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A MEANS FOR THE PROPHYLACTIC AND THERAPEUTIC TREATMENT
OF STREPTOCOCCAL INFECTIONS

PCT
DESCRIPTION

BACKGROUND OF THE INVENTION

1. Field of the Inventien

The present invention relates to a composition containing
Group C Streptococcal phage associated lysin enzyme and a carrier
for delivering the Group C Streptococcal phage associated lysin
enzyme to the mouth, throat or nasal passages of a mammal. The
composition is particularly useful for the prophylactic and
therapeutic treatment of Streptococcal infections, including the

infection commonly known as strep threat.

2. Description of the Prior Art

Group A streptococci have been shown to be an important
pathogen capable of existing beth in a carrier state in an
asymptomatic individual and in a symptomatic individual with
symptoms of disease ranging from a mild sore throat, tonsillitis,
or impetigo. If untreated, these streptococcal infections could
lead to glomerulonephritis, rheumatic fever and possibly
permanent rheumatic heart digease. With the advent of
antimicrobial agents, specifically penicillin derived
antibiotics, the causative organism can be readily eliminated
following the prescribed regimen of appropriate antibiotic

therapy.
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The fact that an infected individual (usually children &
young adults} can passg group A streptococcal organisms to others,
particularly in daycare centers and schools, necessitates the
isolation of the known infected individual away from these
environments for at least 24 to 72 hours after antimicrobial
therapy has been initiated. It has been shown in controlled
studies that early detection and appropriate treatment results
in a reduction in the overall pattern of cyclic transmission of
the troublesome pathogen, as well as a reduction or elimination
of the sequelae of group A infections (rheumatic fever or
nephritis) .

U.S8. Patent No. 5,604,109 {(Fischetti et al.) teaches the
rapid and sensitive detection of Group A streptococcal antigens
by a diagnostic assay which utilizes Group C streptococcal phage
associated lysin enzyme. Such an assay can assist in rapidly
identifying infected individuals, who then can Treceive
conventional antibiotic therapy.

However, the problem of effectively combating streptococcus
infections remains a problem. Patients with a streptococcal
pharyngitis are highly infectious and are able to transmit the
organism to close contacts resulting in an epidemic of strep
throat. This is a particular problem in a school population and
in the military, where people are in close proximity with one
another. Moreover, there is a need for prophylactic methods of
preventing streptococcal infections, because prophylactic use of

antibiotics generally is not advisable for many reasons.
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SUMMARY OF THE INVENTION

The present invention (which incorporates U.S. Patent No.
5,604,109 in its entirety by reference) provides compositions
containing Group C Streptococcal phage associated lysin enzyme
and a carrier for delivering the Group C Streptococcal phage
associated lysin enzyme to the mouth, throat or nasal passage of
an animal such as a human. Such compositions can be particularly
ugeful either as a prophylactic treatment for preventing
infection following exposure to others who are infected, or as
a therapeutic treatment of Streptococcal A throat infections for
those who are already infected, thereby alleviating the
infection,

The presence of the lysin in an oral or nasal cavity at the
time when streptococeci are introduced from an infected individual
thus results in the killing of at least some of the incoming
streptococci, thereby providing a prophylactic effect by
preventing infection. This rapid and specific (lethal) activity
of the lysin enzyme against an existing streptococcus infection
will have a therapeutic effect by reducing the infection and
helping to decrease the spread of the strep to other individuals.

In one embodiment of the invention, the lysin enzyme is
administered in the form of a candy, chewing gum, lozenge,
troche, tablet, a powder, an aercsecl, a liquid (e.g., gargle) or
a liquid spray. In another embodiment of the invention, the lysin
enzyme is administered in the form of a nasal spray.

The method for the treatment of streptococcus A exposure
comprises applying an effective dosage of a pharmaceutically

acceptable amount of Group C streptococcal phage associated lysin
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enzyme to the oral or nasal mucosa of a mammal in need of
treatment, permitting the lysin enzyme to remain in contact with
the oral mucosa for a period of time necessary for the lysin
enzyme to gaturate the oral mucosa; and applying additional
dosages of such the lysin enzyme in like fashion until treatment
is complete. The enzyme may be administered to the mucosal lining
of the throat, or of the nose, for the infection, depending on
the carrier containing the lysin enzyme.
While this composition is likewise effective against group
A strep infections, it may also be used against group C
infections. The enzyme is likewise effective against group E

streptococci.

DETAILED DESCRIPTION OF THE INVENTION

It has been discovered that the presence of the lysin in an
oral cavity at the time when streptococci are introduced from an
infected individual results in the killing of the incoming
streptococeci, thus preventing infection and providing a
prophylactic treatment for preventing strep infection. This rapid
and specific (lethal) activity of the lysin enzyme against
streptococcus also produces a therapeutic effect in infected
individuals by reducing the infection and decreasing the spread
of the strep to other individuals.

The amidase muralytic (lysin) enzyme produced by the group
C streptococcal organism after being infected with a particular
bacteriophage (identified as C1) is isolated and harvested as is
described in U.S. Patent Application No. 5,604,109. This Group

C streptococcal enzyme, (also known as a lysin enzyme) which has

4
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unigque specificity for the cel} wall of groups A, C, and E
Streptococci, may alternatively be isolated and harvested by any
other known means. '

The composition which may be used for the prophylactic and
therapeutic treatment of a strep infection includes the lysin
enzyme and a means of application, (such as a carrier system or
an oral delivery mode) for the mucosa lining of the oral or nasal
cavity.

Prior to, or at the time the enzyme is put in the carrier
gystem or oral delivery mode, it is preferred that the enzyme be
in a stabilizing buffer environment for maintaining a pH range
between about 4.0 and about 8.0, more preferably between about
5.5 and about 7.5 and most preferably at about 6.1.

The stabilizing buffer should allow for the optimum
activity of the lysin enzyme. The buffer may be a reducing agent,
such as dithiothreitol. The stabilizing buffer may also be or
incliude a metal chelating agent, such as
ethylenediaminetetracetic acid disodium salt, or it may also
contain a phosphate or citrate~vphosphate buffer,

To prevent spoilage, the stabilizing buffer may further
contain a bactericidal or bacteriostatic agent as a preservative,
such as a small amount of sodium benzoate.

Means of application include, but are not limited to direct,
indirect, carrier and special means or any combination of means.
Direct application of the lysin enzyme to the nasal membranes may
be by nasal sprays, nasal drops, nasal ointments, nasal washes,
nasal injectione, nasal packings or through the use of cintments

applied to the nasal nares, the bridge of the nose, or the face
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or any combination of these and similar methods of application,
or other known nasal carriers. Application to the mouth and
throat may be made by use of throat lozenges, or through use of
mouthwashes, gargles, solutions, sprays, candy, gum, etc. Thus,
forms in which the lysin enzyme.may be administered include but
are not limited to lozenges, troches, candies, injectants,
chewing gums, tablets, powders, sprays, liquids, ointments, and
aerosols,

The lozenge, tablet, or gum into which the lysin enzyme is
added may contain sugar, corn syrup, a variety of dyes, non-sugar
sweeteners, flavorings, any binders, or combinations thereof.
Similarly, any gum based products may contain acacia, carnauba
wax, citric acid, corn starch, food colorings, flaverings, non-
sugar sweeteners, gelatin, glucose, glycerin, gum base, shellac,
godium gaccharin, sugar, water, white wax, c¢ellulose, other
binders, and combinations thereof.

Lozenges may further contain sucrose, corn starch, acacia,
gum tragacanth, anethole, linseed, oleoresin, mineral oil, and
cellulose, other binders, and combinations therecf. In another
embodiment of the invention, sugar substitutes are used in place
of dextrose, sucrose, or other sugars.

The enzyme may alsc be placed in a nasal spray, wherein the
nasal gpray is the carrier. The nasal spray can be a long acting
or timed release spray, and can be manufactured by means well
known in the art.

Any of the carriers for the lyein enzyme may be
manufactured by conventional wmeans. However, it is preferred that

any mouthwash or similar type products not contain alcohel to
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prevent denaturing of the enzyme. Similarly, when the 1lysin
enzyme is being placed in a cough drop, .gum, candy or lozenge
during the manufacturing process, such placement should be made
prior to the hardening of the lozenge or candy but after the
cough drop or candy has cooled somewhat, to avoid heat
denaturation of the enzyme.

The enzyme may be added to these substances in a liquid
form or in a lyophilized state, whereupon it will be solubilized
when it meets a liquid body. The enzyme may also be, for example,
in a micelle or liposome, or some other encapsulated form, or
administered as a prodrug or in an extended release form to
provide a prolonged storage and/or delivery effect.

The effective dosage rates or amounts of the lysin enzyme
to treat the infection will depend in part on whether the lysin
will be used therapeutically or prophylactically, the duration
of exposure of the recipient to the Streptococci, and/or the
nature of the infection, the size and weight of the individual,
etc. Determining appropriate dosage rates will be within the
skill of the artisan. The duration for use of the compesition
containing the enzyme also depends on whether the use is for
prophylactic purposes, wherein the use may be, for example, daily
or weekly, for a defined time period e.g., for a week month or
longer, or whether the use will be for therapeutic purposes,
wherein a more intensive regimen of the use of the composition
likely would be employed for a period of, for example, 2, 3, 4,
5, 6, 7, 10, or 14 days, or longer. Thus, therapeutic treatments
could span several days or weeks, likely on a daily basis, and

possibly at multiple intervals during the day.



10

15

20

25

WO 00/50069 PCT/US99/04063

In order to be effective, the enzyme should be present in
an amount sufficient to provide an effective number of enzyme
units in contact with the mouth, throat or nasal passage. Having
too few enzyme units . in contact with the mouth, throat or nasal
passage, even over a long period of time, will not produce as
beneficial an effect as desired. Hence, any dosage form employed
should provide for an approximate minimum number of units for the
amount of time that the dosage will provide enzyme to the mouth,
throat, or nasal passage. The concentration of the active units
of enzyme believed to provide for an effective amount or dosage
of enzyme may be in the range of from about 100 units to about
100,000 units in the environment of the nasal and oral passages.
Within that broader range, dosages of from about 100 units to
about 10,000 units are believed to be acceptable. Such units can
be contained in smaller volumes of carrier such as liquid or
saliva, e.g. 1 ml or less (e.g. in the case of a lozenge) or can
be contained in larger dosage volumes such as a gargle of several
mls. Generally, therefore, larger volumes of carrier will require
a greater total number of units to achieve an effective
concentration of active enzyme. Hence, acceptable concentrations
can be from about 100 units/ml to about 100,000 units/ml of fluid
in the environment of the nasal or oral passages, Within this
range, concentrations from about 100 units/ml to about 10,000
units/ml are acceptable.

In practice, therefore, the time exposure to the active
enzyme units likely will influence the desired concentration of
active enzyme units employed in the dosage per ml. For example,

carriers that are considered to provide prolonged release
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{certain nasal sprays, lozenges and encapsulated enzyme) could
provide a lower concentration of active enzyme units per ml, but
over a longer period of time. Conversely, a shorter duration
treatment (e.g., a gargle) could provide a higher concentration
of active enzyme units per ml. Any dosage form containing
sufficient lysin enzyme to provide effective concentrations of
active enzyme at the site of infection or to provide a sufficient
prophylactic effect are well within the bounds of routine
experimentation and therefore, well within the gcope of the
instant invention.

Compogitions of the instant invention further may comprise
at least one other additicnal agent effective for use in either
therapeutic or prophylactic treatment of streptococcal infections
or in the alleviation of symptoms thereof. The agent may
additionally be effective for some additional therapeutic and/or
prophylactic effect, e.g. pain alleviation. Some agents can be
topically or systemically active, and can include antibiotics or
pain alleviation medications including topical antiseptics, e.g.,
for sore throat. Alternatively, such agents may be given prior
to or after treatment with the instant compositions. Dosages of
the antibiotics should be effective for therapeutic or
prophylactic treatment of streptococcal infections or for
treatment of symptoms of such infections.

While this treatment may be used in any animal or mammalian
species, the preferred use of this product is for a human.

BEach dose of the 1lysin containing carrier is kept in
contact with the oral mucosa as long as necessary in order to

provide the intended therapeutic or prophylactic effect.
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Administration of the lysin enzyme to the oral mucosa may be by
any means such as gargles, mouth rinses, lozenges, troches,
chewing gums, candies, powders, and nasal and oral sprays, so
long as it is safe and provides the intended prophylactic or
therapeutic effect. Skilled artisans may appreciate other
poesible methods and compositions for delivering the lysin enzyme

in accordance with this invention.

EXAMPLE 1
The group C phage lysin enzyme is prepared as follows:
Group C streptococcal strain 26RP66 (ATCC #21597) or any
other group C streptococcal strain is grown in Todd Hewitt
medium at 37 degree(s}) C. to an OD of 0.23 at 650 nm in an 18
mm tube. Group C bacteriophage (Cl1) (ATCC #21597-Bl) at a
titer of 5X10 sup 6 is added at a ratio of 1 part phage to 4
parts cells. The mixture is allowed to remain at 37 degree(s)
c. for 18 min at which time the infected cells are poured
over ice cubes to reduce the temperature of the solution to
below 15 degree(s) C. The infected cells are then harvested in
a refrigerated centrifuge and suspended in 1/300th of the
original volume in 0.1M phosphate buffer, pH 6.1 containing

510 sup -3 M dithiotreitol and 10 ug of DNAase. The cells

will lyse releasing phage and the lysin enzyme. After
centrifugation at 100,000X g for 5 hrs to remove most of the
cell debris and phage, the enzyme solution is aliguoted and
tested for its ability to lyse Group A Streptococci.

The number of wunits/ml in a lot of enzyme is

determined to be the reciprocal of the highest dilution of

10
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enzyme required to reduce the OD650 of a suspension of
group A streptococci at an OD of 0.3 to 0.1%5 in 15 minutes.

In a typical preparation of enzyme 4X10 sup 5 to 4X10 sup 6
units are produced in a single 12 liter batch.

Use of the enzyme requires a minimum number of wunits

of 1lysin enzyme per test depending on the incubation
times required. The enzyme is diluted in a stabilizing
buffer containing the appropriate conditions for
stability, maximum enzymatic activity. The preferred
embodiment is to use a lyophilized 1lysin enzyme. The
stabilizing buffer can comprise a reducing reagent,
which can be dithiothreitol in a concentration from 0.001M
to 1.0M, preferably 0.005M. The stabilizing buffer can comprise
a metal chelating reagent, which can be
ethylenediaminetetraacetic acid disodium salt in a
concentration from 0.00001M to 1.0M, preferably 0.00SM. The
stabilizing buffer can comprise a citrate-phosphate buffer in
a concentration from 0.001M to 1.0M, preferably 0.05M. The
stabilizing buffer can have a pH value in the range of from
about 4.0 to 8.0, preferably 6.1. The stabilizing buffer
can comprise a bactericidal or bacteriostatic reagent as a
preservative. Such preservative can be sodium azide in a
concentration from 0.001 percent to 0.1 percent, preferably
0.02 percent.

The preparation of phage stocks for lysin

production is the same procedure  described above for the

infection of phage and group C streptococcus in  the

preparation of the lysin enzyme. However, instead of pouring

11



10

15

20

25

WO 00/50069 PCT/US99/04063

the infected cells over ice, the incubation at 37 degree(s)
C. is continued for a total of 1 hour to allow lysis and
release of the phage and also enzyme in the +total wvolume.
In order for the phage to be used for subsequent lysin
production the residual enzyme must be inactivated or
removed to prevent 1lysis from without of the group C cells

rather than phage infection.

EXAMPLE 2

The enzyme prepared according to example 1 is diluted to a
concentration of 100 units/ml in a buffer consisting of 0.05M
citrate phosphate buffer pH 6.1 containing 0.1% rabbit
immunoglobulin, 0.005M (ethylenedinitrilo) tetraacetic acid
disodium =alt (EDTA), 0.005M Dithiothreitol, 0.02% sodium
azide, 0.01% N-acetylglucomamine. One part colloidal gold sol
labelled with Group A Streptococcal Antibody (OD sup 520
1.5) suspended in 0.02M Tris buffer pH 8.2, 1.0% bovine
gerum albumin, 0.02% sodium azide, 300K units heparin, is added
to 3 parts of the enzyme reagent, mixed, filtered through a

0.22 micron filter, and 200 microliters aliquoted per
tube and lyophilized. This lyophilized enzyme is stable at
elevated temperatures (i.e. 45 degree(s) C.) for short term
conditions (i.e. 2 weeks) and long term storage at xoom

temperatures (>1 vyear).

12
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EXAMPLE 3

Method
1. Start a day culture of group A streptococcal strain

S43/192/39R (Streptowycin resistant) (from frozen blood broth);

500 pl in 50 ml of Todd Hewitt (TH) broth containing 1 % yeast
extract and 100 pl of Streptomycin/ml.

2. Grow to an 0D, of 0.59

3. Centrifuge for 15 minutes at 3000 rpm to sediment bacteria.
4. Resuspend organisms inrl ml volume of TH w/o antibiotics (3
x 10°/100 pl as determined by plate count).

5. Add 0.5 of these concentrated cells to }.5 ml of pH 6.1
phosphate buffer as a control.

6. Five minutes before administering to the mice, 0.5 wl of the
concentrated cell suspension was mixed with 0.5 ml of phage
lysin solution pre-diluted to 10,000 units/ml in pH 6.1

phosphate buffer.

Five mice received 60 pl of "control" solution divided

equally orally and intranasally.

Five mice received 60 pl of lysin and bacteria mixture

divided equally orally and intranasally.

Throat swabs were performed onto 5% sheep blood, proteocse

peptone agar plates containing 500 ug/ml of streptomycin.

Plates were incubated overnight at 37° C.

13
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The following results were obtained:

7/22 7/23 7/24 7/28
id 2d 3d 7d
Colony Forming Units

LYSIN
L1 0 0 0 0
L2 0 0 0 0
L3 0 0 0 0]
L4 0 1 0] ¢
L5 0 0 1 0
CONTROL
Cl 26 14 7 0
c2 >400 17 100 83
c3 S 0 15 0
C4 >400 >400 >400 220
C5 2 2 30 0

These results show that the contact between phage lysin
and group A streptococci for as little as five minutes prevents
the streptocccci from colonizing the upper respiratory tract

cf the mice in this model system.

EXAMPLE 4
To reproduce what might occur when lysin is present in
the oral cavity (i.e. through relase by a lozenge) before
gtreptococci enter the environment, animals, bkacteria, and
lysin were prepared in the same way as described in example 3
(numbers 1-5) except in this experiment, animals were treated

as follows:

Lysin: 5 mice received 25 pl of lysin and immediately

thereaftexr they received 50 ul of bacterial suspension.

14
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Control: 5 mice received 25 ul of buffer and immediately

thereafter they received 50 pl of bacterial suspension.
24 hrs.

Lysin

Lé -
L7 -
L8 -
Lo -
Llo -

Control

Ce
c7
181:)
Co
Cio

4 0+

Result: 0/5 animals containing lysin in their oral cavity when

the streptococci were added were cclonized, while 3/5 animals
that received buffer, then streptococci were colonized. Thus,
lysin, if present before group A Streptococci are added, is

able to prevent colonization.

EXAMPLE 5

Group A M type 6 streptococci were grown at 37 degrees C
overnight in Todd Hewitt media. Organisms were washed once in
sterile lysin buffer (50 ml phosphate buffer pH 6.1}). The cell
pellet was then suspended in 5 ml of the same buffer.

Phage lysin was diluted in lysin buffer containing S mM
DTT to two times the appropriate units and the mixture was
sterile filtered.

1.0 ml of the bacterial suspension was added to 1.0 ml of

the appropriate lysin dilution and the mixture was incubated

15
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at 37 degrees C. Samples were removed at timed intervals,
diluted appropriately and plated on blood agar plates to
determine the bacterial count.

Control samples consisted of 1.0 ml of the bacterial
suspension added to 1.0 ml of the lysin buffer alone. An
aliquot was removed and diluted in 10-fold dilutions and an

aliquot plated on blood agar plates to determine the bacterial

count .

Results: Bacterial counts with lysin
Lysin Starting 5 sec 30 sec €0 gec 5 min 10 min
units Count

1000 5 x 10°¢ 0 0 a 0 0 {(mean 2
exp}

100 8.6 x 10° 1530 1196 771 64 6 (mean 4
exp)

10 9.8 x 10° 3000 3000 >3000 >3000 >3000 (mean 3
exp!}

Many modifications and variations of the present
invention are possible in light of the above teachings. It is,
therefore, to be understood within the scope of the appended
claims the invention may be protected otherwise than as

specifically described.

16
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What 1s claimed is:

1. A composition for wuse in the therapeutic or
prophylactic treatment of a streptococcal infection,
comprising:

an effective amount of Group C streptococcal phage
associated lysin enzyme; and

a carrier for delivering said lysin enzyme to a mouth,

throat, or nasal passage.

2. The composition according to claim 1, wherein said
carrier is selected from the group consisting of candy, chewing
gum, lozenge, troche, tablet, powder, aerosol, liquid, liquid

spray, nasal spray and nasal cintment.

3. The composition according to c¢laim 1, further
comprising a buffer that maintains pH of the composition at a

range between about 4.0 and about 9.0.
4. The composgition according to claim 3, wherein said
buffer maintains the pH of the composition at range between

about 5.5 and about 7.5.

5. The composition according to c¢laim 3, wherein said

buffer comprising a reducing agent.

17
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6. The composition according to claim 5, wherein said

reducing agent 18 dithiothreitol,

7. The composition according to claim 3, wherein said
5 buffer comprises a metal chelating agent.
8. The composition according to claim 7, wherein said

metal chelating agent is ethylenediaminetetraacetic disodium
salt.
10
9. The cowposition according to claim 3, wherein said

buffer is a citrate-phosphate buffer.

10. The composition according to claim 1, further
15 comprising a bactericidal or bacteriostatic agent as a

preservative,

11, The composition according to claim 1, wherein said
lysine enzyme is lyophilized.
20
12, The composition according to claim 1, wherein said

carrier further comprises a sweetener.
13. The composition according to c¢laim 1, wherein the
25 carrier provides a concentration of from about 100 to about

100,000 active enzyme units per milliliter of fluid in the

environment of nasal or oral passages.

18
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14. The composition according to claim 13, wherein said
concentration is from about 100 to about 10,000 active enzyme
units per milliliter of fluid in the environment of the nasal

or oral passages.

15. The composition according to claim 1, wherein said

composition 1s used in the therapeutic treatment of

streptococcal infections.

16. The composgition according to claim i, wherein said
composition is wused in the prophylactic treatment of

streptococcal infections.

17. The composition according to c¢laim 15, wherein said

streptococcal infection is a streptococcal throat infection.

18. The composition according to claim 1, wherein said

carrier is a candy.

19, The composition according to claim 1, wherein said

carrier is a chewing gum.

20. The composition according to claim 1, wherein said
carrier is a lozenge.21l. The composition according te claim

1, wherein said carrier is a troche.

21. The composition according to claim 1, wherein said

carrier is a troche.
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22. The composition according to claim 1, wherein said

carrier is a powder.

23, The compesition according to c¢laim 1, wherein said

carrier is an aerosocl.

24. The composition according to claim 1, wherein said

carrier is a liquid sgpray.

25, The composition according to claim 1, wherein said

carrier is a nasal sgpray.

26. The composition according to claim 1, wherein said

mammal is a human.

27. The composition according to claim 1, wherein gaid
carrier is suitable for delivering said lysin enzyme to the

mouth and throat.

28. The composition according to claim 1, wherein said
carrier is suitable for delivering said lysin enzyme to the

nasal passage.

29. The compogition according to claim 1, further
comprising at least one agent effective for the therapeutic or
prophylactic treatment of streptococcal infections or

alleviation of symptoms therecf.

20
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30. A method of therapeutically or prophylactically
treating streptccoccal infections comprising administering a
composition in accordance any one of claims 1-29 to a mammal

in need thereof.

31. The use of Group C streptococcal phage associated
lysin in the manufacture of a pharmaceutical composition

according to any one of claims 1-29.

21
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1. ATHRERXAEFABATRRGELGHGY, i

ARFH CAMEE SN AL Rl sk &

AT mlErSRaAT o, REARBOEK.

2. BARR 1 das, Kb fdkg: BE. oFE
&M, B, TN, BN, LFEN. &K REEEN. SR FHN R
RE&F.

3. BAEX 1684, AELABEMREASM pH B Y 4.0-
B9.0MKABA.

4. BARX 3 HaASY, KPR E+ T RBEFEALS WY pH
H 4 5.5-% 7.5,

5, BARRKIGHLY, KAYHEBRFIBREFLERMN.

6. BMAEXS ALY, AVTHRERMND —L N B,

7. BARRIHALY, ATHEERBRLSALELLA.

8. BAXR 7T HALYH, ATHAEALEZESNAL_KulLR
helt- ¥

9. MAER 3 Gasd, ATHRRFBRAISRARIRRD
8% H.

10. RAVZE | 9, AR AMEAGRANGEENMLE
.

11. BAER1684%, KA FREmRETRTI4ETHRS.

12, RAEL 189840, L PREREELSH AN,

13, RAEE 1 s, R TERROBRRE T, MERKR
B3 K £ 100-% 100, 000 &R 8 45/ E AR,

14, BRAZR 13 944, AFARIEREF, AEHAKR
B3R 25 100-% 10, 000 & P .43/ F FH A 4.

15. RAFERK 1 hdH, A FPHEASGMWATHARETHER
AR, |

16. RAZLEX | 4sH, AR ashR TRGEETHAR
R,

17. RAEEX 15 984, AP A5 RRGARE
.
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19.
20.
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22.
23.
24.
26.
26.
27.

AAAAAA

L A maAE maw

BARE 16500, X yAERESHEER.

BAZX 184, L PRREEN o FE.
BAER1dasd, R PREKKAEN.
BARE16996%, K PRESKAHHER.

RAEE 1 GasHh, K FAEEEGRMN.

BAHEE 188, AVHEBREALTEN.

BRAZR 1694 4%, K FAEREbReg TR,
BAEE 189448, ATHERESRARTN.

BAEX 18584, L PEdsilaihhA.

BAER 1 6dasdh, A VHRBREESMEMBELLS

BHE ok,

28.

BAEE 1 Basth, AVt shESeitmpEin

BRAERE.

29. RAEX 1| HEsdH, AELHARBEN FLARIEGH
BHBRBELERBRBRERYES —FHRXAMN.

30. MGHXEFTRETERABERNF X, 0 AAHARK
1-29 & —FH WS LB 2 EEHRLFH.

31.

C B4R HEH At iaREtEsd 46 HEER 1-29 £&

—~JAHHAS B TR,
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TRERALEHTRET ARG ERGF &

XWRF
1. A

AERFRLH C A F G R Bt E ESfRksa
o4, APHERAN TE Cc A4 R AL AL ARELTSE
HEHALDPH o, RA AR, HEALVRHNER TRERPE T
HETHRERROHEBTHZI AR GER X GE R,

2. AERRAMHZE

L TEERMAMIATEABERER. ARREXXBARY
FRERAMMERD, A BARBCZ2EIFARBABARAFTANTER
B, 2 RRXFREST, ALK BEEESFHFTIEBTE. K
BUFTERAAEGARBECERS. BERLETHNZFTELTLERL
FHFEE, BRAEHRETEAFTAEFTFIE, RELWE DA NE.

HTFRELENAAE (BFANLETFERA) 8 A BB EHE
BREEA, HINRAKILAPFR, BRLSMERBENRL ST T
BEY 24-72 MHIECHOBEFRNARAKRELR TS EF. ESE
HEFTEAN: FRLHFSENAFTEGRELSAT KO/ REKYGEH
FAARRK, FARBHEIEM T A LBRENERE (XAFARXNFL).

£8¥# US 5,604,109 (Fischetti ) #F: AXAH C 44
HFEXREMEARAREEHLTEHSH, B3 A ARRBRE
#iThdfRELR, AHERNES A TREEEREEIK, R
A EIEARBEEARLERLT.

RKie, BHEE~AFNHARRRATREAAKRKERBER. 44
HREBXNELZEAHEAEY, LB RRAAEET DR
Z, A FEBESEEE AT, ZAFMEAREERRXGALA
EMRBOFRAFEABFALARE. mlE, FTEHLERBELEY
BFBFEk XARADTEFORE, BFHOREFFAGRAAZLRS
%8,

A Wik
AZXW (R3MERDLA US 5,604,109 PRHARE/HESRE) R4
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SR CHARREYRARAEEMBEE S RANasdh, HERK
RTiik C AR AFTEAAREEEIMEREDHFARAG D,
BEAHE. ZHESASHENRSAE: HRGHRLAFAGILERRBS
BREAKBHESR, RINOCEHABEGESHITHRT A REALH
HRWEF, AndBE .

HToEIRETHAGREL, BAISRXERAREEAKT
AW, EFF—ERANERBARIAL, BRELHLERLANEY
#HRE. BUBKEREARZRSE I HRERB IR CA ST, @
REFAGSXFERPBEFHE (RAH) RCAFLERGERENEHELE

BEEAEXPG—AFZEY, SREFTRGBEBIA: BR. v F
B, &M, B, AN, B AFN. RE (HlediH) B4
REMN. EREAAF—AREFTEY, MEEXESARRTHED.

EHIARE A BERNFEROHE: EAXAMNESTHAE C HER
AEHABXBEARELA AR TERLAN AL B o EXR
B, kX ABER o BARIS G LR — B oA M e
ELE, REUARSFXARFIINFGAIAmOEEIREES
AEXBRNAE. RESAMEEFEGREORE, HRGTUAHRS
BHERXAGRMAE (nucosal lining).

G TRSAHEHMR A AERKEREIN, FHELASHERALEM
FEXRATHA C M4 HESE. FH, LB ERAEMF XHEK E
HAHE, |

bR 3

BEALEBEARBEEIN AN, GRETECEYTHY —
BEHMESEREANERE, AT ELFRETHREFTAEG
R EE, AHEROAETY, EXMRERARK I HRXH#
BERCARNGFA, REFTSIFEEHPHRFE (HAEH) R4
HREREGEREFLBITRER.

HBENENER (FR Cl) B2E, C HAXAL WKL 0K
muralytic (M E ¥ ) &, JA S B KL, TEFERETR
5,604,109 ¥ XRBREAF. 4, AT LCCoFk, LTALTH
P ERXHN C HARER (LA AREESR), XA A CHE
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AR LA BG4,

MTREBPETRETERGERGALSHESA: MRELE
FMEALE (FlhBhEAXvRLHBEX) ABEAToORARES
)i -

XA SrABAhEIRI oA BRI TN, £
G THREZHRNIE PR TRE pH EBAL 4.0-4 8.0, £4L
%4 5.5 524 7.5 RMAEY 6. 1.

HARENBAMNBEEMBEEXRBFTREZTHE, GEFNT
ARERHF o — 8, MERBEZNEAMNET AR AR TR
EELNALL_BEWLR-AE, XXX LTENRRIINE
MEMFAHLLFH.

ATHGIEER, MMEABEXGBRFIMNETLSARLE N ANES
BREA, Al TaREYEEXTRHA.

BRAFRAOGELARRTELE, M. REPHEFXXEZEESF
XA s. R EFRIBERERSBETAATIGFTXARRF
A, BRAN., REF. AN, FERER FAAHIAATREF
ERBAERA TR, AHFAOFRAE LRF XG4 EHS, REAL X
MOBRRAFERACCoOEBAER, B ToEIRETRAEL
AR RBRRANKXBLLRH N, S#H, Eal. RFEN.
BRABRE. AL, TAEAmRETABACERIRTEN. &
. BR. AEN. vfFEN. AR, BN, HEN. REkEN. &
K fe R FHN.

mEBBEESEHEN. ANIARTASAH. 2XR. SHE
#. ek, BN, EESHSMR L HGAL, Xk,
HEBREEFBTASANEMAR. oHigHE, HFHER. 2LKEH.
A2EERN. FaH., EHBMEN. WK, HEHEB. . BEA ¥

B, WHHA. B oK. G HEE. XEBEMNARLEMFNA

Ca

BRHNETOAAAE, 2ARD. MEME. ¥FE. &K, 2
KA. mmlE. Shiakdit. LEHESMNARILHFHAL,
EEAERAF—KEZFTEY, BABRKRDERHHE, BB KX CHE.
BATRIEZHETRHARENP, AP RRENIRE. HERR
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FHATRAREKNEAHREFNAE ST RANTEN, FATREAZE
AR d0 6 5 X &

FAEXERTHREFTSHRATREATIERLF X444, 24
BREMEONXEN S RLELHEAGEETH. 4000, E#4E
iENPE, SesREEsI TiigE K. BERXRENTH, a6
AERANZBEEALZTRELZIBEIBERERSFERBRETRZL
B, XA TR G 8T M.

TR TR B NS X R AEBXRETRESGH R T, EHRA
RS BI)RETSHEMN. MMEBLTUARH MR ERBREAT X,
AERECHKOHABA, LEANHHBAIARBHIALHAEEHLEX
G W fo /S B BHOR.

BRBEENBREISATRAN IR LS EFRBIRATATH
£ BmBRELTSARTHRGERLY. RELBBARBEGESN
B, fo/RBEEGRR. MAERPESTF, SCENETHREIETHBE
BBEARAARKBE. SABHHBNSHHERFENNLRETAT
HE: HERLAAFATHGEN, ATHEBEEMMAESRTAE
PG XEH4H, HFEAXHHAFE 1A, 1 AXEK IEHRE
RRAEATASFAY, SATAFAHN, TEAAENBGFEH
oA 2. 3. 4. 5. 6. 7. 10 & 14 XX EFK, BHd, EFTBREFT
RS REEZER, TRAARLIEAR, FTRE-XHAESANRK.

ATEINHE, MEBSBBURSIHFEARP{ A RKH A G E
ERBERRT, BEIAE. pREBESo. REAABHBRLELY, 4
REHNBBERLSFLEFENAEARR. B, AEAHHABA
BE—BWNRARERYGR VT EHR T4, IHAEMN DR
BEo, B, ZBE. AREISoEREP, RASRBEFHL TR
MEERELHGREGERARLY 100 24 £4 100,000 $42. #43,
A# 100 42 E4 10,000 EEHBREERALZTRAESH. IHNEL
TABLE T PERFREE FH 20 1nl R EDEE RS o KX ER
F (M), XRELTUAFETRERALETEA RN Y. B
b, BERKGARRBL, RIAZHBGARPERAEHLLEHKAK,
Bk, ERZ By, THSRETHUZES 100 £4/E5 24 100, 000
R/ EFAKY. ERERA, 4 100 £4/EH E4 10,000 #1452/
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EAERERATIREY.

B, AERY, BEREHSLEGAONNTABAERGLEE
HEEANTPHERNRE. B, BLRRBEROERE (X258
REN. BRAPHOLHE) RBRAHFEARKREHERSE L,
feFEHEEK. AR, BENFHET (AedikN) RSA/E
EARBZRBEGERBELE, HALABRNRERBAREREEHS S
RUERGAGHENLSARB MR EETSRAEMNELLETEALE
%REMZA, BREZLEAXAZBZA.

AEXNHNACHETEREF—AXECENHN, HEERMNER
MR THRARABRGREFRRBEAR LB B ER, F5 &
EEINETRAEFMERATERBRECLAR/ARBEGHR, Hloddi
F. —BENTUALARERZL L FN, HTLARLELTEERRK
RBEBOEARHIRARENN TREEER. XL, TRAEAZAX
APAGHRELIHRXZELTRIRGEN. RELXON TR ERA
BB TAARIABGHRATBRE BRI TEAIER RN E
K.

EREEFRTHEESHBARALDHY, RARIEFRAM
FA.
2 HEANEHREETNEABEB o R LE N EAER
BB RETER. LAl ELTRLEBEoBENGFT XTI
AEEFX, Wi 4N, oK EHN (nouth rinses). KA. #
. ukE, BE. BN, PEXvRIEN, FHIXRLHER
REPEHRGREFAE. BEALY, LABRBRAART AR
RY&Hmpiiale Ty kPpasy.

L4 1

CAaklihBELTSHNET: £ 18w XF P, £ 37C T # Todd
Hewitt 3232 Jde C B4R B H 26RP66 ( ATCCH21597) R EH CHA
SHRABRREEEIRAE50mAH 0DH 0.23. R1AFHEL 408K
e C AE B4 (C1) (ATCC #21597-Bl) vk §x 10° g firde A,
RELBERLSHAEICEATHRE 18 54, MR mBMAT XK
BRERIEEOBEFAE ISCAT. REAAAB S PRERSE
i, FAARLBEKMY 1/300 55T 0. 1M 9%#BRE PR P, AL
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BA&RGpH A 6.1, H2H 5>10°0 & — 5 EMA 10ug DNA .
BB ENBH R E S ko8 ¥ 100,000%g B~ 5
AR ERkEomBRAR P EEER SERYAFHEHE KREN
RKABMABBRREAESD.
RNEFSBOLELE/EABARERIBHREFESHK, AR
A 15 54 Rde A AR A TR OD650 K 0.3 BIK£ 0.15 . A
RRSHRNT, BEAL2ARTPLER 4% 10° F 4% 10° $43,
BREFEXGRENT, BOEREXR VTG MBEXSL.
REAREBN B RASERY NS, FEAY N RESHRTHF
ABERXBER, ABOFTRISAAETROBRELS. HEA
BRI TASHERN, BERMNTARARZ K F R, XAEH 0.001
M-1.0 M, 4£% 0.005 M. AFRBEZHENBRTREALEESN,
FT A% 0.00001M £ 1.0M, £ 0.005M BN L —Bw L% i,
BREREBNBR TS HiERSR EE AN, RAEH 0.001 M- 1.0
M, i 0.05 M. & AR & ¥ Heh pHER B A 25 4.0-8.0, K& 6. 1.
BREGBABRTASAEAGEMNGIAENIRLEN. THGH R
ML AR B RAH, AREN 0.001%E 0. 1%, 4k 0. 02%.
AFELaREFHOFEREAGHETUARB LR EQEEE
BHAE PR TREEEE AR C AR EHOMRAF ERF. KA, BY
HEHhE A RteH B mEBAN KL, £ 3TCRAETRFGNRH
1 0o, A EEAPRELARPERPER. A TEE4&A
THEHMBREELR, LHAREARSE, X AHFALHERLUAGIL
MEAFCHAAR A mBERFAA TR RELG MR TER.

F &4 2
BREEF 1 HEOSHBERES 100 £E5/EA4G8RT,
Bk koG ma: 0.05M #im st ya (X pH b 6.1 3
AK 0. 1% AL BAREG. 0.005M (ZZE—AE) wmZB—_—HAL
(EDTA). 0.005M —#A54#. 0.02% & HLMH. 0.01% N-ZBEK
Bl R AASRERLAGITHRASER (0D,1.5) &% T 0.02
M Tris @7%% (A pH % 8.2, 24 1.0% ek a@®da. 0.02%8% &Kt
. 300K 2BHE) P, 146 FRAS 308N, BE,
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it 0.22 MARBSHRE, FRFTPL4H 200 BAFOHE, #4474
AFR. BAEATROSLEAGHZET (B 45C) A ZEHE (2
A) EEBTHREH(KT15) RBAL,

LM 3
7k

1. Je AR H S43/192/3R (HHAFEFN) BH 1 £ (K
RAERNFZF); 4§ 500ul EF 50ml 2K 1% SRR A 100l 4
%4 /nl & Todd Hewitt(TH) A& .

2. 3K E 0D, 4 0.59.

3. 4 3000rpm T &~ 15 24Pl SR tm i,

4, X ELHAREHZFT ol KB TH w/o AL (3x
10°/100pu1, o -FAs 3t A 2 ).

5. 3 0.5 X%k AGMBNAD 1.5l pH 6.1 HBKREH &P
Hh R,

6. EBHEIEZNFS4, £ 0.5ml REGREFREE 0. 5ml
FHAmEEEE pH6. | BREFTRVHERRS, X PHEFEA
MREFERETAREE 10,000 £45/FH4.

5 REL60ul “HB” ERGIISH, FIvEASFRE
mE.
5 REZ60pl wREFAERSWGIRST, FEUEA
B m .

E 5% SFh, 1FEGEEEEFeEHARER, FERFms
A 500pg/ml #EE. ENNCERTRELAGREE.

AT ER:
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7/22 7/23 7/24 7/28

1 X 2% 3k (3
BEHAREAL

mpekk
L1 0 0 0 0
L2 0 0 0 0
L3 0 0 0 0
L4 0 1 0 0
L5 0 0 1 0
*f B,
ct 26 14 7 0
c2 >400 17 100 83
Cc3 9 0 15 0
c4 >400 >400 >400 220
C5 2 2 30 0

XELERRF: EXRBEBRG ), THAGRETS A 49 H
AR S AR R LR AR ELE TR LR,

KM 4

ATEHTREALAHWA, ESARFAANE. FH. wHFR
SREFEFoE (PAdENSH), REERE#RH 3(1-5) H
HAFXHEMREE, PEAXERY, P TAE:

Rk L5 RbEEBE 20l MEEE, REexWitAB %
50ul 4a 3 & .

B k5 RPRBE /0l BNR, RELWLABZ 60ul
LR
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L10 -
g

c6 -~

c7 +

c8 -

c9 +

Cl10 +

HE: HALKREN, SToRTSAERELESDBA 0/5
HIHEESE A TREETROIHAE 3/5 HUWHRGEREY.
Bk, mRENMAABBEESITELEBRETTAG L HE.

KM 5

A 3TCTF, 4 Todd Hewitt 32k E P33k AM M 6 Bk A,
REdmBEt®a (o0ml SBEL ¥R, pH6.1) hikd ik 1
k. RE@E B EST oul FIHGEFRTP.

BAA 5uM DIT SmBE XE 4% F, iR EEIARE
BAESE R4, RERBRASWETLALIRE.

¢ 1.0ml HHEFRMAL 1.ODl CESHBEERER T,
REA JVICRBETRARARSY. J—XHNRAMRE RS, 347
ELXRHE, RAEZThoBBErnPARNELHEHE,

Fedi 1.0nl ARSI RABNNBARESENMAS 1.0 nl BEF
EBARP. REFoHS, RELE 10 BRBETHE, TR
EThmEREn T IMNTHEHEE.



seam aa

3 3 Aol &
mREEEE ReMA 58 30H 60 544 1054

1000 5x 108 0 0 0 0 0(F% 2 exp)
100 8.6x10° 1530 1196 771 64 6(F¥ 4 exp)
10 9.8x 10° >3000 >3000 >3000 >3000 >3000(F3¥ 3 exp)

HELERFTAGEAEZPAHEF S AT, ALBE2M:
AEZVHRABHBRAEXBERAZ, MARTHA P LALAGF £.
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