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(57) ABSTRACT 

The invention relates to a method for detecting a double 
stranded region in a nucleic acid by (1) providing tWo 
separate, adjacent pools of a medium and a interface 
between the tWo pools, the interface having a channel so 
dimensioned as to alloW sequential monomer-by-monomer 
passage of a single-stranded nucleic acid, but not of a 
double-stranded nucleic acid, from one pool to the other 
pool; (2) placing a nucleic acid polymer in one of the tWo 
pools; and (3) taking measurements as each of the nucleotide 
monomers of the single-stranded nucleic acid polymer 
passes through the channel so as to differentiate between 
nucleotide monomers that are hybridized to another nucle 
otide monomer before entering the channel and nucleotide 
monomers that are not hybridized to another nucleotide 
monomer before entering the channel. 
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FIG. 13A 
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6,362,002, Which is a continuation-in-part of US. applica 
tion Ser. No. 09/098,142, ?led Jun. 16, 1998, now US. Pat. 
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application Ser. No. 08/405,735, ?led Mar. 17, 1995, now 
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rated by reference. 

STATEMENT AS TO FEDERALLY SPONSORED 
RESEARCH 

[0002] This invention Was made With Government support 
under NIH grant 1R21HG00811-01 and 5R21HG01360-02 
01 aWarded by the Public Health Service and grant MCB 
9421831 aWarded by the National Science Foundation. In 
addition, this invention Was made With support from the 
National Institute of Standards and Technology. The Gov 
ernment has certain rights in the invention. 

BACKGROUND OF THE INVENTION 

[0003] Rapid, reliable, and inexpensive characterization of 
polymers, particularly nucleic acids, has become increas 
ingly important. One notable project, knoWn as the Human 
Genome Project, has as its goal sequencing the entire human 
genome, Which is over three billion nucleotides. 

[0004] Typical current nucleic acid sequencing methods 
depend either on chemical reactions that yield multiple 
length DNA strands cleaved at speci?c bases, or on enzy 
matic reactions that yield multiple length DNA strands 
terminated at speci?c bases. 

[0005] Typical current nucleic acid sequencing methods 
depend either on chemical reactions that yield multiple 
length DNA strands cleaved at speci?c bases, or on enzy 
matic reactions that yield multiple length DNA strands 
terminated at speci?c bases. In each of these methods, the 
resulting DNA strands of differing length are then separated 
from each other and identi?ed in strand length order. The 
chemical or enzymatic reactions, as Well as the technology 
for separating and identifying the different length strands, 
usually involve tedious, repetitive Work. A method that 
reduces the time and effort required Would represent a highly 
signi?cant advance in biotechnology. 

SUMMARY OF THE INVENTION 

[0006] The invention relates to a method for rapid, easy 
characterization of individual polymer molecules, for 
example polymer size or sequence determination. Individual 
molecules in a population may be characterized in rapid 
succession. 

[0007] Stated generally, the invention features a method 
for evaluating a polymer molecule Which includes linearly 
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connected (sequential) monomer residues. TWo separate 
pools of a medium and an interface betWeen the pools are 
provided. The interface betWeen the pools is capable of 
interacting sequentially With the individual monomer resi 
dues of a single polymer present in one of the pools. 
Interface-dependent measurements are continued over time, 
as individual monomer residues of a single polymer interact 
sequentially With the interface, yielding data suitable to infer 
a monomer-dependent characteristic of the polymer. Several 
individual polymers, e.g., in a heterogeneous mixture, can 
be characterized or evaluated in rapid succession, one poly 
mer at a time, leading to characterization of the polymers in 
the mixture. 

[0008] The method is broadly useful for characterizing 
polymers that are strands of monomers Which, in general (if 
not entirely), are arranged in linear strands. The method is 
particularly useful for characterizing biological polymers 
such as deoxyribonucleic acids, ribonucleic acids, polypep 
tides, and oligosaccharides, although other polymers may be 
evaluated. In some embodiments, a polymer Which carries 
one or more charges (e.g., nucleic acids, polypeptides) Will 
facilitate implementation of the invention. 

[0009] The monomer-dependent characterization 
achieved by the invention may include identifying physical 
characteristics such as the number and composition of 
monomers that make up each individual molecule, prefer 
ably in sequential order from any starting point Within the 
polymer or its beginning or end. A heterogenous population 
of polymers may be characterized, providing a distribution 
of characteristics (such as size) Within the population. Where 
the monomers Within a given polymer molecule are heter 
ogenous, the method can be used to determine their 
sequence. 

[0010] The interface betWeen the pools is designed to 
alloW passage of the monomers of one polymer molecule in 
single ?le order, that is, one monomer at a time. As described 
in greater detail beloW, the useful portion of the interface 
may be a passage in or through an otherWise impermeable 
barrier, or it may be an interface betWeen immiscible liquids. 

[0011] The medium used in the invention may be any ?uid 
that permits adequate polymer mobility for interface inter 
action. Typically, the medium Will be liquids, usually aque 
ous solutions or other liquids or solutions in Which the 
polymers can be distributed. When an electrically conduc 
tive medium is used, it can be any medium Which is able to 
carry electrical current. Such solutions generally contain 
ions as the current conducting agents, e.g., sodium, potas 
sium, chloride, calcium, cesium, barium, sulfate, or phos 
phate. Conductance across the pore or channel is determined 
by measuring the How of current across the pore or channel 
via the conducting medium. A voltage difference can be 
imposed across the barrier betWeen the pools by conven 
tional means. Alternatively, an electrochemical gradient may 
be established by a difference in the ionic composition of the 
tWo pools of medium, either With different ions in each pool, 
or different concentrations of at least one of the ions in the 
solutions or media of the pools. In this embodiment of the 
invention, conductance changes are measured and are 
indicative of monomer-dependent characteristics. 

[0012] The term “ion permeable passages” used in this 
embodiment of the invention includes ion channels, ion 
permeable pores, and other ion-permeable passages, and all 
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are used herein to include any local site of transport through 
an otherwise impermeable barrier. For example, the term 
includes naturally occurring, recombinant, or mutant pro 
teins Which permit the passage of ions under conditions 
Where ions are present in the medium contacting the channel 
or pore. Synthetic pores are also included in the de?nition. 
Examples of such pores can include, but are not limited to, 
chemical pores formed, e.g., by nystatin, ionophores, or 
mechanical perforations of a membranous material. Pro 
teinaceous ion channels can be voltage-gated or voltage 
independent, including mechanically gated channels (e.g., 
stretch-activated K+ channels), or recombinant engineered 
or mutated voltage dependent channels (e.g., Na+ or K+ 
channels constructed as is knoWn in the art). 

[0013] Another type of channel is a protein Which includes 
a portion of a bacteriophage receptor Which is capable of 
binding all or part of a bacteriophage ligand (either a natural 
or functional ligand) and transporting bacteriophage DNA 
from one side of the interface to the other. The polymer to 
be characterized includes a portion Which acts as a speci?c 
ligand for the bacteriophage receptor, so that it may be 
injected across the barrier/interface from one pool to the 
other. 

[0014] The protein channels or pores of the invention can 
include those translated from one or more natural and/or 

recombinant DNA molecule(s) Which includes a ?rst DNA 
Which encodes a channel or pore forming protein and a 
second DNA Which encodes a monomer-interacting portion 
of a monomer polymerizing agent (e.g., a nucleic acid 
polymerase or exonuclease). The expressed protein or pro 
teins are capable of non-covalent association or covalent 
linkage (any linkage herein referred to as forming an 
“assemblage” of “heterologous units”), and When so asso 
ciated or linked, the polymerizing portion of the protein 
structure is able to polymerize monomers from a template 
polymer, close enough to the channel forming portion of the 
protein structure to measurably a?fect ion conductance 
across the channel. Alternatively, assemblages can be 
formed from unlike molecules, e.g., a chemical pore linked 
to a protein polymerase; these assemblages fall under the 
de?nition of a “heterologous” assemblage. 

[0015] The invention also includes the recombinant fusion 
protein(s) translated from the recombinant DNA molecule(s) 
described above, so that a fusion protein is formed Which 
includes a channel forming protein linked as described 
above to a monomer-interacting portion of a nucleic acid 
polymerase. Preferably, the nucleic acid polymerase portion 
of the recombinant fusion protein is capable of catalyzing 
polymerization of nucleotides. Preferably, the nucleic acid 
polymerase is a DNA or RNA polymerase, more preferably 
T7 RNA polymerase. 

[0016] The polymer being characterized may remain in its 
original pool, or it may cross the passage. Either Way, as a 
given polymer molecule moves in relation to the passage, 
individual monomers interact sequentially With the elements 
of the interface to induce a change in the conductance of the 
passage. The passages can be traversed either by polymer 
transport through the central opening of the passage so that 
the polymer passes from one of the pools into the other, or 
by the polymer traversing across the opening of the passage 
Without crossing into the other pool. In the latter situation, 
the polymer is close enough to the channel for its monomers 
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to interact With the passage and bring about the conductance 
changes Which are indicative of polymer characteristics. The 
polymer can be induced to interact With or traverse the pore, 
e.g., as described beloW, by a polymerase or other template 
dependent polymer replicating catalyst linked to the pore 
Which draWs the polymer across the surface of the pore as it 
synthesizes a neW polymer from the template polymer, or by 
a polymerase in the opposite pool Which pulls the polymer 
through the passage as it synthesizes a neW polymer from the 
template polymer. In such an embodiment, the polymer 
replicating catalyst is physically linked to the ion-permeable 
passage, and at least one of the conducting pools contains 
monomers suitable to be catalytically linked in the presence 
of the catalyst. A “polymer replicating catalyst,”“polymer 
izing agent” or “polymerizing catalyst” is an agent that can 
catalytically assemble monomers into a polymer in a tem 
plate dependent fashioniie, in a manner that uses the 
polymer molecule originally provided as a template for 
reproducing that molecule from a pool of suitable mono 
mers. Such agents include, but are not limited to, nucleotide 
polymerases of any type, e.g., DNA polymerases, RNA 
polymerases, tRNA and ribosomes. 

[0017] The characteristics of the polymer can be identi?ed 
by the amplitude or duration of individual conductance 
changes across the passage. Such changes can identify the 
monomers in sequence, as each monomer Will have a 

characteristic conductance change signature. For instance, 
the volume, shape, or charges on each monomer will affect 
conductance in a characteristic Way. Likewise, the size of the 
entire polymer can be determined by observing the length of 
time (duration) that monomer-dependent conductance 
changes occur. Alternatively, the number of monomers in a 
polymer (also a measure of size) can be determined as a 
function of the number of monomer-dependent conductance 
changes for a given polymer traversing a passage. The 
number of monomers may not correspond exactly to the 
number of conductance changes, because there may be more 
than one conductance level change as each monomer of the 
polymer passes sequentially through the channel. HoWever, 
there Will be a proportional relationship betWeen the tWo 
values Which can be determined by preparing a standard 
With a polymer of knoWn sequence. 

[0018] The mixture of polymers used in the invention does 
not need to be homogenous. Even When the mixture is 
heterogenous, only one molecule interacts With a passage at 
a time, yielding a size distribution of molecules in the 
mixture, and/or sequence data for multiple polymer mol 
ecules in the mixture. 

[0019] In other embodiments, the channel is a natural or 
recombinant bacterial porin molecule that is relatively insen 
sitive to an applied voltage and does not gate. Preferred 
channels for use in the invention include the ot-hemolysin 
toxin from S. aureus and maltoporin channels. 

[0020] In other preferred embodiments, the channel is a 
natural or recombinant voltage-sensitive or voltage gated ion 
channel, preferably one Which does not inactivate (Whether 
naturally or through recombinant engineering as is knoWn in 
the art). “Voltage sensitive” or “gated” indicates that the 
channel displays activation and/or inactivation properties 
When exposed to a particular range of voltages. 

[0021] In an alternative embodiment of the invention, the 
pools of medium are not necessarily conductive, but are of 
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different compositions so that the liquid of one pool is not 
miscible in the liquid of the other pool, and the interface is 
the immiscible surface betWeen the pools. In order to 
measure the characteristics of the polymer, a polymer mol 
ecule is draWn through the interface of the liquids, resulting 
in an interaction betWeen each sequential monomer of the 
polymer and the interface. The sequence of interactions as 
the monomers of the polymer are draWn through the inter 
face is measured, yielding information about the sequence of 
monomers that characterize the polymer. The measurement 
of the interactions can be by a detector that measures the 
de?ection of the interface (caused by each monomer passing 
through the interface) using re?ected or refracted light, or a 
sensitive gauge capable of measuring intermolecular forces. 
Several methods are available for measurement of forces 
betWeen macromolecules and interfacial assemblies, includ 
ing the surface forces apparatus (Israelachvili, Intermolecu 
lar and Surface Forces, Academic Press, NeW York, 1992), 
optical tWeezers (Ashkin et al., Oppt. Lett., 11:288, 1986; 
Kuo and Sheetz, Science, 260:232, 1993; Svoboda et al., 
Nature 365:721, 1993), and atomic force microscopy 
(Quate, F. Surf. Sci. 299:980, 1994; Mate et al., Phys. Rev. 
Lett. 59:1942, 1987; Frisbie et al., Science 265:71, 1994; all 
hereby incorporated by reference) 
[0022] The interactions betWeen the interface and the 
monomers in the polymer are suitable to identify the size of 
the polymer, e.g., by measuring the length of time during 
Which the polymer interacts With the interface as it is draWn 
across the interface at a known rate, or by measuring some 
feature of the interaction (such as de?ection of the interface, 
as described above) as each monomer of the polymer is 
sequentially draWn across the interface. The interactions can 
also be su?icient to ascertain the identity of individual 
monomers in the polymer. 

[0023] The invention further features a method for 
sequencing a nucleic acid polymer, Which can be double 
stranded or single stranded, by (1) providing tWo separate, 
adjacent pools of a medium and an interface (e.g., a lipid 
bilayer) betWeen the tWo pools, the interface having a 
channel (e.g., bacterial porin molecules) so dimensioned as 
to alloW sequential monomer-by-monomer passage from 
one pool to another of only one nucleic acid polymer at a 
time; (2) placing the nucleic acid polymer to be sequenced 
in one of the tWo pools; and (3) taking measurements (e.g., 
ionic ?oW measurements, including measuring duration or 
amplitude of ionic ?oW blockage) as each of the nucleotide 
monomers of the nucleic acid polymer passes through the 
channel, so as to determine the sequence of the nucleotides 
in the nucleic acid polymer. The interface can include more 
than one channel in this method. In some cases, the nucleic 
acid polymer can interact With an inner surface of the 
channel. The sequencing of a nucleic acid, as used herein, is 
not limited to identifying speci?c nucleotide monomers, but 
can include distinguishing one type of monomer from 
another type of monomer (e.g., purines from pyrimidines), 
or distinguish one polymer from another polymer, Where the 
tWo polymers differ in their nucleotide sequence. 

[0024] The invention also features a method for detecting 
a single-stranded or double-stranded region in a nucleic acid 
by (1) providing tWo separate, adjacent pools of a medium 
and an interface (e. g., a lipid bilayer) betWeen the tWo pools, 
the interface having a channel (e.g., a bacterial porin mol 
ecule) so dimensioned as to readily alloW sequential mono 
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mer-by-monomer passage of a single-stranded nucleic acid, 
but not of a double-stranded nucleic acid, from one pool to 
another; (2) placing the nucleic acid to be sequenced in one 
of the tWo pools; and (3) taking measurements (e.g., ionic 
?oW measurements, including measuring duration or mag 
nitude of ionic ?oW blockage) as each of the nucleotide 
monomers of the single-stranded nucleic acid polymer 
passes through the channel so as to differentiate betWeen 
nucleotide monomers that are hybridized to another nucle 
otide monomer before entering the channel and nucleotide 
monomers that are not hybridized to another nucleotide 
monomer before entering the channel. The interface can 
include more than one channel in this method. In some 
cases, the nucleic acid polymer can interact With an inner 
surface of the channel. The double-stranded region detected 
can be intermolecular (i.e., hybridization betWeen tWo 
nucleic acid molecules) or intramolecular (i.e., hybridization 
betWeen portions of the same nucleic acid). In addition, the 
method can be facilitated by varying the applied voltage 
across the interface, e.g., betWeen the pre-determined volt 
ages of 120 mV and 240 mV. 

[0025] The method described immediately above is espe 
cially useful for detecting hybridization, or lack thereof, of 
a probe to a target nucleic acid that differs from the sequence 
of the probe by only one nucleotide. In other Words, the 
method can be used to detect single nucleotide alternations 
or mutations in the target by detecting hybridization of a 
probe to a target, such measurements being able to distin 
guish betWeen a sequence that is exactly complementary to 
a probe (or a portion of the target). To facilitate this level of 
sensitivity, the temperature of the tWo pools can be set to lie 
half-Way betWeen the Tm of perfectly complementary probe 
and target and the Tm of the imperfectly complementary 
probe and target (e.g., betWeen about 260 C. to 300 C. [see 
FIG. 12]) to achieve the necessary level of performance. 
Consequently, the invention also includes a method for 
evaluating a polymer (e.g., a nucleic acid) by (1) providing 
tWo separate pools of a medium and a interface betWeen the 
tWo pools; (2) placing a ?rst and second polymer in one of 
the tWo pools; (3) taking a ?rst interface-dependent mea 
surement over time at a ?rst temperature as individual 
monomer residues of the ?rst polymer interacts With the 
interface, yielding data suitable to determine a monomer 
dependent characteristic of the polymer molecule; (4) 
adjusting the temperature of at least one of the tWo pools to 
a second temperature; and (5) taking a second interface 
dependent measurement over time at the second temperature 
as individual monomer residues of the second polymer 
interacts With the interface, yielding data suitable to deter 
mine a monomer-dependent characteristic of the polymer 
molecule. In addition, the ?rst and second interface-depen 
dent measurements can be compared. When taking the 
second interface-dependent measurement, the polymer inter 
acting With the interface can be the same molecule (i.e., have 
the same chemical structure) from Which the ?rst interface 
dependent measurement Was taken, or a different molecule 
(i.e., having a different chemical structure). 
[0026] The tWo pools can contain an electrically conduc 
tive medium (e.g., an aqueous solution), in Which case a 
voltage can be optionally applied across the interface to 
facilitate movement of the nucleic acid polymer through the 
channel and the taking of measurements. Such measure 
ments are interface-dependent, i.e., the measurements are 
spatially or temporally related to the interface. For example, 
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ionic measurements can be taken When the polymer 
traverses an internal limiting (in siZe or conductance) aper 
ture of the channel. In this case, the How of ions through the 
channel, and especially through the limiting aperture of the 
channel, is affected by the siZe or charge of the polymer and 
the inside surface of the channel. These measurements are 
spatially related to the interface because one measures the 
ionic ?oW through the interface as speci?c monomers pass 
a speci?c portion (the limiting aperture) of the interface 
channel. 

[0027] To maXimiZe the signal to noise ratio When ionic 
?oW measurements are taken, the interface surface area 
facing a chamber is preferably less than 0.02 mm2. In 
general, the interface containing the channels should have a 
design Which minimiZes the total access resistance to less 
than 20% of the theoretical (calculated) minimal conver 
gence resistance. The total access resistance is the sum of the 
resistance contributed by the electrode/electrolyte interface, 
salt bridges, and the medium in the channel. The resistance 
of the medium in the channel includes the bulk resistance, 
the convergence resistance at each end of the channel, and 
the intra-channel resistance. 

[0028] In addition, measurements can be temporally 
related to the interface, such as When a measurement is taken 
at a pre-determined time or range of times before or after 
each monomer passes into or out of the channel. 

[0029] As an alternative to voltage, a nucleic acid poly 
merase or exonuclease can be provided in one of the 
chambers to draW the nucleic acid polymer through the 
channel as discussed beloW. 

[0030] This invention offers advantages in nucleotide 
sequencing, e.g., reduced number of sequencing steps, 
higher speed of sequencing, and increased length of the 
polymer to be sequenced. The speed of the method and the 
siZe of the polymers it can sequence are particular advan 
tages of the invention. The linear polymer may be very large, 
and this advantage Will be especially useful in reducing 
template preparation time, sequencing errors and analysis 
time currently needed to piece together small overlapping 
fragments of a large gene or stretch of polymer. 

[0031] Other features and advantages of the invention Will 
be apparent from the folloWing description of the preferred 
embodiments thereof, and from the claims. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0032] FIG. 1 is a schematic representation of an embodi 
ment of DNA characteriZation by the method of the inven 
tion. The unobstructed ionic current (illustrated for the 
channel at the top of the diagram), is reduced as a polymeric 
molecule begins its traversal through the pore (illustrated for 
the channel at the bottom of the diagram). 

[0033] FIG. 2 is a schematic representation of an imple 
mentation of DNA sequencing by the method of the inven 
tion. In this embodiment, the polymer is draWn across the 
opening of the channel, but is not draWn through the 
channel. The channel, e.g., a porin, is inserted in the phos 
pholipid bilayer. A polymerase domain is fused by its 
N-terminus to the C-terminus of one of the porin monomers 
(the porin C-termini are on the periplasmic side of the 
membrane in both Rhodobacler capsulalus and LamB por 
ins). Fusions on the other side of the membrane can also be 
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made. Malto-oligosaccharides can bind and block current 
from either side. The polymerase is shoWn just prior to 
binding to the promoter. A non-glycosylated base is shoWn 
near a pore opening, While a penta-glycosylated cytosine is 
shown 10 bp aWay. The polymerase structure represented is 
that of DNA polymerase I (taken from Ollis et al., 1985, 
Nature, 313:762-66), and the general porin model is from 
Jap (1989, J. Mol. Biol., 205:407-19). 

[0034] FIG. 3 is a schematic representation of DNA 
sequencing results by the method of the invention. The 
schematic depicts, at very high resolution, one of the longer 
transient blockages such as can be seen in FIG. 4. The 
monomeric units of DNA (bases G, A, T, and C) interfere 
differentially With the How of ions through the pore, result 
ing in discrete conductance levels that are characteristic of 
each base. The order of appearance of the conductance 
levels sequentially identi?es the monomers of the DNA. 

[0035] FIG. 4 is a recording of the effect of polyadenylic 
acid (poly A) on the conductance of a single ot-hemolysin 
channel in a lipid bilayer betWeen tWo aqueous compart 
ments containing 1 M NaCl, 10 Mm Tris, Ph 7.4. Before 
addition of RNA, the conductance of the channel Was around 
850 Ps. The cis compartment, to Which poly A is added, is 
—l20 mV With respect to the trans compartment. After 
adding poly A to the cis compartment, the conductance of 
the ot-hemolysin channel begins to exhibit transient block 
ages (conductance decreases to about 100 Ps) as individual 
poly A molecules are draWn across the channel from the cis 
to the trans compartment. When vieWed at higher resolution 
(expanded time scale, at top), the duration of each transient 
blockage is seen to vary betWeen less than 1 msec up to 10 
msec. ArroWs point to tWo of the longer duration blockages. 
See FIGS. 5A and 5B for histograms of blockage duration. 

[0036] FIGS. 5A and 5B are comparisons of blockage 
duration With puri?ed RNA fragments of 320 nt (FIG. 5A) 
and 1100 nt (FIG. 5B) lengths. The absolute number of 
blockades plotted in the tWo histograms are not comparable 
because they have not been normaliZed to take into account 
the different lengths of time over Which the data in the tWo 
graphs Were collected. 

[0037] FIGS. 6A, 6B, and 6C are plots of current mea 
surements versus time according to a method of the inven 
tion. FIG. 6A illustrates the current blockages When poly 
cytidylic oligonucleotides traverse a channel. FIG. 6B 
illustrates the current blockages When polyadenylic oligo 
nucleotides traverse the channel. FIG. 6C illustrates the 
current blockages When polycytidylic and polyadenylic oli 
gonucleotides traverse a channel. 

[0038] FIG. 7 is a plot of current measurements versus 
time according to a method of the invention, illustrating the 
current blockages When polyA3OC7O oligonucleotides 
traverse a channel. 

[0039] FIG. 8 is a histogram of the number of transloca 
tion events at different time points. 

[0040] FIG. 9 is a graph of time versus the number of 
blockade events per minutes. 

[0041] FIGS. 10A and 10B are current ?oW tracings 
through time. 

[0042] FIGS. 11A-11D and 13A-13C are event plots of 
time and current. 
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[0043] FIG. 12 is a graph showing the probability of a 
target nucleic acid (analyte) hybridizing to a ?rst probe that 
is exactly complementary to a portion of the target and a 
second probe that differs from a target sequence by one 
nucleotide. 

DETAILED DESCRIPTION 

[0044] As summarized above, We have determined a neW 
method for rapidly analyzing polymers such as DNA and 
RNA. We illustrate the invention With tWo primary embodi 
ments. In one embodiment, the method involves measure 
ments of ionic current modulation as the monomers (e.g., 
nucleotides) of a linear polymer (e. g., nucleic acid molecule) 
pass through or across a channel in an arti?cial membrane. 
During polymer passage through or across the channel, ionic 
currents are reduced in a manner that re?ects the properties 
of the polymer (length, concentration of polymers in solu 
tion, etc.) and the identities of the monomers. In the second 
embodiment, an immiscible interface is created betWeen tWo 
immiscible liquids, and, as above, polymer passage through 
the interface results in monomer interactions With the inter 
face Which are suf?cient to identify characteristics of the 
polymer and/ or the identity of the monomers. 

[0045] The description of the invention Will be primarily 
concerned With sequencing nucleic acids, but this is not 
intended to be limiting. It is feasible to size and sequence 
polymers other than nucleic acids by the method of the 
invention, including linear protein molecules Which include 
monomers of amino acids. Other linear arrays of monomers, 
including chemicals (e.g., biochemicals such as polysaccha 
rides), may also be sequenced and characterized by size. 

[0046] I. Polymer Analysis Using Conductance Changes 
Across an Interface 

[0047] Sensitive single channel recording techniques (i.e., 
the patch clamp technique) can be used in the invention, as 
a rapid, high-resolution approach alloWing differentiation of 
nucleotide bases of single DNA molecules, and thus a fast 
and ef?cient DNA sequencing technique or a method to 
determine polymer size or concentration (FIGS. 1 and 2). 
We Will describe methods to orient DNA to a pore molecule 
in tWo general con?gurations (see FIGS. 1 and 2) and record 
conductance changes across the pore (FIG. 3). One method 
is to use a pore molecule such as the receptor for bacte 
riophage lambda (LamB) or ot-hemolysin, and to record the 
process of DNA injection or traversal through the channel 
pore When that channel has been isolated on a membrane 
patch or inserted into a synthetic lipid bilayer (FIG. 1). 
Another method is to fuse a DNA polymerase molecule to a 
pore molecule and alloW the polymerase to move DNA over 
the pore’s opening While recording the conductance across 
the pore (FIG. 2). A third method is to use a polymerase on 
the trans side of the membrane/pore divider to pull a single 
stranded nucleic acid through the pore from the cis side 
(making it double stranded) While recording conductance 
changes. A fourth method is to establish a voltage gradient 
across a membrane containing a channel (e.g., ot-hemolysin) 
through Which a single stranded or double stranded DNA is 
electrophoresed. 
[0048] The apparatus used for this embodiment includes 
1) an ion-conducting pore or channel, perhaps modi?ed to 
include a linked or fused polymerizing agent, 2) the reagents 
necessary to construct and produce a linear polymer to be 
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characterized, or the polymerized molecule itself, and 3) an 
ampli?er and recording mechanism to detect changes in 
conductance of ions across the pore as the polymer traverses 
its opening. 

[0049] A variety of electronic devices are available Which 
are sensitive enough to perform the measurements used in 
the invention, and computer acquisition rates and storage 
capabilities are adequate for the rapid pace of sequence data 
accumulation. 

[0050] A. Characteristics Identi?ed by the Methods 

[0051] l) Size/Length of Molecules 

[0052] The size or length of a polymer can be determined 
by measuring its residence time in the pore or channel, e. g., 
by measuring duration of transient blockade of current. The 
relationship betWeen this time period and the length of the 
polymer can be described by a reproducible mathematical 
function Which depends on the experimental condition used. 
The function is likely a linear function for a given type of 
polymer (e.g., DNA, RNA, polypeptide), but if it is 
described by another function (e.g., sigmoidal or exponen 
tial), accurate size estimates may be made by ?rst preparing 
a standard curve using knoWn sizes of like linear molecules. 

[0053] 2) Identity of Residues/Monomers 

[0054] The chemical composition of individual monomers 
is sufficiently variant to cause characteristic changes in 
channel conductance as each monomer traverses the pore 

due to physical con?guration, size/volume, charge, interac 
tions With the medium, etc. For example, our experimental 
data suggest that polyC RNA reduces conductance more 
than does polyA RNA, indicating a measurable physical 
difference betWeen pyrimidines and purines that is one basis 
of nucleotide identi?cation in this invention. 

[0055] The nucleotide bases of DNA Will in?uence pore 
conductance during traversal, but if the single channel 
recording techniques are not sensitive enough to detect 
differences betWeen normal bases in DNA, it is practical to 
supplement the system’ s speci?city by using modi?ed bases. 
The modi?cations should be asymmetrical (on only one 
strand of double stranded template), to distinguish otherWise 
symmetrical base pairs. 

[0056] Modi?ed bases are readily available. These 
include: 1) methylated bases (lambda can package and inject 
DNA With or Without methylated A’s and C’s), 2) highly 
modi?ed bases found in the DNA of several bacteriophage 
(e.g. T4, SP15), many of Which involve glycosylations 
coupled With other changes (Warren, 1980, Ann. Rev. 
Microbiol., 341137-58), and 3) the modi?ed nucleotide 
triphosphates that can be incorporated by DNA polymerase 
(e.g. biotinylated, digoxigenated, and ?uorescently tagged 
triphosphates). 

[0057] In order to identify the monomers, conditions 
should be appropriate to avoid secondary structure in the 
polymer to be sequenced (e.g., nucleic acids); if necessary, 
this can be achieved by using a recording solution Which is 
denaturing. Using single stranded DNA, single channel 
recordings can be made in up to 40% formamide and at 
temperatures as high as 45° C. using e.g., the ot-hemolysin 
toxin protein in a lipid bilayer. These conditions are not 
intended to exclude use of any other denaturing conditions. 
One skilled in the art of electrophysiology Will readily be 
























