotides were relatively weak substrates. Next,
the MN- and serum nuclease-susceptibility of RNA oligos
composed of 2'-fluoro- or 2'-O-methyl-modified pyrimidines
and unmodified purines with a DNA oligo were compared,
as DNA is the preferred substrate for MN among unmodified
nucleic acids (see Table 4 for probe sequences and modifi-
cations). Concentrated MN (1 U/ul) yielded complete or
near-complete digestion of these oligos after short incuba-
tions and was thus used as a normalization control for the
assays. More dilute MN (0.1 U/ul) provided an intermediate
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degree of digestion after 15 or 60 minutes, thus enabling
assessment of the relative degree of digestion of the sub-
strates. As shown in FIG. 8A, the DNA probe was digested
by MN more efficiently than either the 2'-fluoro- or 2'-O-
methyl-modified pyrimidine RNA oligos, but was, as
expected, also substantially digested in serum. In contrast,
the 2'-fluoro- and 2'-O-methyl-modified pyrimidine RNA
oligos were more stable in serum, but less efficiently
digested by MN. A second generation probe, composed of a
pair of deoxythymidines flanked by several 2'-O-methyl
modified nucleotides, was designed to maximize sensitivity
to MN, which is known to efficiently digest poly-deoxythy-
midine oligos, while also resisting degradation by serum
nucleases. This “TT probe” was substantially more sensitive
to MN digestion than the other chemically modified oligos
tested, and also exhibited robust serum stability (FIG. 8A).

To evaluate the activation of these probes in an environ-
ment that more closely models the physiological environ-
ment of S. aureus infections, the probes were incubated with
culture supernatants of the Newman and UAMS-1 strains of
S. aureus (F1G. 8B). The TT probe was completely digested
after a 60-minute incubation in either supernatant (FIG. 8B).
The digestion observed here was primarily mediated by MN
as incubation of the TT probe in supernatants of MN-
negative versions of each strain yielded minimal probe
activation (FIG. 8B). In summary, among the serum-nucle-
ase-resistant oligos tested, the TT probe clearly exhibited the
greatest sensitivity to digestion by MN, both in purified form
and in culture supernatants.

The utility of visible light fluorophores, such as fluores-
cein, for in vivo imaging is severely limited by tissue
autofluorescence and scattering of visible light. In contrast,
tissue penetration of near-infrared (NIR) light is much
greater and tissue autofluorescence much reduced. Indeed,
fluorescence imaging with NIR light is estimated to be
feasible at tissue depths of 7-14 centimeters. To prepare an
MN-detecting imaging probe based on the TT probe that
would be compatible with NIR imaging, Cy5.5, an NIR
fluorophore was substituted for the FAM moiety used in the
initial TT probe version. The fluorescence of this intact
probe was weak, but after digestion with MN; its fluores-
cence was comparable to that of a control probe, synthesized
without fluorescence quenchers.

Next, it was sought to determine whether this probe could
enable the detection of a focal S. aureus infection in mice.
To provide an independent measure of the location and
amount of bacteria in infected animals, the lux operon was
first incorporated into the Newman strain of S. aureus and
into an MN-negative modified Newman strain. Mice with
unilateral thigh muscle infections (pyomyositis) of these
modified bacteria exhibited luminescence that co-localized
with gross swelling and, in some animals, externally visible
lesions (FIG. 9C, 9D). Tail vein administration of 3 nano-
moles (~1 mg/kg) of Cy5.5-labeled TT probe yielded NIR
fluorescence adjacent to the infection site that increased in
intensity between 15 and 45 minutes after injection (FIG.
9C). In contrast, injection of the Cy5.5-labeled TT probe into
uninfected mice (FIG. 9A) did not yield probe activation in
the corresponding regions of these mice. Administration of
the unquenched TT probe into uninfected animals resulted in
a globally high NIR fluorescence that only began to decline
1-2 hours after injection (FIG. 9B). Finally, the probe
activation seen in the S. aureus-infected animals that
received the TT probe was primarily due to the activity of
MN as substantially less TT probe activation was seen
adjacent to MN-negative S. aureus infections (FIG. 9D).
This weak TT probe activation likely results from a distinct
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S. aureus nuclease, TT probe activation has been observed
upon incubation with MN-negative S. aureus cell suspen-
sions (data not shown).

While these results indicate that the TT probe is specifi-
cally activated adjacent to S. aureus infection sites by MN
in vivo, the reason for the lack of co-localization of the probe
activation with the bacterial luminescence was uncertain. A
simple and plausible explanation is that the intravenously
administered probe may be excluded from the infection site
in the setting of our pyomyositis infection model. To address
this possibility, the unquenched TT probe was injected into
S. aureus-infected mice. The mice were subsequently sac-
rificed and dissected to provide a clearer picture of the
infection sites. As shown in FIG. 9E, the unquenched probe
is excluded from direct penetration of the infection site.
Activation of the TT probe adjacent to, but not within, the
infection site was also observed after sacrifice and dissec-
tion, as seen in FIG. 9F. Moreover, histological examination
of S. aureus-infected mouse thigh muscles revealed lesions
with substantial necrosis, an observation consistent with the
notion that the infection sites may have reduced blood
perfusion. These results suggest that the probe activation
seen in infected animals (FIGS. 9C & 9F) may have resulted
from the probe encountering MN that had leaked out of the
primary infection site. In any case, the probe was able to
detect the presence of the bacteria, despite being excluded
from the region where the bacteria, and presumably MN,
were most concentrated.

The clinical diagnostic value of assays that non-invasively
detect bacteria within infections such as pyomyositis, septic
joints, etc., will depend, in part, on their ability to simulta-
neously identify the type of bacteria that is present. The
investigators thus sought to determine whether the TT probe,
or any of the others we have tested, might also be activated
by nucleases produced by any of a variety of distinct
bacterial pathogens that cause some of the same types of
infections as S. aureus. Of the culture supernatants of six
such bacterial species tested, none substantially digested the
TT probe, while Staphylococcus lugdunensis and Strepto-
coccus agalactiae (Group B Streptococcus) supernatants
both digested the probes that included 2'-fluoro modified
nucleotides (FIG. 10A). Of the bacterial cell suspensions of
these cultures, only the Staphylococcus lugdunensis (of the
same genus as S. aureus) produced any appreciable diges-
tion (~25%) of the TT probe in a one-hour incubation (FIG.
10B). Bacterial cell suspensions of Streptococcus agalactiae
and Streptococcus pneumoniae both digested the probes that
included 2'-fluioro modified nucleotides (FIG. 10B).
Together, these results demonstrate a high degree of speci-
ficity of the TT probe, and suggest that similar probes with
specificity for bacterial nucleases of a variety of species of
bacterial pathogens may also be identified. Importantly, the
oligonucleotide probes digested by the Streptococcus aga-
lactiae and Streptococcus pneumoniae cultures are resistant
to serum nucleases; the nucleases of these bacteria thus
satisfy a critical requirement for the approach we have
developed for S. aureus.

The present study is the first to demonstrate the non-
invasive detection of a bacterial infection in animals with an
activatable imaging probe. A similar molecular imaging
approach to that described here, in which quenched fluores-
cent peptide-based probes that are activated by tumor-
specific proteases, has provided a valuable imaging platform
for cancer imaging. Because such activatable probes do not
produce fluorescence until the probe encounters its target,
the result is a highly sensitive means of target detection.
Importantly, while near-infrared fluorescence (NIRF) imag-
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ing is currently only used in a limited capacity in the clinic
(e.g., retinal angiography, cardiac function, hepatic output,
sentinel lymph node dissection and colon polyp identifica-
tion), advances in NIRF instrumentation are likely to expand
its applicability in the near future. These developments
include devices such as endoscopes with fluorescence imag-
ing capabilities and external NIRF scanners.

TABLE 4
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microwell plate (NUNC)). Fluorescence levels were mea-
sured with an Analyst HT fluorescence plate reader (LIJL
Biosystems).

Background fluorescence levels of probes incubated in
buffer or broth, and autofluorescence levels of the various
preparations were determined and subtracted from the
probe-activation reaction values as described in the figure

Nuclease probe sequences and modifications.

FAM-Pyr 2'F-ZRQ

FAM-Pyr 2'OMe-ZRQ FAM- mU mC mU

FAM-All 2'F-ZRQ FAM- fU fC fU

FAM-All 2'OMe-ZRQ FAM- mU mC mU

FAM-DNA-ZRQ FAMF-T TCCTTCCT C -ZEN-RQ

FAM-2'-OMe+TT-ZRQ  FAM- mC mU mC

FAM- fU fC fU fC rG fU rA £C xG fU fU fC

mC rG mU rA mC rG mU mU mC

fC¢ £G fU fA fC £G fU fU fC

mC mG mU mA mC mG mU mU mC

- ZEN-RQ

- ZEN-RQ

- ZEN-RQ

- ZEN-RQ

mG T T mC mG mU mU mC -ZEN-RQ

Cy5.5-2'-OMe+TT-ZRQ Cy5.5- mC mU mC mG T T mC mG mU mU mC -ZEN-RQ

Cy5.5-2'-OMe+TT-1invTCy5.5- mC mU mC mG T T mC mG mU mU mC -InvdT

FAM = FAM fluorophore (fluorescein amidite); ZEN = IDT “ZEN” fluorescence gquencher;
RQ = IDT Iowa Black ® RQ fluorescence quencher; mA = 2'-O-methyl-Adenosine; mC

'-O-methyl-Cytidine; mG = my =

'-fluoro-Adenosine;

2'-0-methyl-Guanosine;
fc = 2'-fluoro-Cytidine; fG =

(S SEN]

inverted dT.

Materials and Methods

Oligonucleotide Probe Synthesis and Purification

Oligonucleotide probes were synthesized and purified at
Integrated DNA Technologies (IDT), Coralville, lowa
Briefly, all the FAM-labeled probes were synthesized using
standard solid phase phosphoramidite chemistry, followed
by high performance liquid chromatography (HPLC) puri-
fication. For the CyS5.5-labeled probes, the sequences were
first synthesized with ZEN and Iowa Black quenchers or
inverted dT on the 3'-ends and amine on the 5'-ends using the
standard solid phase phosphoramidite chemistry, and puri-
fied with HPLC. These purified sequences were then set to
react with Cy5.5 NHS ester (GE Healthcare, Piscataway,
N.J.) to chemically conjugate the Cy5.5 label on the
sequences. The Cy5.5-labeled probes were further purified
with a second HPLC purification. All probe identities were
confirmed by electron spray ionization mass spectrometer
(ESI-MS) using an Oligo HTCS system (Novatia LLC,
Princeton, N.J.). The measured molecular weights are within
1.5 Daltons of the expected molecular weights. The purity of
the probes was assessed with HPLC analysis and is typically
greater than 90%. Quantitation of the probes was achieved
by calculating from their UV absorption data and their
nearest-neighbor-model-based extinction coefficients at 260
nm. Extinction coefficients of 2'-O-methyl-nucleotides and
2'-fluoro-nucleotides are assumed to be the same as that of
RNA.

Fluorescence Plate-Reader Nuclease Assays

Fluorescence plate reader assays were carried out as
described (Hernandez et al., 2012). Briefly, for each reac-
tion, 1 pl of a stock solution of each probe (50 M concen-
tration) was combined with 9 pl of each sample (buffer,
buffer plus recombinant nuclease, serum, culture superna-
tant, culture broth or washed bacteria) and incubated at 37°
C. for the time periods indicated in the figures. 290 ul of PBS
supplemented with 10 mM EDTA and 10 mM EGTA was
then added to each and 95 ul of each diluted reaction was
loaded per well into a 96-well plate (96F non-treated black

2'-0O-methy-Uridine;
2'-fluoro-Guanosine;
'-fluoro-Uridine; Nucleotides written in bold are deoxy nucleotides

35

40

45

50

55

60

65

fa
fUu

(DNA) ; InvdT

legends. Purified micrococcal nuclease was obtained from
Worthington Biochemical Corporation (Lakewood, N.J.).
Dulbecco’s phosphate-buffered saline (DPBS) containing
physiological levels of calcium and magnesium, was
obtained from Invitrogen (Carlsbad, Calif.). Human serum
was obtained from Sigma-Aldrich (St. Louis, Mo.) and
mouse serum (C57BL6) was obtained from Valley Biomedi-
cal Inc. (Winchester, Va.).

Bacterial Cultures and Growth Conditions

Bacteria were maintained in tryptic soy broth (TSB),
Luria Bertani (LB) or Todd Hewitt+yeast (THY) broth as
defined in Table 4 for each strain. To prepare cultures for
assays, overnight cultures were sub-cultured 1:500 into 5 ml
fresh broth and grown for 24 hr at 37° C. with shaking at 200
rpm. The only exceptions were Streptococcus pneumoniae
and Streptococcus agalactiae (Group B Streptococcus),
which were grown under static conditions in a 37° C.
incubator supplemented with 5.0% CO,. To prepare spent
media for nuclease assays, 1 ml of each culture was centri-
fuged at 6,000xg for 10 min and the supernatant was saved.
For preparation of bacteria suspensions for nuclease assays,
pelleted bacteria were washed with 1 ml DPBS and re-
suspended in 100 pl of DPBS.

Genetic Manipulation of S. aureus

Bacteriophage 11 was used to transduce the P. lumine-
scens TnixABCDE genes from AH1362 into strains Newman
and Newman nuc::LtrB as previously described (Novick, R.
P. (1991) Genetic systems in staphylococci. Methods Enzy-
mol 204, 587-636.). Transductants carrying the lux genes
were selected on tryptic soy agar (TSA) with kanamycin
(Kan) supplemented at 50 pg/ml. The resulting strains were
confirmed for bioluminescence production (lux+) using a
Tecan Infinity 200M plate and saved (see Table 5).
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TABLE 5

Bacterial strains

Common name
Strain name of strain lineage  Genotype Media used  Reference

Staphylococcus aureus

AH1178 Newman Wild type TSB (€9)]

AH2495 Newman nuc:LtrB TSB 2)

AH2600 Newman luxABCDE-Kan TSB This work

AH2672 Newman nuc:LtrB luxABCDE- TSB This work
Kan

AH759 UAMS-1 Wild type TSB 3)

AHS893 UAMS-1 Anuc TSB 4)

AH1362 Xen29 luxABCDE-Kan TSB (5)

Staphylococcus

lugdunensis

AH2160 N920143 Wild type TSB (6)

Streptococcus

preumoniae

AH1102 ATCC 6301 Wild type THY ATCC

Streptococcus agalactiae

AH2771 MN SI Wild type THY (7
Acinetobacter baumannii

AH2669 M2 Wild type LB (8)
Pseudomonas aeruginosa

AH71 PAOL1 Wild type LB ©
Klebsiella preumoniae

AH2687 43816 Wild type LB (10
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Infection of Mice with S. aureus

S. aureus cultures were prepared for injection into mice as
follows. 5 ml of TSB supplemented with Kan (50 pg/ml)
were inoculated with frozen stocks of MN-expressing or
MN-negative lux+S. aureus of the strain Newman genetic
background (Table 4). Cultures were grown overnight at 37°
C. with shaking at 200 rpm, and each strain was sub-cultured
1:100 into 5 ml of fresh media and grown for another 12 hr
at 37° C. with shaking. Bacteria were washed once with PBS
and resuspended in PBS to an approximate cell density of
~2x10® CFU/ml for injection into mice. Bacteria were
serially diluted, plated on TSA, and incubated at 37° C. to
determine bacterial concentration.

For animal infections, 50 ul of 2x10® CFU/ml (1x10”
CFU total) was injected intramuscularly (thigh muscle) in
6-8 week old C57BL6 female mice under isoflurane anes-
thesia. Mice were shaved prior to injections. Injection sites
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were evaluated with bioluminescence imaging immediately
thereafter. Mice were imaged or sacrificed for imaging or
histology 48 hours after injections.

In Vivo Evaluation of Nuclease-Activated Probes

Luminescence and epifluorescence imaging was per-
formed with a Xenogen IVIS 200 imaging system (Caliper).
Mice were anesthetized with 2% isoflurane gas anesthesia
and placed on the imaging platform inside the optical system
for dorsal imaging. Luminescence images were recorded
with a 1 minute exposure time and an open emission filter.
Epifluorescence images were acquired with a 1 second
exposure time and excitation and emission filters appropriate
for the Cy5.5 dye. To avoid saturation, the exposure time for
the acquisition of epifluorescence images of the mice
injected with the unquenched TT probe was reduced to 0.5
seconds. Bioluminescence images were acquired prior to
probe injections. Fluorescence images were acquired prior
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to and following tail-vein injections (time points are indi-
cated in figures) of the probes. For probe administration, 3
nanomoles of each probe diluted in PBS were injected via
tail vein in a total volume of 120 pul. IVIS 4.2 software was
used to perform acquisition, imaging analysis and prepara-
tion of pseudocolored overlays of luminescence, fluores-
cence and grayscale images. Imaging of mice following
sacrifice and dissection was carried out as described for the
live animal imaging, but with field of view adjusted for
image acquisitions.

Histological Analysis of Infected and Uninfected Muscle
Tissue

Mice were euthanized via carbon dioxide intoxication and
gross lesions were photographed with a digital camera
before and after removal of the skin. Soft tissues of the S.
aureus-infected (right), and the corresponding portion of the
uninfected (left) leg were carefully dissected and fixed in
10% neutral buffered formalin for 48 hours at room tem-
perature. The fixed tissues were gross-sectioned and then
routinely processed in a series of alcohol and xylene baths,
paraffin-embedded, and 4 pum sections were stained with
hematoxylin and eosin (HE), or Gram stain as previously
described (Stoltz, D A, et al. Cystic Fibrosis Pigs Develop
Lung Disease and Exhibit Defective Bacterial Eradication at
Birth. Science Translational Medicine, April 28; 2(29):
29ra31, 2010). Slides were examined by a veterinary
pathologist (DKM) for histopathologic interpretation. High
resolution digital images were acquired with a DP71 camera
(Olympus) mounted on a BX51 microscope (Olympus) with
MicroSuite Pathology Edition Software (Olympus).

Although the foregoing specification and examples fully
disclose and enable the present invention, they are not
intended to limit the scope of the invention, which is defined
by the claims appended hereto.

All publications, patents and patent applications are incor-
porated herein by reference. While in the foregoing speci-
fication this invention has been described in relation to
certain embodiments thereof, and many details have been set
forth for purposes of illustration, it will be apparent to those
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skilled in the art that the invention is susceptible to addi-
tional embodiments and that certain of the details described
herein may be varied considerably without departing from
the basic principles of the invention.

The use of the terms “a” and “an” and “the” and similar
referents in the context of describing the invention are to be
construed to cover both the singular and the plural, unless
otherwise indicated herein or clearly contradicted by con-
text. The terms “comprising,” “having,” “including,” and
“containing” are to be construed as open-ended terms (i.e.,
meaning “including, but not limited to”) unless otherwise
noted. Recitation of ranges of values herein are merely
intended to serve as a shorthand method of referring indi-
vidually to each separate value falling within the range,
unless otherwise indicated herein, and each separate value is
incorporated into the specification as if it were individually
recited herein. All methods described herein can be per-
formed in any suitable order unless otherwise indicated
herein or otherwise clearly contradicted by context. The use
of any and all examples, or exemplary language (e.g., “such
as”) provided herein, is intended merely to better illuminate
the invention and does not pose a limitation on the scope of
the invention unless otherwise claimed. No language in the
specification should be construed as indicating any non-
claimed element as essential to the practice of the invention.

Embodiments of this invention are described herein,
including the best mode known to the inventors for carrying
out the invention. Variations of those embodiments may
become apparent to those of ordinary skill in the art upon
reading the foregoing description. The inventors expect
skilled artisans to employ such variations as appropriate, and
the inventors intend for the invention to be practiced other-
wise than as specifically described herein. Accordingly, this
invention includes all modifications and equivalents of the
subject matter recited in the claims appended hereto as
permitted by applicable law. Moreover, any combination of
the above-described elements in all possible variations
thereof is encompassed by the invention unless otherwise
indicated herein or otherwise clearly contradicted by con-
text.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 18
<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 1

LENGTH: 10

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

oligonucleotide
FEATURE:

OTHER INFORMATION:
FEATURE:

OTHER INFORMATION: 3'-ZEN/3IAbRQSP

<220>
<223>
<220>
<223>

5'-56-FAM

<400> SEQUENCE: 1

ttccttecte

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 2

LENGTH: 12

TYPE: RNA

ORGANISM: Artificial Sequence
FEATURE:

oligonucleotide
FEATURE:
OTHER INFORMATION:

<220>

<223> 5'-56-FAM

OTHER INFORMATION: Description of Artificial Sequence:

OTHER INFORMATION: Description of Artificial Sequence:

Synthetic

10

Synthetic



US 9,603,949 B2

49

50

<220>
<221>
<222>
<223>
<220>
<223>

<400>

-continued
FEATURE:
NAME/KEY: modified_base
LOCATION: (1)..(12)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:
OTHER INFORMATION: 3'-ZEN/3IAbRQSP

SEQUENCE: 2

ucucguacgu uc

<210>
<211>
<212>
<213>
<220>
<223>

<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

SEQ ID NO 3

LENGTH: 12

TYPE: RNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence:
oligonucleotide

FEATURE:

OTHER INFORMATION: 5'-56-FAM

FEATURE:

NAME/KEY: modified base

LOCATION: (1)..(4)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (6)..(6)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (8)..(8)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (10)..(12)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN/3IAbRQSP

SEQUENCE: 3

ucucguacgu uc

<210>
<211>
<212>
<213>
<220>
<223>

<220>
<223>

<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

SEQ ID NO 4

LENGTH: 11

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Description of Artificial Sequence:

oligonucleotide
FEATURE:

Synthetic

Synthetic

OTHER INFORMATION: Description of Combined DNA/RNA Molecule:

Synthetic oligonucleotide

FEATURE:

OTHER INFORMATION: 5'-56-FAM
FEATURE:

NAME/KEY: modified_base
LOCATION: (1)..(4)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (7)..(11)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN/3IAbRQSP

SEQUENCE: 4

cucgaacguu ¢

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 5

LENGTH: 11

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence:

Synthetic

12

12

11
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-continued

<220>
<223>

<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

oligonucleotide

FEATURE:

OTHER INFORMATION: Description of Combined DNA/RNA Molecule:
Synthetic oligonucleotide

FEATURE:

OTHER INFORMATION: 5'-56-FAM

FEATURE:

NAME/KEY: modified_base

LOCATION: (1)..(4)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (7)..(11)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN/3IAbRQSP

SEQUENCE: 5

cucgtteguu ¢ 11

<210>
<211>
<212>
<213>
<220>
<223>

<220>
<223>

<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

SEQ ID NO 6

LENGTH: 11

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: Synthetic
oligonucleotide

FEATURE:

OTHER INFORMATION: Description of Combined DNA/RNA Molecule:
Synthetic oligonucleotide

FEATURE:

OTHER INFORMATION: 5'-56-FAM

FEATURE:

NAME/KEY: modified_base

LOCATION: (1)..(4)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (7)..(11)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN/3IAbRQSP

SEQUENCE: 6

cucgatcguu ¢ 11

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 7

LENGTH: 12

TYPE: RNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: Synthetic
oligonucleotide

SEQUENCE: 7

ucucguacgu uc 12

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 8

LENGTH: 51

TYPE: RNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: Synthetic
oligonucleotide

SEQUENCE: 8

gggaggacga ugcgggacua gcgaucuguu acgcacagac gacucgecceg a 51

<210>
<211>
<212>

SEQ ID NO 9
LENGTH: 51
TYPE: RNA
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-continued

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic

oligonucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (8)..(8)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (11)..(11)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (13)..(13)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (18)..(19)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (22)..(22)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (25)..(27)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (29)..(30)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (32)..(32)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (34)..(34)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (36)..(36)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (40)..(40)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (43)..(45)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (47)..(49)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<223> OTHER INFORMATION: 3'-FAM

<400> SEQUENCE: 9

gggaggacga ugcgggacua gcgaucuguu acgcacagac gacucgecceg a

<210> SEQ ID NO 10

<211> LENGTH: 12

<212> TYPE: RNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic

probe
<220> FEATURE:
<223> OTHER INFORMATION: 5'-FAM
<220> FEATURE:
<221> NAME/KEY: modified_base
<222> LOCATION: (1)..(4)
<223> OTHER INFORMATION: 2'-fluoro nucleotide
<220> FEATURE:
<221> NAME/KEY: modified_base

51
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-continued

56

<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

LOCATION: (6)..(6)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (8)..(8)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (10)..(12)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN-RQ

SEQUENCE: 10

ucucguacgu uc

<210>
<211>
<212>
<213>
<220>
<223>

<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

SEQ ID NO 11

LENGTH: 12

TYPE: RNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Description of Artificial Sequence:
probe

FEATURE:

OTHER INFORMATION: 5'-FAM
FEATURE:

NAME/KEY: modified_base
LOCATION: (1)..(4)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (6)..(6)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (8)..(8)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

NAME/KEY: modified_base

LOCATION: (10)..(12)

OTHER INFORMATION: 2'-O-methyl nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN-RQ

SEQUENCE: 11

ucucguacgu uc

<210>
<211>
<212>
<213>
<220>
<223>

<220>
<223>
<220>
<221>
<222>
<223>
<220>
<223>

<400>

SEQ ID NO 12

LENGTH: 12

TYPE: RNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence:
probe

FEATURE:

OTHER INFORMATION: 5'-FAM

FEATURE:

NAME/KEY: modified_base

LOCATION: (1)..(12)

OTHER INFORMATION: 2'-fluoro nucleotide
FEATURE:

OTHER INFORMATION: 3'-ZEN-RQ

SEQUENCE: 12

ucucguacgu uc

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 13

LENGTH: 12

TYPE: RNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence:

probe

Synthetic

Synthetic

Synthetic

12

12

12
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-continued

<220> FEATURE:

<223> OTHER INFORMATION: 5'-FAM

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (1)..(12)

<223> OTHER INFORMATION: 2'-O-methyl nucleotide

<220> FEATURE:

<223> OTHER INFORMATION: 3'-ZEN-RQ

<400> SEQUENCE: 13

ucucguacgu uc 12

<210> SEQ ID NO 14

<211> LENGTH: 10

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
probe

<220> FEATURE:

<223> OTHER INFORMATION: 5'-FAM

<220> FEATURE:

<223> OTHER INFORMATION: 3'-ZEN-RQ

<400> SEQUENCE: 14

tteettecte 10

<210> SEQ ID NO 15

<211> LENGTH: 11

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
probe

<220> FEATURE:

<223> OTHER INFORMATION: Description of Combined DNA/RNA Molecule:
Synthetic probe

<220> FEATURE:

<223> OTHER INFORMATION: 5'-FAM

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (1)..(4)

<223> OTHER INFORMATION: 2'-O-methyl nucleotide

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (7)..(1l1

<223> OTHER INFORMATION: 2'-O-methyl nucleotide

<220> FEATURE:

<223> OTHER INFORMATION: 3'-ZEN-RQ

<400> SEQUENCE: 15

cucgtteguu ¢ 11

<210> SEQ ID NO 16

<211> LENGTH: 11

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
probe

<220> FEATURE:

<223> OTHER INFORMATION: Description of Combined DNA/RNA Molecule:
Synthetic probe

<220> FEATURE:

<223> OTHER INFORMATION: 5'-Cy5.5

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (1)..(4)

<223> OTHER INFORMATION: 2'-O-methyl nucleotide

<220> FEATURE:

<221> NAME/KEY: modified_base

<222>
<223>

LOCATION: (7)..(11)
OTHER INFORMATION: 2'-O-methyl nucleotide
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-continued

<220> FEATURE:

<223> OTHER INFORMATION: 3'-ZEN-RQ

<400> SEQUENCE: 16

cucgtteguu ¢ 11

<210> SEQ ID NO 17

<211> LENGTH: 12

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
probe

<220> FEATURE:

<223> OTHER INFORMATION: Description of Combined DNA/RNA Molecule:
Synthetic probe

<220> FEATURE:

<223> OTHER INFORMATION: 5'-Cy5.5

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (1)..(4)

<223> OTHER INFORMATION: 2'-O-methyl nucleotide

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (7)..(1l1

<223> OTHER INFORMATION: 2'-O-methyl nucleotide

<220> FEATURE:

<221> NAME/KEY: modified_base

<222> LOCATION: (12)..(12)

<223> OTHER INFORMATION: inverted dT

<220> FEATURE:

<223> OTHER INFORMATION: 3'-ZEN-RQ

<400> SEQUENCE: 17

cucgtteguu ct 12

<210> SEQ ID NO 18

<211> LENGTH: 11

<212> TYPE: RNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
oligonucleotide

<400> SEQUENCE: 18

cucguacguu ¢ 11

What is claimed is:

1. A probe for detecting a microbial endonuclease com-
prising an oligonucleotide of 2-30 nucleotides in length, a
fluorophore operably linked to the oligonucleotide, and a
quencher operably linked to the oligonucleotide, wherein the
oligonucleotide comprises a chemically modified pyrimi-
dine comprising a 2' substituted sugar and is capable of
being cleaved by a microbial nuclease but not by a mam-
malian nuclease.

2. The probe of claim 1, wherein the oligonucleotide is
10-15 nucleotides in length.

3. The probe of claim 1, wherein the oligonucleotide has
between 0-50% purines.

4. The probe of claim 1, wherein one or more of the
chemically modified pyrimidines comprises a sugar selected
from the group consisting of 2'-O-methyl-ribose, 2'-O-alkyl-
ribose, 2'-O-allyl-ribose, 2'-S-alkyl-ribose, 2'-S-allyl-ribose,
2'-fluoro-ribose, 2'-halo-ribose, 2'-azido-ribose, carbocyclic
sugar analogue, a-anomeric sugar, epimeric sugar, arab-
inose, xylose, lyxose, pyranose sugar, furanose sugar, and
sedoheptulose, or is a 2'-O-methyl ribonucleotide, a

45

50

55

60

65

2'-methoxyethoxy ribonucleotide, a 2'-O-allyl ribonucle-
otide, a2'-O-pentyl ribonucleotide, a 2'-O-butyl ribonucle-
otide, 2'-fluoro-p-D-arabinonucleotide (FANA), Locked
Nucleic Acid (LNA), or Unlocked Nucleic Acid (UNA).

5. The probe of claim 1, wherein one or more of the
purines if present are chemically modified.

6. The probe of claim 1, wherein the fluorophore is
selected from the group consisting of the fluorophores listed
in Table 1.

7. The probe of claim 1, wherein the quencher is selected
from the group consisting of the quenchers listed in Table 2.

8. The probe of claim 1, wherein the oligonucleotide is
single-stranded.

9. The probe of claim 1, wherein the oligonucleotide
comprises both RNA and DNA.

10. The probe of claim 9, wherein the oligonucleotide
comprises a DNA di-nucleotide.

11. An oligonucleotide probe comprising a fluorophore
operably linked to a first strand of 4-5 modified RNA
nucleotides, which is operably linked to a strand of two
DNA nucleotides, which is operably linked to a second
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strand of 4-6 modified RNA nucleotides, which is operably
linked to at least one fluorescence quencher.

12. An oligonucleotide probe consisting of /56-FAM/
mCmUmCmGTTmCmGmUmUmC/ZEN//3IAbRQSp/
(SEQ ID NO: 5).

13. A method of detecting a microbial infection of a
sample comprising measuring fluorescence of a sample that
has been contacted with a probe of claim 1, wherein a
fluorescence level that is greater than the fluorescence level
of an uninfected control indicates that the sample has a
microbial infection.

14. The method of claim 13, wherein the method is
performed in vivo for the detection of a microbial infection
in a mammal, wherein a test fluorescence that is greater than
the fluorescence level of an uninfected control indicates that
the sample has a microbial infection.

15. The method of claim 13, wherein the test fluorescence
level is at least 1-100% greater than the control level.

16. The method of claim 13, wherein the fluorophore is
detectable at a depth of 7-14 cm in a mammal.

17. A method for detecting ribonuclease activity in a test
sample, comprising:

(a) contacting the test sample with a probe, thereby
creating a test reaction mixture, wherein the probe
comprises a nucleic acid molecule comprising:

i. a cleavage domain comprising a single-stranded
region of RNA, the single-stranded region compris-
ing at least one internucleotide linkage and a chemi-
cally modified pyrimidine comprising a 2' substi-
tuted sugar and;

ii. a fluorescence reporter group on one side of the
internucleotide linkages; and

iii. a fluorescence-quenching group on the other side of
the internucleotide linkages;

(b) incubating the test reaction mixture for a time suffi-
cient for cleavage of the probe by a ribonuclease in the
sample; and

5
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(c) determining whether a detectable fluorescence signal
is emitted from the test reaction mixture, wherein
emission of a fluorescence signal from the reaction
mixture indicates that the sample contains ribonuclease
activity.

18. The method of claim 17, further comprising:

(d) contacting a control sample with the probe, the control
sample comprising a predetermined amount of ribonu-
clease, thereby creating a control reaction mixture;

(e) incubating the control reaction mixture for a time
sufficient for cleavage of the probe by a ribonuclease in
the control sample; and

() determining whether a detectable fluorescence signal is
emitted from the control reaction mixture; wherein
detection of a greater fluorescence signal in the test
reaction mixture than in the control reaction mixture
indicates that the test sample contains greater ribonu-
clease activity than in the control sample, and wherein
detection of a lesser fluorescence signal in the test
reaction mixture than in the control reaction mixture
indicates that the test sample contains less ribonuclease
activity than in the control sample.

19. The method of claim 18, wherein the predetermined
amount of ribonuclease is no ribonuclease, such that detec-
tion of a greater fluorescence signal in the test reaction
mixture than in the control reaction mixture indicates that
the test sample contains ribonuclease activity.

20. The method of claim 17, further comprising contact-
ing the test sample with a buffer before or during step (a).

21. The method of claim 17, wherein the chemically
modified pyrimidine comprises a sugar selected from the
group consisting of 2'-O-methyl-ribose, 2'-O-alkyl-ribose,
2'-0-allyl-ribose, 2'-S-alkyl-ribose, 2'-S-allyl-ribose,
2'-fluoro-ribose, 2'-halo-ribose, 2'-azido-ribose, carbocyclic
sugar analogue, a-anomeric sugar, epimeric sugar, arab-
inose, xylose, lyxose, pyranose sugar, furanose sugar, and
sedoheptulose.



