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Description
BACKGROUND

[0001] The presentinvention relates to systems and processes for obtaining a Clostridial neurotoxin. In particular, the
present invention relates to a rapid, animal protein free, chromatographic process and system for obtaining a high
potency, high purity, and high yield biologically active botulinum neurotoxin.

[0002] A pharmaceutical composition suitable for administration to a human or animal for a therapeutic, diagnostic,
research or cosmetic purpose comprises an active ingredient and one or more excipients, buffers, carriers, stabilizers,
tonicity adjusters, preservatives and/or bulking agents. The active ingredient in a pharmaceutical composition can be a
biologic such as a botulinum neurotoxin. Known methods (such as the Schantz method) for obtaining a botulinum
neurotoxin useful as the active ingredient in a pharmaceutical composition are multi-week culturing, fermentation and
purification processes which use animal-derived proteins, such as meat broth and casein used in culture and fermentation
media, and animal derived purification enzymes. Administration to a patient of a pharmaceutical composition made
through use of animal derived products can entail risk of administering pathogens or an infectious agent, such as a prion.
Additionally, known animal protein free methods for obtaining a botulinum toxin are also time-consuming processes (i.e.
take more than a week to complete) with numerous upstream (culturing and fermentation) and downstream (purification)
steps, and yet still result in obtaining a botulinum neurotoxin with detectable impurities.

Botulinum toxin

[0003] The genus Clostridium has more than one hundred and twenty seven species, grouped by morphology and
function. The anaerobic, gram positive bacterium Clostridium botulinum produces a potent polypeptide neurotoxin,
botulinum toxin (synonymously "toxin"), which causes a neuroparalyticillness in humans and animals known as botulism.
Symptoms of botulinum toxin intoxication can progress from difficulty walking, swallowing, and speaking to paralysis of
the respiratory muscles and death.

[0004] One unit of botulinum toxin is defined as the LDgy upon intraperitoneal injection into female Swiss Webster
mice weighing about 18-20 grams each. One unit of botulinum toxin is the amount of botulinum toxin that kills 50% of a
group of female Swiss Webster mice. Seven generally immunologically distinct botulinum neurotoxins have been char-
acterized, these being respectively botulinum neurotoxin serotypes A, B, C4, D, E, F and G each of which is distinguished
by neutralization with type-specific antibodies. The different serotypes of botulinum toxin vary in the animal species that
they affect and in the severity and duration of the paralysis they evoke. The botulinum toxins apparently bind with high
affinity to cholinergic motor neurons and translocate into the neuron and block the presynaptic release of acetylcholine.
[0005] Botulinum toxins have been used in clinical settings for the treatment of e.g. neuromuscular disorders charac-
terized by hyperactive skeletal muscles. Botulinum toxin type A has been approved by the U.S. Food and Drug Admin-
istration (FDA) for the treatment of essential blepharospasm, strabismus and hemifacial spasm in patients over the age
of twelve, cervical dystonia, glabellar line (facial) wrinkles and for treating hyperhydrosis. The FDA has also approved
a botulinum toxin type B for the treatment of cervical dystonia.

[0006] Although all the botulinum toxins serotypes apparently inhibit release of the neurotransmitter acetylcholine at
the neuromuscular junction, they do so by affecting different neurosecretory proteins and/or cleaving these proteins at
different sites. Botulinum toxin type A is a zinc endopeptidase which can specifically hydrolyze a peptide linkage of the
intracellular, vesicle-associated protein (VAMP, also called synaptobrevin) 25 kiloDalton (kDa) synaptosomal associated
protein (SNAP-25). Botulinum type E also cleaves SNAP-25 but targets different amino acid sequences within this
protein, as compared to botulinum toxin type A. Botulinum toxin types B, D, F and G act on VAMP with each serotype
cleaving the protein at a different site. Finally, botulinum toxin type C; has been shown to cleave both syntaxin and
SNAP-25. These differences in mechanism of action may affect the relative potency and/or duration of action of the
various botulinum toxin serotypes.

[0007] The molecular weight of the active botulinum toxin protein molecule (also known as "pure toxin" or as the
"neurotoxic component") from a botulinum toxin complex, for all seven of the known botulinum toxin serotypes, is about
150 kDa. Interestingly, the botulinum toxins are released by Clostridial bacterium as complexes comprising the 150 kDa
neurotoxic component along with one or more associated non-toxin proteins. Thus, the botulinum toxin type A complex
can be produced by Clostridial bacterium as 900 kDa, 500 kDa and 300 kDa forms (approximate molecular weights).
Botulinum toxin types B and C, are apparently produced as only a 500 kDa complex. Botulinum toxin type D is produced
as both 300 kDa and 500 kDa complexes. Finally, botulinum toxin types E and F are produced as only approximately
300 kDa complexes. The complexes (i.e. molecular weight greater than about 150 kDa) contain hemagglutinin (HA)
proteins and a non-toxin non-hemagglutinin (NTNH) protein. Thus, a botulinum toxin complex can comprise a botulinum
toxin molecule (the neurotoxic component) and one or more HA proteins and/or NTNH protein. These two types of non-
toxin proteins (which along with the botulinum toxin molecule can comprise the relevant neurotoxin complex) may act
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to provide stability against denaturation to the botulinum toxin molecule and protection against digestive acids when
toxin is ingested. Additionally, it is possible that the larger (greater than about 150 kDa molecular weight) botulinum toxin
complexes may result in a slower rate of diffusion of the botulinum toxin away from a site of intramuscular injection of
a botulinum toxin complex. The success of botulinum toxin type A to treat a variety of clinical conditions has led to interest
in other botulinum toxin serotypes. Thus, at least botulinum toxins types, A, B, E and F have been used clinically in
humans. Additionally, a formulation of the neurotoxic component (i.e. without the associated non-toxin proteins) is sold
in Europe under the tradename XEOMIN (Merz Pharmaceuticals, Frankfurt, Germany).

[0008] The botulinum toxin type A is known to be soluble in dilute aqueous solutions at pH 4-6.8. At pH above about
7 the stabilizing non-toxin proteins dissociate from the neurotoxin, resulting in a gradual loss of toxicity, particularly as
the pH and temperature rise (Schantz E.J., et al Preparation and characterization of botulinum toxin type A for human
treatment (in particular pages 44-45), being chapter 3 of Jankovic, J., et al, Therapy with Botulinum Toxin, Marcel Dekker,
Inc, 1994).

[0009] As with enzymes generally, the biological activities of the botulinum toxins (which are intracellular peptidases)
are dependant, at least in part, upon their three dimensional conformation. Dilution of the toxin from milligram quantities
to a solution containing nanograms per milliliter presents significant difficulties, such as, for example, tendency for toxin
to adhere to surfaces and thus reduce the amount of available toxin. Since the toxin may be used months or years after
the toxin containing pharmaceutical composition is formulated, the toxin is stabilized with a stabilizing agent such as
albumin, sucrose, trehalose and/or gelatin.

[0010] A commercially available botulinum toxin containing pharmaceutical composition is sold under the trademark
BOTOX® (botulinum toxin type A purified neurotoxin complex) available commercially from Allergan, Inc., of Irvine,
California. Each 100 unit vial of BOTOX® consists of about 5 ng of purified botulinum toxin type A complex, 0.5 mg
human serum albumin, and 0.9 mg sodium chloride, vacuum-dried form and intended for reconstitution with sterile normal
saline without a preservative (0.9% sodium chloride injection). Other commercially available, botulinum toxin-containing
pharmaceutical compositions include Dysport® (Clostridium botulinum type A toxin hemagglutinin complex with human
serum albumin and lactose in the botulinum toxin pharmaceutical composition), available from Ipsen Limited, Berkshire,
U.K. as a powder to be reconstituted with 0.9% sodium chloride before use), and MyoBloc™ (an injectable solution
comprising botulinum toxin type B, human serum albumin, sodium succinate, and sodium chloride at about pH 5.6,
available from Solstice Neurosciences of San Diego, California. The neurotoxic component (the 150 kDa toxin molecule)
and botulinum toxin complexes (300 kDa to 900 kDa) can be obtained from, for example, List Biological Laboratories,
Inc., Campbell, California; the Centre for Applied Microbiology and Research, Porton Down, U.K.; Wako (Osaka, Japan),
as well as from Sigma Chemicals of St Louis, Missouri.

[0011] Animal protein free and/or chromatographic methods for obtaining a botulinum neurotoxin are disclosed in U.S.
patents 7,445,914, 7,452,697, 7,354,740; 7,160,699; 7,148,041, and; 7,189,541. Also of interest are U.S. patent appli-
cations 11/609,449 entitled "Media for Clostridium Bacterium", filed December 12, 2006; 12/098,896 entitled "Animal
Product Free Media and Processes for Obtaining a Botulinum Toxin", filed April 7, 2008; 11/932,689 entitled "Chroma-
tographic Method and System for Purifying a Botulinum Toxin", filed October 31, 2007; 11/932,789 entitled "Chromato-
graphic Method and System for Purifying a Botulinum Toxin" filed October 31, 2007, and;12/234,537, entitled "Animal
Product Free Media And Processes For Obtaining A Botulinum Toxin", filed September 19, 2008.

[0012] Botulinum toxin for use in a pharmaceutical composition can be obtained by anaerobic fermentation of Clostrid-
ium botulinum using the well known Schantz process (see e.g. Schantz E.J., et al., Properties and use of botulinum
toxin and other microbial neurotoxins in medicine, Microbial Rev 1992 Mar;56(1):80-99; Schantz E.J., et al., Preparation
and characterization of botulinum toxin type A for human treatment, chapter 3 in Jankovic J, ed. Neurological Disease
and Therapy. Therapy with botulinum toxin (1994), New York, Marcel Dekker;1994, pages 41-49, and; SchantzE.J., et
al., Use of crystalline type A botulinum toxin in medical research, in: Lewis GE Jr, ed. Biomedical Aspects of Botulism
(1981) New York, Academic Press, pages 143-50). The Schantz process for obtaining a botulinum toxin makes use of
animal products for example as reagents and as part of the culture and fermentation media.

[0013] Anumber of steps are required to make a Clostridial toxin pharmaceutical composition suitable for administration
to a human or animal for a therapeutic, diagnostic, research or cosmetic purpose. These steps can include obtaining a
purified Clostridial toxin and then compounding the purified Clostridial toxin. A first step can be to plate and grow colonies
of Clostridial bacteria, typically on blood agar plates, in an environment conducive to anaerobic bacterial growth, such
as in a warm anaerobic atmosphere. This step allows Clostridial colonies with desirable morphology and other charac-
teristics to be obtained. In a second step selected Clostridial colonies can be fermented in a first suitable medium and
if additionally desired, into a second fermentation medium. After a certain period of fermentation, the Clostridial bacteria
typically lyse and release Clostridial toxin into the medium. Thirdly, the medium can be purified so as to obtain a bulk
toxin. Typically medium purification to obtain bulk toxin is carried out using, among other reagents, animal-derived
enzymes, such as DNase and RNase, which are used to degrade and facilitate removal of nucleic acids. The resulting
bulk toxin can be a highly purified toxin with a particular specific activity. After stabilization in a suitable buffer, the bulk
toxin can be compounded with one or more excipients to make a Clostridial toxin pharmaceutical composition suitable
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for administration to a human. The Clostridial toxin pharmaceutical composition can comprise a Clostridial toxin as an
active pharmaceutical ingredient (API1). The pharmaceutical composition can also include one or more excipients, buffers,
carriers, stabilizers, preservatives and/or bulking agents.

[0014] The Clostridium toxin fermentation step can result in a fermentation medium solution that contains whole
Clostridium bacteria, lysed bacteria, culture medium nutrients and fermentation by-products. Filtration of this culture
solution so as to remove gross elements, such as whole and lysed bacteria, provides a harvest/clarified medium. The
clarified medium comprises a Clostridial toxin and various impurities and is processed to obtain a concentrated Clostridial
toxin, which is called bulk toxin.

[0015] Fermentation and purification processes for obtaining a bulk Clostridial toxin using one or more animal derived
products (such as the milk digest casein, DNase and RNase) are known. An example of such a known non-animal
product free ("NAPF") process for obtaining a botulinum toxin complex is the Schantz process and modifications thereto.
The Schantz process (from initial plating, cell culture through to fermentation and toxin purification) makes use of a
number of products derived from animal sources such as, for example, animal derived Bacto Cooked Meat medium in
the culture vial, Columbia Blood Agar plates for colony growth and selection, and casein in the fermentation media.
Additionally, the Schantz bulk toxin purification process makes use of DNase and RNase from bovine sources to hydrolyze
nucleic acids present in the toxin containing fermentation medium. Concerns have been expressed regarding a potential
for a viral and transmissible spongiform encephalopathy (TSE), such as a bovine spongiform encephalopathy (BSE),
contamination when animal products are used in a process for obtaining an API and/or in a process for making (com-
pounding) a pharmaceutical composition using such an API.

[0016] A fermentation process for obtaining a tetanus toxoid that uses reduced amounts of animal-derived products
(referred to as animal product free or "APF" fermentation processes; APF encompasses animal protein free) is known,
seee.g.U.S. patent 6,558,926, An APF fermentation process for obtaining a Clostridial toxin, has the potential advantage
of reducing the (the already very low) possibility of contamination of the ensuing bulk toxin with viruses, prions or other
undesirable elements which can then accompany the active pharmaceutical ingredient, Clostridial toxin, as it is com-
pounded into a pharmaceutical composition for administration to humans.

[0017] Chromatography, such as column chromatography for example, can be used to separate a particular protein
(such as a botulinum neurotoxin) from a mixture of proteins, nucleic acids, cell debris, etc. in a process known as
fractionation or purification. The protein mixture typically passes through aglass or plastic column containing, forexample,
a solid, often porous media (often referred to as beads or resin). Different proteins and other compounds pass through
the matrix at different rates based on their specific chemical characteristics and the way in which these characteristics
cause them to interact with the particular chromatographic media utilized.

[0018] The choice of media determines the type of chemical characteristic by which the fractionation of the proteins
is based. There are four basic types of column chromatography; ion-exchange, gel filtration, affinity and hydrophobic
interaction. lon-exchange chromatography accomplishes fractionation based on surface electrostatic charge using a
column packed with small beads carrying either a positive or a negative charge. In gel filtration chromatography, proteins
are fractionated based on their size. In affinity chromatography, proteins are separated based on their ability to bind to
specific chemical groups (ligand) attached to beads in the column matrix. Ligands can be biologically specific for a target
protein. Hydrophobic interaction chromatography accomplishes fractionation based on surface hydrophobicity.

[0019] Column chromatography to purify (fractionate) a Clostridial toxin is well known. See for example the following
publications:

1. Ozutsumi K., et al, Rapid, simplified method for production and purification of tetanus toxin, App & Environ Micro,
Apr. 1985, p 939-943, vol 49, no. 4.(1985) discloses use of high pressure liquid chromatography (HPLC) gel filtration
to purify tetanus toxin.

2.SchmidtJ.J., etal., Purification of type E botulinum neurotoxin by high-performance ion exchange chromatography,
Anal Biochem 1986 Jul;156(1):213-219 discloses use of size exclusion chromatography or ion exchange chroma-
tograph to purify botulinum toxin type E. Also disclosed is use of protamine sulfate instead of ribonuclease (RNase).
3. Simpson L.L., et al., Isolation and characterization of the botulinum neurotoxins Simpson LL; Schmidt JJ; Mid-
dlebrook JL, In: Harsman S, ed. Methods in Enzymology. Vol. 165, Microbial Toxins: Tools in Enzymology San
Diego, CA: Academic Press;vol 165:pages 76-85 (1988) discloses purification of botulinum neurotoxins using gravity
flow chromatography, HPLC, capture steps using an affinity resin, size exclusion chromatography, and ion (anion
and cation) exchange chromatography, including use of two different ion exchange columns. Various Sephadex,
Sephacel, Trisacryl, S and Q columns are disclosed.

4. ZhoulL., etal., Expression and purification of the light chain of botulinum neurotoxin A: A single mutation abolishes
its cleavage of SNAP-25 and neurotoxicity after reconstitution with the heavy chain, Biochemistry
1995;34(46):15175-81 (1995) discloses use of an amylose affinity column to purify botulinum neurotoxin light chain
fusion proteins.

5. Kannan K., et al., Methods development for the biochemical assessment of Neurobloc (botulinum toxin type B),
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Mov Disord 2000;15(Suppl 2):20 (2000) discloses use of size exclusion chromatography to assay a botulinum toxin
type B.

6. Wang Y-c, The preparation and quality of botulinum toxin type A for injection (BTXA) and its clinical use, Dermatol
Las Faci Cosm Surg 2002;58 (2002) discloses ion exchange chromatography to purify a botulinum toxin type A.
This reference discloses a combination of precipitation and chromatography techniques.

7. Johnson S.K,, et al., Scale-up of the fermentation and purification of the recombination heavy chain fragment C
of botulinum neurotoxin serotype F, expressed in Pichia pastoris , Protein Exprand Purif2003;32:1-9 (2003) discloses
use of ion exchange and hydrophobicinteraction columns to purify arecombinant heavy chain fragment of a botulinum
toxin type F.

8. Published U.S. patent application 2003 0008367 A1 (Oguma) discloses use of ion exchange and lactose columns
to purify a botulinum toxin.

[0020] The purification methods summarized above relate to small-scale purification of the neurotoxic component of
a botulinum toxin complex (i.e. the approximately 150 kDa neurotoxic molecule), or a specific component of the neurotoxic
component, as opposed to purification of the entire 900 kDa botulinum toxin complex.

[0021] Furthermore, existing processes, including commercial scale processes, for obtaining a botulinum toxin suitable
for compounding into a botulinum toxin pharmaceutical composition typically include a series of precipitation steps to
separate the toxin complex from impurities that accompany the botulinum toxin from the fermentation process. Notably,
precipitation techniques are widely used in the biopharmaceutical industry to purification a botulinum toxin. For example,
cold alcohol fractionation (Cohn’s method) or precipitation is used to remove plasma proteins. Unfortunately, previous
precipitation techniques for purifying a botulinum toxin have the drawbacks of low resolution, low productivity, difficulty
of operation, difficulty to control and/or validate and/or difficulty to scale-up or scale-down. Previously published U.S.
Patent Application Serial No. 11/452,570, published October 12, 2006, discloses steps such as centrifugation, acid
precipitation, ethanol precipitation, acidification steps, and ammonium sulfate precipitation utilized in various animal-
protein free and NAPF processes (for a detailed discussion, see U.S. Published Patent App. No. 2006/0228780 ). Some
distinctions between a non-animal protein free process and an animal protein free processes for obtaining a botulinum
neurotoxin are shown therein.

[0022] What are needed therefore are rapid, relatively smaller scale yet high yield systems and processes for obtaining
high purity, highly potent botulinum neurotoxin, which can be usedforresearch purposes and/or to make a pharmaceutical
composition.

SUMMARY

[0023] The presentinvention meets this need and provides high purity, highly potent botulinum neurotoxins obtainable
by rapid, smaller scaled, commercially useful, high yield, substantially animal protein free, chromatographic systems
and processes. The resultant botulinum neurotoxin is useful for making a pharmaceutical composition. The Clostridial
toxin obtained by the practice of our invention is preferably a botulinum neurotoxin type A complex of about 900 kDa.
Our invention does not require NAPF reagents, such as DNase and RNase.

Definitions

[0024] The following words and terms used herein have the following definitions.

[0025] "About" means thatthe item, parameter or term so qualified encompasses a range of plus or minus ten percent
above and below the value of the stated item, parameter or term.

[0026] "Administration," or "to administer" means the step of giving (i.e. administering) a pharmaceutical composition
or active ingredient to a subject. The pharmaceutical compositions disclosed herein are "locally administered” by e.g.
intramuscular (i.m.), intradermal, subcutaneous administration, intrathecal administration, intracranial, intraperitoneal
(i.p.) administration, topical (transdermal) and implantation (i.e. of a slow-release device such as polymeric implant or
miniosmotic pump) routes of administration.

[0027] "Animal product free" or "substantially animal product free" encompasses, respectively, "animal protein free"
or "substantially animal protein free" and means the absence or substantial absence of blood derived, blood pooled and
other animal derived products or compounds. "Animal” means a mammal (such as a human), bird, reptile, fish, insect,
spider or other animal species. "Animal" excludes microorganisms, such as bacteria. Thus, an APF medium or process
or a substantially APF medium or process within the scope of the present invention can include a botulinum toxin or a
Clostridial botulinum bacterium. For example, an APF process or a substantially APF process means a process which
is either substantially free or essentially free or entirely free of animal-derived proteins, such as immunoglobulins, meat
digest, meat by products and milk or dairy products or digests.

[0028] "Botulinum toxin" or "botulinum neurotoxin: means a neurotoxin produced by Clostridium botulinum, as well as
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modified, recombinant, hybrid and chimeric botulinum toxins. A recombinant botulinum toxin can have the light chain
and/or the heavy chain thereof made recombinantly by a non-Clostridial species. "Botulinum toxin," as used herein,
encompasses the botulinum toxin serotypes A, B, C, D, E, F and G. "Botulinum toxin," as used herein, also encompasses
both a botulinum toxin complex (i.e. the 300, 600 and 900 kDa complexes) as well as pure botulinum toxin (i.e. the about
150 kDa neurotoxic molecule), all of which are useful in the practice of the present invention. "Purified botulinum
toxin" means a pure botulinum toxin or a botulinum toxin complex that is isolated, or substantially isolated, from other
proteins and impurities which can accompany the botulinum toxin as it is obtained from a culture or fermentation process.
Thus, a purified botulinum toxin can have at least 90%, preferably more than 95%, and most preferably more than 99%
of the non-botulinum toxin proteins and impurities removed. The botulinum C, and C; cytotoxins, not being neurotoxins,
are excluded from the scope of the present invention.

[0029] "Clostridial neurotoxin" means a neurotoxin produced from, or native to, a Clostridial bacterium, such as Clostrid-
ium botulinum, Clostridium butyricum or Clostridium beratti, as well as a Clostridial neurotoxin made recombinantly by
a non-Clostridial species.

[0030] ‘“Entirely free" ("consisting of" terminology) means that within the detection range of the instrument or process
being used, the substance cannot be detected or its presence cannot be confirmed.

[0031] "Essentially free" (or"consisting essentially of"') means that only trace amounts of the substance can be detected.
[0032] "Modified botulinum toxin" means a botulinum toxin that has had at leastone of its amino acids deleted, modified,
or replaced, as compared to a native botulinum toxin. Additionally, the modified botulinum toxin can be a recombinantly
produced neurotoxin, or a derivative or fragment of a recombinantly made neurotoxin. A modified botulinum toxin retains
at least one biological activity of the native botulinum toxin, such as, the ability to bind to a botulinum toxin receptor, or
the ability to inhibit neurotransmitter release from a neuron. One example of a modified botulinum toxin is a botulinum
toxin that has a light chain from one botulinum toxin serotype (such as serotype A), and a heavy chain from a different
botulinum toxin serotype (such as serotype B). Another example of a modified botulinum toxin is a botulinum toxin
coupled to a neurotransmitter, such as substance P.

[0033] "Pharmaceutical composition" means a formulation in which an active ingredient can be a botulinum toxin. The
word "formulation" means that there is at least one additional ingredient (such as, for example and not limited to, an
albumin [such as a human serum albumin or arecombinant human albumin] and/or sodium chloride) in the pharmaceutical
composition in addition to a botulinum neurotoxin active ingredient. A pharmaceutical composition is therefore a formu-
lation which is suitable for diagnostic, therapeutic or cosmetic administration (e.g. by intramuscular or subcutaneous
injection or by insertion of a depot or implant) to a subject, such as a human patient. The pharmaceutical composition
can be: in a lyophilized or vacuum dried condition, a solution formed after reconstitution of the lyophilized or vacuum
dried pharmaceutical composition with saline or water, for example, or; as a solution that does not require reconstitution.
The active ingredient can be one of the botulinum toxin serotypes A, B, C4, D, E, F or G or a botulinum toxin, all of which
can be made natively by Clostridial bacteria. As stated, a pharmaceutical composition can be liquid or solid, for example
vacuum-dried. Exemplary methods for formulating a botulinum toxin active ingredient pharmaceutical composition are
disclosed in published U.S. patent publication 20030118598, filed November 5, 2002.

[0034] "Substantially free" means presentat alevelof less than one percent by weight of a culture medium, fermentation
medium, pharmaceutical composition or other material in which the weight percent of a substance (such as an animal
product, animal protein or animal derived product or protein) is assessed.

[0035] "Therapeutic formulation" means aformulation can be used to treat and thereby alleviate a disorder or a disease
and/or symptom associated thereof, such as a disorder or a disease characterized by hyperactivity (e.g. spasticity) of
a peripheral muscle or gland, (e.g. sweat gland).

[0036] "Therapeutically effective amount” means the level, amount or concentration of an agent (e.g. such as a bot-
ulinum toxin or pharmaceutical composition comprising botulinum toxin) needed to treat a disease, disorder or condition
without causing significant negative or adverse side effects.

[0037] ‘"Treat", "treating”, or "treatment" means an alleviation or a reduction (which includes some reduction, a signif-
icant reduction a near total reduction, and a total reduction), resolution or prevention (temporarily or permanently) of an
disease, disorder or condition, such as a buttock deformity, so as to achieve a desired therapeutic or cosmetic result,
such as by healing of injured or damaged tissue, or by altering, changing, enhancing, improving, ameliorating and/or
beautifying an existing or perceived disease, disorder or condition. A treatment effect, such as an alleviating effect from
administration of a botulinum neurotoxin may not appear clinically for between 1 to 7 days after administration of the
botulinum neurotoxin to a patient for example and can have a duration of effect of from about 1 month to about 1 year
or any range of time therebetween, for example, depending upon the condition and particular case being treated.
Percentages are based on weight per volume unless otherwise noted.

APF means animal product/protein free

CV means column volume

DF means diafiltration

ELISA means enzyme-linked immunosorbent assay.



10

15

20

25

30

35

40

45

50

55

EP 2 454 275 B1

IAPF, as in "IAPF system" or "IAPF process", means "improved animal protein free" system or process. An |APF system
or process includes the use of either two chromatography media or three chromatography media to purify a botulinum
toxin or neurotoxin component, as specifically detailed herein. Chromatography media includes chromatography resins,
as known in the art. Batches of botulinum neurotoxin obtained by use of two chromatography media are herein designated
as

IAPF.

FAPF, as in "FAPF system" or "FAPF process", means "further improved animal protein free" system or process. Ac-
cordingly, FAPF is an IAPF process, and a FAPF system or process means that three chromatography media are used
to purify a botulinum toxin or neurotoxin component. Batches of botulinum neurotoxin obtained by use of three chroma-
tography media are herein designated as FAPF.

NAPF means non-animal protein free

SDS-PAGE means sodium dodecylsulfate polyacrylamide gel electrophoresis SEC-HPLC means size exclusion high
performance liquid chromatography

UF means ultrafiltration

[0038] An aspect of the invention is a process for producing a biologically-active botulinum neurotoxin type A complex
comprising the sequential steps of:

(a) culturing Clostridium botulinum bacteria in a culture medium which is entirely free of animal-derived products or
contains animal-derived products in amount less than 1 % (w/v);

(b) fermenting Clostridium botulinum bacteria from the culture medium in 1.8 to 82.5 L of a fermentation medium
which is entirely free of animal-derived products or contains animal-derived products in an amount less than 1% (w/v);

(c) harvesting the fermentation medium by removing cellular debris;
(d) concentrating the harvested fermentation medium by filtration;
(e) diluting the concentrated fermentation medium by adding a buffer thereto;

(f) performing a first contacting step in which the diluted, harvested fermentation medium is contacted with an anion
exchange chromatography medium so that biologically-active botulinum neurotoxin in the medium is captured by
the anion exchange medium;

(g) eluting captured botulinum neurotoxin from the anion exchange medium to obtain a first eluate;

(h) performing a second contacting step in which the first eluate is contacted with a cation exchange chromatography
medium to remove impurities from the first eluate, thereby obtaining a second eluate;

(i) performing a third contacting step in which the second eluate is contacted with a hydrophobic interaction chro-
matography medium and eluted to obtain a third eluate;

(j) processing the third eluate by diafiltration; and

(k) filtering the processed third eluate to obtain a biologically-active botulinum neurotoxin type A complex-containing
product having a potency of 1.8 X 107 to 6.6 X 107 units/mg;

wherein at least one of the culture medium and the fermentation medium includes a vegetable protein, and no animal-
derived enzyme is used to purify the botulinum neurotoxin; and

wherein the process is carried out in one week or less.

[0039] In particular examples botulinum neurotoxin type A complex having a potency of between about 2.4 x 107
units/mg to about 5.9 x 107 units/mg, for example, can be obtained.

[0040] In a particular embodiment, the process utilizes fermentation medium comprising no more than about 5% w/v
of a vegetable-derived protein product, no more than about 2% w/v of a yeast extract and no more than about 2% w/v
glucose, and wherein the pH level of the fermentation medium is from about 6.5 to about pH 8.0, more preferably from
about pH 6.8 to about pH 7.6, at the commencement of the fermenting step. In a particular embodiment, the culturing
step is carried out until the optical density of the culture medium at about 540 nanometers (nm) is between about 0.8
absorbance units (AU) and about 4.5 AU. The culturing step is preferably initiated by introducing a Clostridium botulinum
APF working cell bank content to the culture medium, where the working cell bank content comprises at least about 1
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x 104 colony-forming units, preferably from about 1 x 104 to about 5 x 107 colony-forming units of Clostridium botulinum
per milliliter of the working cell bank, and where the Clostridium botulinum bacterium in the working cell bank have a
substantially uniform morphology. In still yet another embodiment, the fermenting step is carried out for about 60 to 80
hours and until an optical density of the fermentation medium at about 890 nm decreases to between about 0.05 AU to
about 0.7 AU. In one aspect, the botulinum neurotoxin obtained by a substantially APF chromatographic process com-
prises less than 1 ppm of residual nucleic acid and the process is carried out in one week or less.

[0041] Another aspect of the invention is a system for producing a biologically-active botulinum neurotoxin comprising:

a first apparatus for anaerobic culturing of Clostridium botulinum bacteria, the first apparatus being capable of
containing from 180 mL to 1.1 L of a culture medium which is entirely free of animal-derived products or contains
animal-derived products in an amount less than 1 % (w/v);

a second apparatus for anaerobic fermentation of Clostridium botulinum bacteria which has been cultured in the
first apparatus, the second apparatus being capable of containing from 1.8 to 82.5 L of a fermentation medium which
is entirely free of animal-derived products or contains animal-derived products in an amount less than 1% (w/v),
and the second apparatus including at least one disposable probe selected from a reduction-oxidation probe, a pH
probe and a turbidity probe;

a third apparatus for harvesting the fermentation medium;

a fourth apparatus for concentrating the harvested fermentation medium by filtration and diluting the filtered fermen-
tation medium;

a fifth apparatus for carrying out a first purification of botulinum neurotoxin obtained from the harvested fermentation
medium, the fifth apparatus comprising an anion exchange chromatography medium capable of capturing botulinum
neurotoxin;

a sixth apparatus for carrying out a second purification of botulinum neurotoxin eluted from the anion exchange
chromatography medium, the sixth apparatus comprising a cation exchange chromatography medium;

a seventh apparatus for carrying out a third purification of botulinum neurotoxin eluted from the cation exchange
chromatography medium, the seventh apparatus comprising a hydrophobic interaction chromatography medium; and
an eighth apparatus for filtering purified botulinum neurotoxin from the seventh apparatus, wherein the eighth ap-
paratus comprises a filtration membrane, and wherein the obtained botulinum toxin-containing product has a potency
of 1.8 X 107 to 6.6 X 107 units/mg, the product comprises 1.1 ng or less of residual nucleic acid per mg of the
product, and the process is able to be carried out in one week or less;

wherein the system is capable of purifying the botulinum neurotoxin without the use of an animal-derived enzyme.
[0042] In accordance with processes and systems herein disclosed, biologically active botulinum neurotoxin is thereby
obtained. In particular embodiments, the biologically active botulinum neurotoxin obtained by the process and systems
herein disclosed has a molecular weight of about 900 kDa.

[0043] AnAPF pharmaceutical compositions can be made by compounding the biologically active botulinum neurotoxin
obtained by the process and system herein disclosed.

[0044] The pharmaceutical composition in which the active ingredient is a biologically active botulinum neurotoxin
obtained by the APF process (i.e. IAPF and FAPF process) herein disclosed can be used to treat a condition in a patient.
Examples of conditions to be treated are selected from the group consisting of a headache, a migraine headache, tension
headache, asinus headache, a cervicogenic headache, a sweating disorder, axillary hyperhidrosis, palmar hyperhidrosis,
plantar hyperhidrosis, Frey’s syndrome, a hyperkinetic skin line, a facial wrinkle, glabellar lines, crow’s feet, marionette
lines, a nasolabial fold, a skin disorder, achalasia, strabismus, chronic anal fissure, blepharospasm, musculoskeletal
pain, fibromyalgia, pancreatitis, tachycardia, prostatic enlargement, prostatitis, urinary retention, urinary incontinence,
overactive bladder, hemifacial spasm, tremors, myoclonus, gastrointestinal disorders, diabetes, sialorrhea, detrusor-
sphincter dyssynergia, post stroke spasticity, wound healing, juvenile cerebral palsy, smooth muscle spasm, restenosis,
a focal dystonia, epilepsy, cervical dystonia, thyroid disorder, hypercalcemia, an obsessive compulsive disorder, arthritic
pain, Raynaud’s syndrome, striae distensae, peritoneal adhesion, vasospasms, rhinorrhea, muscle contracture, an
injured muscle, laryngeal dystonia, writer's cramp and carpel tunnel syndrome, for example.

[0045] Local administration of therapeutically effective amounts of a pharmaceutical composition comprising a biolog-
ically active botulinum neurotoxin provided by the IAPF process/system herein disclosed, can be repeated at intervals
of from about 2 months to about 6 months or at intervals of about 2 months to about 3 months, for example. Exemplary
useful dosages locally administered to the patient of a therapeutically effective amount of a substantially APF pharma-
ceutical composition made in accordance with the present disclosure, can have botulinum neurotoxin unit amounts of
between about 0.01 unit and about 10,000 units. In particular instances, the botulinum neurotoxin is administered in an
amount of between about 0.01 unit and about 3000 units. In particular examples, the biologically active botulinum
neurotoxin that is the active pharmaceutical ingredient in the pharmaceutical composition is botulinum neurotoxin type
A or type B, for example.
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[0046] Ourinvention includes a substantially APF process, utilizing chromatography, for obtaining a biologically active
botulinum neurotoxin. The process comprises the sequential steps of providing a substantially APF fermentation medium,
followed by fermenting Clostridium Botulinum bacteria in the fermentation medium and recovering the biologically active
botulinum neurotoxin from the fermentation medium using an anion exchange chromatography medium followed by use
of a cation exchange chromatography medium. The recovering step also includes the use of a hydrophobic interaction
medium after the use of the cation exchange chromatography medium.

[0047] The botulinum neurotoxin obtained is a botulinum neurotoxin type A complex.

[0048] In one aspect of our invention, the amount of fermentation medium used can comprise from about 2 L to about
75 L of substantially APF fermentation medium, preferably from about 2 L to about 30 L of substantially APF fermentation
medium. As an example, from about 100 mg to about 5 grams, preferably from about 100 mg to about 3 grams, more
preferably from about 100 mg to about 1 gram of the biologically active botulinum neurotoxin is obtained from the process.
As an example, from about 20 mg to about 100 mg or from about 20 mg to about 80 mg of the biologically active
neurotoxin may be obtained per liter of the fermentation medium used. Fermentation medium can comprise vegetable
derived protein product, yeast extract and glucose, for example. As an example, the fermentation medium comprises
about 5% w/v or less of a vegetable derived protein product. In yet another example, the fermentation medium comprises
about 2% w/v or less of a yeast extract. In a further embodiment, the fermentation medium comprises about 2% w/v or
less of glucose. In a particular example, fermentation medium comprises about 5% w/v or less of a vegetable-derived
protein product, about 2% w/v or less of a yeast extract and about 2% w/v or less of glucose, the vegetable-derived
protein product, yeast extract and glucose being in any ratio in accordance with the recited w/v percentage amounts. In
some embodiments, the fermenting step proceeds for between about 60 hours to about 80 hours.

[0049] In one embodiment, a substantially APF process utilizing chromatography for obtaining a biologically active
botulinum neurotoxin, the process comprising the following sequential steps, is provided where culturing Clostridium
botulinum bacteria in a substantially APF culture medium, then fermenting Clostridium botulinum bacteria from the culture
medium in about 2 L to about 75 L of a substantially APF fermentation medium, more preferably in about 2 L to about
30 L of a substantially APF fermentation medium, where at least one of the substantially APF culture medium and
substantially APF fermentation medium include a vegetable protein, followed by harvesting the fermentation medium
by removing cellular debris present in the fermentation medium and concentrating the harvested fermentation medium
by filtration, and diluting the concentrated fermentation medium by adding a buffer. Once buffered, a first contacting step
is executed, in which the diluted harvested fermentation medium is contacted with an anion exchange medium so that
the biologically active botulinum neurotoxin is associated with the anion exchange medium, then eluting the captured
botulinum neurotoxin from the anion exchange medium proceeds to thereby obtain a first eluate, followed by a second
contacting step in which the first eluate is contacted with a cation exchange medium to remove impurities, thereby
obtaining a second eluate which is subjected to hydrophobic interaction chromatography and then processed by DF and
filtered, thereby obtaining biologically active botulinum neurotoxin using a substantially APF process that utilizes chro-
matography.

[0050] As an example, the time for completion of the process, from culturing the bacteria to obtaining the biologically
active botulinum neurotoxin can be from between about 50 hours to about 150 hours, more preferably about 80 hours
to about 120 hours, for example. In particular embodiments, the culture medium comprises no more than about 4% w/v
of a vegetable-derived protein product, in another, the culture medium comprises no more than about 2% w/v of a yeast
extract and yet in still another, the culture medium comprises no more than about 2% w/v glucose. The culture medium
can comprise the vegetable-derived protein product, yeast extract and glucose in any ratio in accordance with the recited
w/v percentage amounts. In a specific example, the pH level of the culture medium can be from about pH 6.5 to about
pH 8.0, preferably about pH 6.8 to about pH 7.6, more preferably 7.3 at the commencement of the culturing step. The
culturing step can be carried out for between about 8 hours and about 14 hours, about 10 hours to 12 hours, preferably
about 11 hours, at a temperature of from about 33 °C to about 37 °C, preferably at about 34.5 °C, in an anaerobic
chamber. In a particular example, the anaerobic chamber can contain an integral high efficiency particular filter within
its workspace, where culturing is conducted. The fermenting step can be carried out for between about 60 hours and
about 80 hours, preferably about 72 hours at a temperature of from about 33 °C to about 37 °C, preferably at 35 °C. In
accordance with one aspect of our invention, the harvesting step can remove at least about 80% of RNA and DNA
contained in the fermentation medium and the anion exchange media can remove all measurable remaining DNA and
RNA (below limit of detection) in the harvested fermentation medium. In another aspect, the harvesting step can be
carried out for between about 1 hour and about 3 hours, preferably about 2.5 hours. In particular examples, the harvesting
step can be carried out until 75% of the original fermentation medium volume has been collected. In one aspect of an
embodiment, the concentrating step can be carried out for between about 30 minutes and about 2 hours, preferably
about 0.75 hour. In another aspect, the diluting step dilutes the harvested fermentation medium back up to the initial
weight of the fermentation medium at the commencement of the harvesting step. A first contacting step can be carried
out for between about 4 hours and about 5 hours, for example. In one example, the first eluate from the anion exchange
resin is collected at spectrophotometer readings of from about 150 mAU or greater, until spectrophotometer readings
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at 280 nm decrease from peak apex back to about 150 mAU. The second contacting step can be carried out for between
1 hour and about 3 hours, preferably for about 2 hours. This second eluate can be collected from the cation exchange
resin at spectrophotometer readings from about 100 mAU or greater, until spectrophotometer readings decrease from
peak apex to about 100 mAU, for example. The process further comprises a third contacting step after the second
contacting step, by contacting the second eluate with a hydrophobic interaction medium to further remove impurities
from the second eluate and to thereby obtain a third eluate. This third contacting step can be carried out for between
about 1 hour and 3 hours, preferably for about 2 hours. The third eluate can be collected from the hydrophobic interaction
media at spectrophotometer readings from about 50 mAU or greater, until spectrophotometer readings decrease from
the peak apex back to about 50 mAU, for example. The step of processing by concentration and diafiltration is applied
to the third eluate and is carried out for between about 2 hours and about 4 hours. Bioburden reduction by passing the
eluate thatis concentrated and diafiltered through a bioburden reduction filter can accordingly be performed. In particular
embodiments, the process further comprises a step of freezing the biologically active botulinum neurotoxin obtained.
[0051] In particular embodiments, the substantially APF culture medium comprises a volume of between about 100
mL and about 500 mL. Particular culturing steps are initiated by introducing between about 100 nL and about 500 pL
of a Clostridium botulinum-containing APF working cell bank media to the substantially APF culture medium. The culturing
step can then take place in an anaerobic chamber for at least about 8 hours, preferably about 11 hours, at a temperature
of about 34.5 °C = 1 °C, for example. In one example, the working cell bank media can have a viable cell count assay
of at least about 1 x 104 colony forming units/mL of working cell bank media, for example about 1 x 105 to about 5 x 107
colony forming units/mL of working cell bank media, and the Clostridium botulinum bacterium in the working cell bank
can have been selected to have a substantially uniform morphology.

[0052] Inoneembodiment, the working cell bank media includes about20% by volume glycerol, such as sterile glycerol,
for example. The working cell bank media can be made by (a) growing Clostridium botulinum bacterium in an APF
medium containing about 2% w/v soy peptone, about 1% w/v yeast extract, and about 1% w/v glucose in an anaerobic
chamber, at a temperature of about 34.5 °C = 1 °C until an optical density of an aliquot of the medium measured at a
wavelength of about 540 nm is about 2.5 * 1.0 AU, and; adding glycerol to obtain a concentration of glycerol in the
medium of about 20%, thereby obtaining a working cell bank. A storage form of the working cell bank can be prepared
by freezing the working cell bank at about below -135 °C, for example. The storage form of the working cell bank, for
use in an exemplary process in accordance with the present disclosure, can be thawed at ambient temperature and
used to initiate the culturing step.

[0053] The culturing step can be carried out for between about 8 hours and about 14 hours, preferably about 11 hours
at a temperature of from about 33 °C to about 37 °C, preferably at about 34.5 °C, in an anaerobic chamber, such as,
for example an anaerobic chamber/cabinet having an integrated high efficiency particulate air (HEPA) filter, preferably
within its workspace. The fermenting step can be carried out for between about 20 hours and about 80 hours, preferably
from about 60 hours to about 80 hours, more preferably for about 72 hours at a temperature of from about 33 °C to about
37 °C, preferably at 35 °C. The process can further comprise, for example and before the culturing step, a step of allowing
for oxidative reduction of the substantially APF culture medium by exposing the medium to the atmosphere of an anaerobic
chamber. The process can also include before the fermenting step, a step of allowing for oxidative reduction of the
substantially APF fermentation medium by also exposing the fermentation medium to the atmosphere of an anaerobic
chamber. As one example, the step of allowing for oxidative reduction of the substantially APF culture medium can be
carried out for between about 10 hours and about 14 hours in the anaerobic chamber. Similarly, the step of allowing for
oxidative reduction of the substantially APF fermentation medium in the fermentor can be carried out for between about
10 hours and about 14 hours before the beginning of the fermenting step.

[0054] The Clostridium botulinum lysis phase can occur between about 35 hours and about 70 hours after commence-
ment of the fermenting step, for example. The fermentation medium can have a volume of between about 2 L and about
75 L, between about 2 L and about 30 L, or between about 2 L and 20 L of fermentation medium, for example. The
whole of this process can be carried out for between about 50 hours to about 150 hours, more preferably from about 80
hours to about 120 hours. The biologically active botulinum neurotoxin thus obtained by this process can have a potency
of about 2.4 x 107 to about 5.9 x 107 units/mg of biologically active botulinum neurotoxin, for example.

[0055] In accordance with one aspect, at the end of fermentation, from about 40 mg to about 85 mg of botulinum
neurotoxin per liter of fermentation medium can be obtained. Subsequent to various stages of processing (filtration/chro-
matographyffiltration runs), from about 30 mg to about 60 mg of botulinum neurotoxin per liter of fermentation medium;
from about 5 mg to about 25 mg of botulinum neurotoxin per liter of fermentation medium; from about 6 mg to about 20
mg of botulinum neurotoxin per liter of fermentation medium can be obtained.

[0056] As one embodiment, the pH of the fermentation medium can be adjusted to be between about pH 6.0 and
about pH 8, preferably between about pH 6.8 and about pH 7.6 at commencement of the fermenting step, more preferably
about pH 7.3. In particular configurations, an anion chromatography column can be utilized which contains from about
600 mL to about 800 mL of anion exchange chromatography resin. The anion chromatography column can have a
diameter of about 8 cm to about 10 cm and an anion exchange chromatography resin bed height in the column of from
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about 9 cm to about 16 cm, for example. A flow rate of fermentation medium through the anion exchange chromatography
resin can be from about 140 cm/hour to about 250 cm/hour, or from about 150 cm/hour to about 160 cm/hour, for example.
In another aspect, from about 150 mL to about 300 mL of cation exchange chromatography resin in a chromatography
column can be utilized in the process, where the cation chromatography column has a diameter of about 5 cm to about
8 cm and a cation exchange chromatography resin bed height of from about 5 cm to about 11 cm, for example. The
process can include at least one of a diafiltration step and/or a bioburden reduction step. The bioburden reduction step
can utilize a capsule filter. The diafiltration of purified eluate is preferably performed before a bioburden reduction step.
In one example, the step of diafiltering the further purified eluate is either preceded or followed by adjusting the concen-
tration of the diafiltered further purified eluate, and passing the concentration-adjusted diafiltered further-purified eluate
through a bioburden reduction filter. The process can provide a botulinum neurotoxin obtained having potency, as
determined by a mouse LD50 bioassay, of from at least about 2.0 x107 units/mg of botulinum toxin, such as about 2.4
x 107 to about 6.0 x 107 units/mg of botulinum neurotoxin. Exemplary recovery at the end of the process of from about
4 mg to about 25 mg of botulinum toxin can be recovered per liter of fermentation media, for example.

[0057] The botulinum neurotoxin can be compounded with at least one suitable excipient to produce a substantially
APF pharmaceutical composition. In one example, the method includes the step of drying the compounded botulinum
neurotoxin and at least one suitable excipient to obtain a stable form for shipment or storage, by freeze drying or
lyophilization or vacuum drying, in which the active ingredient is the biologically active botulinum neurotoxin, where the
fermentation medium comprises a protein product obtained from a vegetable. The vegetable from which the protein
product can be obtained can be a soy, corn or malt, debittered seed of Lupinus campestris, or hydrolyzed products
therefrom. In particular embodiments, the suitable excipient is selected from the group consisting of albumin, human
serum albumin, recombinant human serum albumin, gelatin, sucrose, trehalose, hydroxyethyl starch, collagen, lactose,
sucrose, amino acid, sodium chloride, potassium chloride, polysaccharide, caprylate, polyvinylpyrrolidone and potassium
citrate. In particular examples, vacuum drying takes place at a temperature of about 20 °C to about 25 °C. In some
embodiments, the vacuum drying takes place at a pressure of about 70 mmHg to about 90 mmHg, for example. The
time for vacuum drying can be from about 4 hours to about 5 hours, for example.

[0058] In a particular example, a pharmaceutical composition comprises a biologically active botulinum neurotoxin,
wherein the botulinum neurotoxin has a potency between about 2.0x 107 to about 6.0 x 107 units/mg of biologically active
botulinum neurotoxin, and at least one excipient, where the composition comprises less than about 12 ppm of nucleic
acid, preferably less than 1 ppm of nucleic acid per mg of botulinum neurotoxin complex.

[0059] In a particular embodiment, a substantially APF chromatographic process for obtaining a biologically active
botulinum neurotoxin comprises the following sequential steps of: culturing Clostridium botulinum bacteria in a substan-
tially APF culture medium for between about 10 hours and about 12 hours, or until a biomass measurement of culture
medium has an optical density, at a wavelength of about 540 nanometers (nm), of between about 0.8 AU and about 4.5
AU; fermenting Clostridium botulinum bacteria from the culture medium in a substantially APF fermentation medium for
between about 65 hours to about 75 hours or until a biomass measurement is taken at the end of fermentation by
measuring the optical density of the fermentation medium using a online biomass probe at a wavelength of about 890
nm is between about 0.05 AU and about 0.7 AU; harvesting the fermentation medium for about 2.5 hours, whereby
cellular debris in the fermentation medium is removed and the weight of fermentation medium is reduced to about three
quarters of its starting weight at the beginning of the harvesting step; concentrating the harvested fermentation medium
by tangential flow filtration to about one quarter of its starting volume at the beginning of the harvesting step; diluting the
concentrated fermentation medium by adding a buffer, wherein the concentrating and diluting steps take place for
between about 0.5 hour to about 2 hours, whereby during concentration the fermentation medium is reduced to about
one quarter of its starting weight at the beginning of the harvesting step, and is then diluted, by the addition of the buffer,
back up to its original starting weight at the beginning of the harvesting step; contacting the diluted fermentation medium
with an anion exchange chromatography media, to capture the biologically active botulinum neurotoxin, for a time period
of about 4 hours to about 5 hours; contacting eluate from the anion exchange chromatography media with a cation
exchange chromatography media to conduct a first polishing run to remove impurities therefrom for a time period of
about 1.5 hours to about 2.5 hours; conducting a second polishing run by passing eluate from the polishing chromatog-
raphy media through a hydrophobic interaction media for a time period of about 1.5 hours to about 2.5 hours; processing
eluate from the hydrophobic interaction media by diafiltration, for a time period of about 1 hour to about 4 hours; and
filtering the processed eluate through a bioburden reduction filter, for about 0.5 hour, thereby obtaining biclogically active
botulinum neurotoxin.

[0060] In an embodiment of the system of the invention, a chromatography column with a diameter of between about
8 cm and about 15 cm contains the anion exchange chromatography media and the anion exchange chromatography
media can have a bed height in the column of between about 8 cm and about 15 cm, for example. In still another example,
the system’s fifth apparatus comprises a chromatography column that is operated at a flow rate of between about 125
cm/hour and about 200 cm/hour, and the column can have a column volume between about 500 mL and about 1L. In
one aspect, the fifth apparatus can have a column volume of from about 50 mL and about 500 mL, and a bed height of
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from about 8 cm and about 15 cm, for example. In some examples, the fifth apparatus’ chromatography column has a
column diameter from about 2 cm and about 10 cm, for example. The fifth apparatus’ chromatography column can have
an exemplary flow rate of between about 100 cm and about 200 cm/hour. The eighth apparatus of the system comprises
a filtration membrane.

[0061] In another embodiment, the system can further comprise a ninth apparatus, the ninth apparatus comprising an
anaerobic chamber for providing an anaerobic atmosphere where the first apparatus for culturing Clostridium botulinum
bacteria is contained therein. This ninth apparatus preferably includes an integrated high efficiency particulate air (HEPA)
filter located within its chamber/workstation. The second apparatus of the system (for fermentation) can include at least
one probe for detecting oxidation-reduction potential or pH or optical density. In a particutar example, an at least one
disposable probe is selected from the group consisting of a reduction-oxidation probe, a pH probe and a turbidity probe.
The eighth apparatus of the system can comprise a tangential flow filtration apparatus for concentration and buffer
exchange. In a further embodiment, the system can comprise a tenth apparatus that includes a bioburden reduction
apparatus for reducing bioburden. In one example, the bioburden reduction apparatus comprises a fitter having a pore
size of about between about 0.1 wm and 0.3 um, preferably 0.2 pum. The system can also include an eleventh apparatus
for use after obtaining the second purified botulinum neurotoxin, for storing the purified botulinum neurotoxin. In one
example, this storage apparatus provides a storage temperature between about -25 °C to about -80 °C.

[0062] A method for treating a condition in a patient can utilize a pharmaceutical composition comprising the botulinum
neurotoxin obtained in accordance with the methods herein disclosed. A condition can include a disease, ailment,
sickness, or cosmetic deformity or appearance. In one example, the method of treating a condition in a patient comprises
the step of administering to the patient a therapeutically effective amount of a pharmaceutical composition comprising
a botulinum neurotoxin and at least one suitable excipient, where the botulinum toxin has a potency of about 1 unit >
about .02 picograms to thereby treat the condition of the patient.

[0063] In one embodiment a substantially APF chromatographic system for obtaining a biologically active botulinum
neurotoxin is included, the system comprising a first apparatus for anaerobic culturing Clostridium botulinum bacteria,
the first apparatus capable of containing from about 200 mL to about 1 L of a substantially APF culture medium; a second
apparatus for anaerobic fermentation of Clostridium botulinum bacteria which has been cultured in the first apparatus,
the second apparatus capable of containing from about 5 L to about 75 L, or from about 2 L to about 75 L, or from about
2 L to about 30 L of a substantially APF fermentation medium and including at least one disposable probe selected from
the group consisting of a reduction-oxidation probe, a pH probe and a turbidity probe; a ninth apparatus for providing
an anaerobic atmosphere and capable of containing the first apparatus, the ninth apparatus comprising an anaerobic
chamber having an integrated high efficiency particulate air filter within the chamber, wherein said chamber can contain
the firstapparatus for anaerobic culturing Clostridium botulinum bacteria; a third apparatus for harvesting the fermentation
medium; a fourth apparatus for carrying out concentration and dilution of the harvested medium, a fifth apparatus for
carrying out a first purification of botulinum neurotoxin obtained from the fourth apparatus, the fifth apparatus comprising
an anion exchange chromatography media, thereby obtaining a first purified botulinum neurotoxin; a sixth apparatus for
carrying out a second purification of the first purified botulinum neurotoxin, the sixth apparatus comprising a cation
exchange chromatography media, thereby obtaining a second purified botulinum neurotoxin; a seventh apparatus car-
rying out a third purification of the second purified botulinum neurotoxin, the seventh apparatus comprising hydrophobic
interaction media, thereby obtaining a third purified botulinum neurotoxin; and an eighth apparatus for concentration
and buffer exchange of the third purified botulinum neurotoxin, the eighth apparatus comprising a TFF membrane.
[0064] In particular examples, the fermentation medium comprises no more than about 5% w/v of a vegetable-derived
protein product, no more than about 2% w/v of a yeast extract and no more than about 2% w/v glucose, and where the
pH level of the fermentation medium is from about pH 6.8 to about 7.6, preferably about pH 7.3 at the start of an about
72 hour fermenting step, for example. The method of treating the conditions can employ a botulinum neurotoxin that is
obtained as a botulinum toxin neurotoxin component with a molecular weight of about 150 kDa,free of the complexing
proteins of a botulinum toxin complex. Exemplary administration steps can be selected from the group of administration
routes consisting of intramuscular, intradermal, subcutaneous, intraglandular, intrathecal, rectal, oral and transdermal
administration, and the botulinum neurotoxin is selected from the group consisting of botulinum toxin type A, B, C4, D,
E, F or G. Preferably, the botulinum neurotoxin is botulinum neurotoxin type A.

[0065] In some examples, the system can facilitate a process whereby a biologically active botulinum neurotoxin
complex can be obtained for use as part of a pharmaceutical composition that comprises less than about 12 ng of nucleic
acid per mg of botulinum neurotoxin complex, preferably below 1 ng of nucleic acid per mg of botulinum neurotoxin
complex, more preferably having no measurable a nucleic acid (e.g. below a limit of detection).

DRAWING

[0066] Figure 1Ais aflow chartshowing major steps in the Example 1 NAPF process. Figure 1B is a flow chart showing
major steps in the Example 2 IAPF process, wherein the capture and polishing chromatography steps can utilize either
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a 2-columns (anion exchange followed by cation exchange) or 3-columns (FAPF) (anion exchange followed by cation
exchange followed by a hydrophobic interaction column).

DESCRIPTION

[0067] Ourinvention is based on the discovery that a high potency, high purity biologically active Clostridial neurotoxin,
such as a botulinum neurotoxin, can be obtained by use of a simple, fast and economical APF chromatographic system
and process. Significantly, use of our system and process can result in a purified botulinum neurotoxin comprising 1 ng
(or less than 1 ng) of nucleic acid (RNA and DNA) impurities per 1 mg of the purified botulinum neurotoxin obtained,
even though no animal derived enzymes, such as RNase and DNase, are used to purify the fermented botulinum
neurotoxin. For example, use of our system and process can result in a purified botulinum neurotoxin comprising less
than about 0.6 ng of nucleic acid (RNA and DNA) impurities per milligram of purified botulinum neurotoxin, obtained.
The botulinum neurotoxin obtained can be a botulinum toxin type A complex, such as a 300 kDa, 500 kDa or 900 kDa
(approximate molecular weights) complex or mixtures thereof. The botulinum neurotoxin obtained can also be a botulinum
toxin type neurotoxic component (i.e. without the complex proteins) with a molecular weight of about 150 kDa. The
botulinum neurotoxin can be any one of the serotypes A, B, C, D, E, F or G or mixtures thereof. Additionally, the improved
systems and processes can be practiced in conjunction with a recombinant, hybrid, chimeric or modified botulinum toxin
(light chain, heavy chain, or both chains together).

[0068] An important aspect of our invention is use of an anion exchange (capture) media chromatography followed
by use of cation exchange (polishing) media chromatography to purify botulinum neurotoxin from an APF fermentation
medium in which Clostridium Botulinum bacterium have been fermented. We found that use of anion exchange followed
by use of cation exchange chromatography media provides an effective and rapid method for obtaining high purity, high
yield botulinum neurotoxin. Previously, it had been thought that use of anion exchange chromatography has a detrimental
effect on gel banding patterns of botulinum neurotoxin, thereby discouraging use of anion exchange chromatography
for botulinum neurotoxin purification. See e.g. U.S. patent 7,452,697 at column 55, lines 53-57.

[0069] Anotherimportant aspect of our invention is that it results in high purity botulinum neurotoxin (i.e. <1 ng nucleic
acid/ mg botulinum neurotoxin obtained), as set forth above. A further important aspect of our invention is that whereas
the known Schantz process requires several weeks (i.e. typically about 18 to about 22 days) to culture, ferment and
purify the botulinum neurotoxin, a system and process within the scope of our invention permits all culturing, fermentation
and purification steps to be completed in one week or less. In a preferred embodiment of our invention all culturing,
fermentation and purification steps can be completed in six days or less. In a more preferred embodiment of our invention
all culturing, fermentation and purification steps can be completed in about four days or less (e.g. within about 80 to
about 144 hours or within a time/range therebetween).

[0070] We invented this rapid, more preferred embodiment of our invention by developing a nine step process (and
the system for accomplishing the process) and by finding that each of the nine steps can be completed within the time
periods set forth below:

about 8 hours to about 14 hours for culturing;

about 60 hours to about 80 hours for fermenting;

about 2.5 hours for harvesting;

about 2 hours to about 4 hours for concentrating and diluting;

about 4 hours to about 6 hours for anion exchange chromatography (this includes time for eluting captured botulinum
toxin)

about 2 hours for cation exchange chromatography;

about 2 hours for a third chromatography step (i.e. hydrophobic interaction chromatography;

about 2 hours to about 4 hours for concentration and diafiltration, and;

about 1/2 hour for further filtration. Thus, the total time required to complete our 9 step rapid, more preferred
embodiment of our invention is from about 75 hours to about 150 hours.

[0071] Ourinvention is more efficient and time saving. In one aspect, our new process utilizes pre-selected and verified
celllines, and thus does away with the prior art Shantz process steps of plating and growing cells, selecting and harvesting
colonies, and step-up cell-line expansion of the harvested colonies (prior to cell culturing and fermentation steps) that
were needed to culture and then inoculate fermentation medium. In one aspect, our invention begins straight away with
culturing pre-selected cells for inoculation of an APF culture medium, thus saving time and process steps.

[0072] Through experimentation we developed athree column ("FAPF"/"FIAPF") chromatography system and proces
for purifying the botulinum neurotoxin present in the fermentation medium, the fermentation medium resulting from an
APF fermentation of Clostridium botulinum bacterium. Significantly, while an APF fermentation process can reduce or
eliminate animal derived products (such as casein and meat broth) as nutrients from the media used to culture and
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ferment Clostridial bacteria, known APF fermentation processes are typically followed by one or more purification steps
which make use of animal derived products, such as the enzymes DNase and RNase. Our systems and processes for
purifying the botulinum neurotoxin present in an APF fermentation medium do not use animal derived enzymes.
[0073] Our invention can encompass loading a harvested fermentation medium (e.g. clarified by filtration) onto an
anion exchange column such as a POROS® 50HQ anion exchange chromatography resin from Applied Biosystems. In
one aspect, a strong anion exchange media can be used, having a base matrix of polystyrene/divinylbenzene and particle
diameter of about 50 pm and dynamic capacity (BSA mg/ml) of about 60-70. The anion exchange column captures the
Clostridial neurotoxin (such as a botulinum toxin complex) and reduces impurity levels. It was found that an anion
exchange column provided an efficient capture of a botulinum toxin complex from harvested fermentation medium with
retention of the biological activity of the botulinum toxin complex, while also separating many impurities present with the
botulinum toxin in the fermentation medium. A suitable buffer is used to elute the captured (bound) Clostridial neurotoxin
from the anion exchange column.

[0074] Eluate (containing the botulinum neurotoxin) from the anion exchange column is loaded onto a cation exchange
column to further purify the botulinum neurotoxin from impurities. The cation exchange column can be a POROS® 20HS
cation exchange resin from Applied Biosystems. In one aspect, a strong cation exchange media can be used, having a
base matrix of polystyrene/divinylbenzene and particle diameter of about 20 um and dynamic binding capacity (lysosyme
mg/ml) of about >75. In the three-column embodiment (FAPF) of our invention, eluate from the cation exchange column
is loaded onto a hydrophobic interaction column such as Phenyl Sepharose HP resin from GE Healthcare to further
purify the botulinum neurotoxin. In one aspect, a matrix of highly cross-linked agarose beads with a particle size of about
34 pm, which have been derivitized with phenyl groups and have a dynamic binding capacity (chymotrypsinogen mg/ml)
of about 45, may be used.

[0075] Eluate from the last used column is further processed to obtain highly purified bulk botulinum toxin complex.
Post-chromatography processing steps include diafiltration and can also include sterile filtration and preparation of a
solution of purified botulinum toxin complex instead of a suspension (prior art), preferably in potassium citrate, and in
one example, at a concentration of 10mM potassium citrate at a pH of about 6.5.

[0076] In certain preferred embodiments, the media for the growth (anaerobic culturing and anaerobic fermentation)
of Clostridium botulinum and production of botulinum toxin can comprise soy based products to replace animal derived
products so that media used are substantially or entirely free of animal-derived products. The culture step increases the
quantity of microorganism for subsequent fermentation. Culturing permits dormant, previously frozen bacteria to reju-
venate into actively growing cultures. Additionally, the volume and quantity of viable microorganisms used to inoculate
the fermentation medium can be controlled more accurately from an actively growing culture than it can be from a stored,
non-propagating Clostridium botulinum cell bank. Thus, a sample of a working cell bank in APF media is thawed and
placed in the selected APF culture medium. Upon obtaining a suitable level of bacterial growth the culture medium is
used to inoculate the fermentation medium. As one example, from about 1% to about 5%, or an amount therebetween,
of the culture medium having Clostridium botulinum from the growth phase is used to inoculate the fermentation medium.
Fermentation is carried out to produce the maximum amount of microbial cells in a large-scale anaerobic environment
(Ljungdahl et al., Manual of industrial microbiology and biotechnology (1986), edited by Demain et al, American Society
for Microbiology, Washington, D.C. page. 84). Alternately, growth of Clostridium botulinum in the fermentation medium
can proceed by adding the sample of the working cell bank directly to the fermentation medium.

[0077] In the prior art, growth of Clostridium botulinum in the culture medium typically proceeds in two stages, a first
stage of cell plating, cell colony growth, selection and growth, followed by a second stage of inoculation of culture medium
(typically a two stage step-up culture) and inoculation of fermentation medium and botulinum toxin production. Preferably,
growth in the culture media in any stage does not result in cell lysis before inoculation of fermentation media with the
final growth in culture medium. Thus, prior to our invention it took about four days to culture Clostridium botulinum
bacteria before the fermentation step was begun. In accordance with our invention we are able complete all culturing in
only 8 to 14 hours because there is no need for the previously utilized steps of plating cells, subsequent waiting time for
colony growth on blood agar plates, selection of colonies from the plates for growth in small volumes of culture (e.g. 8-9
mL) that then provide an inoculum for the culturing medium. In accordance with one aspect of our invention, pre-selected
cells are directly utilized to inoculate the culture medium that is then utilized to inoculate the full-scale fermentation
medium from which botulinum toxin is eventually purified, thus eliminating the plating, colony formation, selection and
step up steps previously utilized to grow cells that would inoculate a culture medium which is then itself utilized to
inoculate fermentation medium.

[0078] Animal-based (non-APF or "NAPF") culture media generally include brain heart infusion media (BHI), bacto-
peptone, NaCl, and glucose. Culture media within the scope of our invention are APF culture media. For example, a
soy-based product can be used instead of BHI and bacto-peptone in the culture and fermentation media. Preferably,
the soy-based product is soluble in water and comprises hydrolyzed soy, although Clostridium Botulinum can grow in
media containing insoluble soy. Any source of soy-based products may be used in accordance with the present invention.
Preferably, the soy is hydrolyzed soy and the hydrolyzation has been carried out using non-animal enzymes. Sources
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of hydrolyzed or soluble soy include Hy-Soy (Quest International), Soy peptone (Gibco) Bac-soytone (Difco), AMISOY
(Quest), NZ soy (Quest), NZ soy BL4, NZ soy BL7, SE50M (DMV International Nutritionals), and SE50MK (DMV).

EXAMPLES

[0079] Thefollowing examples setforth particular embodiments of our invention and are not intended to limit the scope
of our invention. Unless otherwise set forth in the examples "toxin" or "botulinum toxin" means a botulinum toxin type A
complex with a molecular weight of about 900 kDa. Systems and method disclosed herein for purifying a botulinum toxin
type A complex with a molecular weight of about 900 kDa, have ready applicability to the purification of about 150 kDa,
about 300 kDa, about 500 kDa as well as other molecular weight toxins, complexes, botulinum toxin serotypes and
botulinum toxin neurotoxic component.

Example 1 (comparative)

Non-APF (Schantz) Process for Obtaining a Botulinum Toxin

[0080] This example sets forth the prior art Schantz process for obtaining botulinum neurotoxin. The process is a non-
APF process using animal derived media and reagents (i.e. beef blood agar plates for culturing, casein in the fermentation
medium and use of RNase and DNase enzymes for botulinum neurotoxin purification). Figure 1A is a flow chart showing
the major steps of the Schantz process. The Schantz process has about 16 to 20 major steps, for production scale work
uses a 115 L fermentor and takes about 3 weeks to complete. The Schantz process is commenced by thawing a non-
APF Clostridium botulinum master cell bank (MCB) vial to room temperature followed by four cultivation steps. First to
select colonies with a suitable morphology, aliquots from the thawed MCB vial were streaked on prereduced Columbia
blood agar (CBA) plates and anaerobically incubated for 30-48 hours at

34 °C = 1 °C. Second, selected colonies were inoculated into 9 mL test tubes containing a casein growth medium for
6-12 hours at 34 °C. The contents of the 9 mL tube with the most rapid growth and highest density (growth selection
step) were then further cultivated through two step-up anaerobic incubations (the third and fourth cultivation steps),
being a 12-30 hour incubation at 34 °C in a 600 mL to 1 L seed cultivation bottle, followed by a cultivationina 15 L to
25 L seed fermentor containing a casein growth medium for 6-16 hours at 35 °C. These two step-up cultivations were
carried out in a nutritive media containing 2% casein hydrolysate (a casein [milk protein] digest), 1% yeast extract and
1% glucose (dextrose) in water at pH 7.3.

[0081] The step-up cultivations were followed by a further incubation for 60-96 hours at 35 °C in a commercial scale
(i.e. 115 L) production fermentor in a casein containing medium under a controlled anaerobic atmosphere. Growth of
the bacterium is usually complete after 24 to 36 hours, and during the fermentation step carried out for about 65 to about
72 hours where most of the cells undergo lysis and release botulinum neurotoxin. It is believed that toxin is liberated by
cell lysis and activated by proteases present in the media. A filtrate of the culture medium can be prepared using a single
layer depth filter to remove gross impurities (i.e. whole and ruptured cells) thereby obtaining a clear solution referred to
as a clarified culture. Collection of botulinum neurotoxin from clarified culture was accomplished by lowering the pH of
the clarified culture to pH 3.5 with 3M sulfuric acid to precipitate the raw toxin at 20 °C (acidification precipitation). The
raw botulinum neurotoxin was then concentrated (to achieve a volume reduction) by ultramicrofiltration (microfiltration)
(referred to as MF or UF) followed by diafiltration (DF). A 0.1 um filter was used for the microfiltration step.

[0082] The harvested crude or raw toxin was then transferred to a digestion vessel and stabilized by addition of the
protease inhibitor benzamidine hydrochloride. DNase and RNase were added to digest (hydrolyze) nucleic acids. Hy-
drolyzed nucleic acids and low molecular weight impurities were then removed by further UF and DF steps. The toxin
was then extracted with pH 6.0 phosphate buffer and cell debris removed by clarification. Next three sequential precip-
itation steps (cold ethanol, hydrochloric acid and ammonia sulfate precipitations) were carried out. The purified botulinum
neurotoxin complex (bulk toxin) was stored as a suspension in a sodium phosphate/ammonium sulfate buffer at 2 °C to
8 °C.

[0083] Completion of this Example 1 Schantz (non-APF) process, including the harvesting and purification steps, takes
about two to three weeks. The resulting bulk botulinum neurotoxin was a high quality suspension of 900 kDa botulinum
toxin type A complex made from the Hall A strain of Clostridium botulinum with a specific potency of >2 X 107 U/mg, an
Aogo/As7g Of less than 0.6 and a distinct pattern of banding on gel electrophoresis, and suitable for use for the compounding
of a botulinum toxin pharmaceutical composition.

[0084] Botulinum neurotoxin can also be obtained from an APF, non-chromatographic process, as set forth in Example
7 of U.S. patent 7,452,697, the complete APF, non-chromatographic process (from beginning of culturing to end of all
purification and processing steps) taking about two to three weeks to complete. Alternately, botulinum neurotoxin can
also be obtained from an APF, chromatographic process, as set forth in Example 16 of U.S. patent 7,452,697, the APF,
chromatographic process (from beginning of culturing to end of all purification and processing steps) taking a week or
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longer to complete.
Example 2

APF, Two and Three Column Chromatographic Systems and Processes for Obtaining a Botulinum Neurotoxin

[0085] We developed rapid APF, anion-cation chromatographic based systems and processes for obtaining high yield,
high purity botulinum neurotoxin. The process of this Example 2 had only 8-10 major steps, for production purposes
(that is to obtain gram quantities of the final botulinum neurotoxin) used a 20 L fermentation vessel and takes only 4-7
days, preferably about 4 to about 6 days, to complete all step of the process from initiation of culturing to completion of
final purification and toxin storage. Apparatus utilized in the systems herein disclosed are discussed below. Both a two
chromatographic media process (reference process) and a three chromatographic media process were developed and
are set forth herein. The two media process used anion exchange chromatography followed by cation exchange chro-
matography. The three media process used anion exchange chromatography followed by cation exchange chromatog-
raphy followed by hydrophobic interaction chromatography (HIC). The HIC removed further impurities such as a 49 kDa
impurity (which turns out to be a host cell glucose phosphate isomerase, as discussed below).

Preparation of Working Cell Bank

[0086] We developed a new Clostridium botulinum cell bank (for use to initiate the culturing step) without use of
Columbia blood agar plates, and which removed the need for colony selection prior to cultivation and also eliminated
the need to carry out the Shantz process step up tube cultivation and multiple seed (cultivation) steps.

[0087] Forthis purpose, a previously established Schantz master cell bank (MCB) was used to create an APF research
cell bank (RCB) from which a new APF master cell bank (MCB) and a subsequent working cell bank (WCB) were
generated. A research cell bank (RCB) was made from a colony from the Schantz (NAPF) MCB. To remove the animal-
derived protein from the MCB vial, the cells were washed twice in APF medium containing 2% w/v SPTIl (Soy Peptone
type Il), 1% w/v yeast extract, and 1% w/v glucose. The cells were plated on APF medium under strict anaerobic conditions
using a Modular Atmosphere Controlled System (MACS) anaerobic chamber. An isolated colony was further expanded
and stored in APF medium containing about 20% glycerol below -135 °C.

[0088] The APF-MCB was made under GMP conditions by expanding the RCB into oxygen-free APF medium (200
mL, reduced for a minimum of 12 hours in an anaerobic chamber) and cultured in a MACS anaerobic chamber at 34.5
°C %1 °C (stirred at 60 rpm) until the ODs5yq of the culture reached 2.5 = 1.0 AU. Sterile glycerol was added to the
resultant culture to a final concentration of about 20% after which the mixture was transferred into cryovials at 1 mL/vial
(APF-MCB vials). The vials were flash frozen in liquid nitrogen, and then stored below -135 °C. An APF-WCB was made
under GMP conditions by expanding as above. The resultant APF cell banks were characterized for identity, purity,
viability and genetic stability.

Upstream Steps (Culturing and Fermentation)

[0089] Our Example 2 process had two general stages; an upstream stage and a downstream stage. The upstream
stage includes expansion of a starting cell line (growth and reproduction of Clostridium botulinum bacteria in a substantially
APF culture medium), fermentation, harvest (removal of cellular debris) to provide a clarified, harvested culture that is
then concentrated and diluted. Thus, in this example the nine steps of our two column process are culturing, fermentation,
harvest filtration, concentration, capture (anion) chromatography, polishing (cation) chromatography, buffer exchange,
bioburden reduction and vial fill.

[0090] The upstream stage included use of a culture medium in a 1 L bottle containing 400 mL of reduced (in an
anaerobic chamber) seed APF culture medium (2% w/v SPTII, 1% w/v yeast extract, (adjusted to pH 7.3 with 1 N sodium
hydroxide and/or 1 N hydrochloric acid prior to autoclaving)) 1% wi/v sterile glucose added post autoclaving of culture
media). The culture (seed) medium was inoculated with 400 p.L of a thawed Clostridium botulinum WCB. Incubation/cul-
turing occurred at 34.5 °C *= 1.0 °C with 150 rpm agitation in an anaerobic chamber.

[0091] When the optical density of the culture medium at 540 nm was 1.8 = 1.0 AU, the entire contents of the 1 L
bottle (approximately 400 mL) were transferred to a 20 L production fermentor containing APF fermentation medium
adjusted with 1 N sodium hydroxide and/or 1 N hydrochloric acid post-steam sterilization to pH 7.3, fermentation medium
composed of 3.25% w/v SPTII, 1.2% w/v yeast extract, 1.5% w/v sterile glucose (added post sterilization; sterilization,
e.g.atabout 122 °Cfor 0.5 hour). The temperature and agitation were controlled at 35 °C = 1 °C and 70 rpm, respectively.
Nitrogen overlay was set at 12 slpm and headspace pressure set at 5 psig to maintain an anaerobic environment for
cell growth. Fermentation pH and cell density were monitored by pH and online turbidity probes, respectively. The three
phases for the production fermentation include exponential growth, stationary, and autolysis phases. Cellular autolysis,
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which releases active BoNT/A complex into the culture medium, was observed to occur consistently between 35 hours
and the end of fermentation. At the end of fermentation, the culture was cooled to 25 °C for harvest.

[0092] Once thefermentation medium was cooled to 25 °C, the cell debris was separated from the botulinum neurotoxin
type A complex containing lysate by depth filtration, first through a 5 - 0.9 wm nominal retention rating gradient pre-filter
to remove cell debris, and then through a positively charged 0.8 - 0.2 um nominal retention rating gradient to remove
DNA (removal of up to about 80%). Both filters were rinsed together with 20 L of water for injection (WFI) before use. A
minimum of 15 L of the filtrate was required for further processing, and any excess material was decontaminated after
in-process sampling is complete. The filtrate was stored at 4 °C if not immediately processed by ultrafiltration.

[0093] Within a biosafety cabinet (BSC) the filtrate from the harvest step was concentrated from 15 L to5 = 0.5 L
using a hollow fiber, tangential flow filtration (TFF) membrane from GE Healthcare. The ultrafiltered material was then
diluted with 10 mM sodium phosphate pH 6.5 buffer to a final volume of 20 L. This material was purified by use of either
2 column (anion then cation) or three chromatography columns (anion, cation, and then hydrophobic interaction). The
diluted, ultrafiltered harvest material was stored at 4 °C if not immediately processed by purification.

[0094] In the Schantz process the culture step is ended and the fermentation step begun based on time and visual
observation of culture growth. In contrast, in our Example 2 processes determination of when to end the culturing step
is based on analysis of culture fluid optical density, which ensures that the culture is in the logarithmic growth phase at
the time of commencement of the fermentation step, and permits reduction of duration of the culturing step to about 8
hours to about 14 hours. Our OD parameter terminated culture step maximized the health of the cultured cells and
encouraged robust and abundant botulinum toxin resulting from the fermentation step. The average optical density (at
540 nm) of the culture medium at conclusion of culturing was 1.8 AU. The average duration of the fermentation step 72
hours and the average final turbidity (Aggg) of the fermentation medium at conclusion of the fermentation step was 0.15
AU. The average amount of botulinum toxin type A complex present (as determined by ELISA) in the 20 L fermentation
medium (whole broth) at the end of the fermentation step for was about 64 p.g botulinum toxin type A complex/mL
fermentation medium.

[0095] The harvest step used depth filtration to remove cell debris and nucleic acids, followed by ultrafiltration and
dilution to prepare the fermentation medium for the next step in the process. This harvesting/cell debris clearing is
fundamentally different from the Schantz harvest process, which uses precipitation by acidification followed by microfil-
tration and diafiltration to concentrate and exchange buffers in preparation for further processing.

Downstream Steps (Purification)

[0096] Downstream steps included capture of the botulinum neurotoxin on an anion exchange column, elution from
the column and further separation from impurities by polishing on a cation exchange column, and (in the three column
process), passage of eluateicontaining desired botulinum neurotoxin through a third column, which is a hydrophobic
interaction column (e.g. chromatography), followed by concentration and buffer exchange using tangential flow filtration
(TFF), and bioburden reduction (e.g. by further filtration using a 0.2 um filter) to a final botulinum neurotoxin type A
complex optimized for cold storage, preferably freezing, and eventual compounding into a botulinum neurotoxin type A
complex pharmaceutical composition. The sequence of the chromatography and filtration stages was intended to remove
product and process-related impurities, to remove potential adventitious agents and to control the botulinum neurotoxin
type A complex concentration and buffer matrix of the final botulinum neurotoxin type A in order to provide a more stable
drug substance.

[0097] A more detailedembodiment of the three column downstream process carried out is as follows. Clarified (diluted)
ultrafiltered material (20 L, as disclosed above) was passed through a POROS® 50HQ anion exchange chromatography
resin, the captured botulinum neurotoxin was eluted from the anion exchange column and then run through a POROS®
20HS cation exchange chromatography resin, the eluate from which was run through a Phenyl Sepharose HP chroma-
tography resin. Eluate from the HIC column was subjected to 100 kDa tangential flow filtration, followed by 0.2 pm
filtration. The resulting botulinum neurotoxin type A complex was frozen for storage.

[0098] In this Example, we used in the first chromatography step of the downstream process a POROS® 50HQ anion
exchange chromatography resin packed into a column with an inner diameter of about 8 cm and a column height of
about 15 cm. The entire POROS® 50HQ column operation was completed at ambient temperature, and the flow was
in the downward direction. The botulinum neurotoxin type A complex was eluted from the anion column using a pH step
change where the more negatively charged components such as nucleic acids (e.g. DNAs and RNAs) and other host
cell proteins remained bound to the anion exchange column.

[0099] Particulars of the anion exchange step were: use of the POROS® 50HQ column using 0.1 N sodium hydroxide
for a minimum contact time of 30 minutes (at least about 3 column volumes, at 230 cm/hour). The column was then
equilibrated with a 50 mM sodium phosphate, pH 6.5 buffer (at least 5 column volumes). Next the clarified ultrafiltered
and diluted material (i.e. processed lysate APF fermentation material) was loaded at 230 cm/hour onto the POROS®
50HQ anion exchange column, followed by washing with at least about 20 column volumes of 50 mM sodium phosphate,
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pH 6.5 at 230 cm/hour until absorbance at 280 nm of column effluent decreases to 0.10 AU, followed by eluting with 50
mM sodium acetate, pH 4.8 at 230 cm/hour. The product pool was collected, when the absorbance at 280 nm (Aygg)
increases to at least about 0.15 AU and through the peak maximum to equal or less than about 0.2 AU on the trailing
edge, into a vessel containing 1 column volume of 50 mM sodium acetate, pH 4.8. This elution pool was stored at about
2 °C to about 8 °C for up to 48 hours.

[0100] The second chromatography step in the downstream process of this Example 2 used a POROS® 20HS cation
exchange chromatography resin packed into a column with an inner diameter of 8 cm and a column height of 5 cm. The
entire POROS® 20HS column operation was completed at ambient temperature, and the flow was in the downward
direction. The botulinum neurotoxin type A complex associates with the POROS® 20HS column resin. The botulinum
neurotoxin type A complex was then eluted from the column using a salt step change. The product-related impurities
were eluted with the wash buffer and decontamination solution.

[0101] Particulars of the cation exchange step were: use of the POROS® 20HS column using 0.1 N sodium hydroxide
solution for a minimum contact time of 30 minutes (at least about 3 column volumes, at 230 cm/hour). The column was
then equilibrated with a 50 mM sodium acetate, pH 4.8 buffer (at least about 5 column volumes). Next the POROS®
50HQ product pool (collected as described above, fresh or from refrigeration) was loaded onto the POROS® 20HS
column. The column was then washed with a 50 mM sodium acetate, pH 4.8 buffer (at least about 3 column volumes)
and then washed again with a 50 mM sodium acetate, 150 mM sodium chloride, pH 4.8 buffer. The botulinum neurotoxin
type A complex was eluted from the POROS® 20HS column with a 50 mM sodium acetate, 250 mM sodium chloride,
pH 4.8 buffer at 200 mL/min, the eluate was diverted into a bioprocess collection bag (containing 1 column volume of
50 mM NaH3C,0,, pH 4.8) when the Ayg, increases to about > 0.1 AU through peak maximum until the Aygq of the
trailing edge of the elution peak decreases to a trailing edge value of < 0.1 AU. The POROS® 20HS product pool was
stored in the collection bag at ambient temperature for up to about 6 hours.

[0102] Inthethree-columnchromatography media process of this Example 2, eluate from the second (cation exchange)
column was passed through a HIC column. The HIC column used was a Phenyl Sepharose HP hydrophobic interaction
chromatography resin packed into a column with an inner diameter of about 8 cm and a column height of about 5 cm.
The entire Phenyl Sepharose HP column operation was completed at ambient temperature, and the flow was in the
downward direction. The botulinum neurotoxin type A complex was eluted from the column using a decreasing salt step
change. The impurities were eluted during the load and with the wash buffer and decontamination solution.

[0103] Particulars of the hydrophobic interaction chromatography step were:

a Phenyl Sepharose HP column was initially sanitized with a 0.1 N sodium hydroxide solution for a minimum contact
time of 30 minutes (with at least about 3 column volumes of a 0.1 N sodium hydroxide solution at 200 cm/hour).
The column was then equilibrated with at least about 5 column volumes of 50 mM sodium acetate, 0.4 M ammonium
sulfate, pH 4.8 buffer. Next the POROS® 20HS (cation exchange column) product pool (from above) was combined
1:1 with a 50 mM sodium acetate, 0.8 M ammonium sulfate, pH 4.8 buffer and loaded onto the Phenyl Sepharose
HP column. The column was first washed with at least about 3 column volumes of a 50 mM sodium acetate, 0.4 M
ammonium sulfate, pH 4.8 buffer, and then washed with a 50 mM sodium phosphate, 0.4 M ammonium sulfate, pH
6.5 buffer. Botulinum neurotoxin type A complex was eluted from the column with a 10 mM sodium phosphate, 0.14
Mammonium sulfate, pH 6.5 buffer. The eluate was diverted into a bioprocess collection bag when the Agj increased
to 2 0.05 AU. The eluate was collected until the Ayg, of the trailing edge of the elution peak decreased to a value
of < 0.05 AU. The Phenyl Sepharose HP product pool was stored in the collection bag at ambient temperature for
up to 6 hours.

[0104] A tangential flow filtration system was used to concentrate and diafilter the Phenyl Sepharose HP chromatog-
raphy step product pool into the drug substance formulation buffer. Pall® Filtron Minimate cassettes with a 100 kDa
molecular weight cut off membrane were used for the concentration and diafiltration steps. The formulated material was
then passed through a Pall Mini Kleenpak ® 0.2 pm filter to reduce the potential bioburden. As stated previously, the
UF/DF step concentrated the Phenyl Sepharose HP product pool (eluate of the HIC column) to a BoNT/A complex
concentration of 0.7 g/L and diafilters the concentrated material with a 10 mM potassium citrate, pH 6.5 buffer.

[0105] Particulars of the ultrafiltration/diafiltration process used were as follows. The UF/DF unit and Pall 100 kDa
polyether sulfone membrane was initially flushed with a minimum of 5 L of water for injection (WFI) to remove the packing
solution and sanitized with a minimum of 200 mL of a 1 N sodium hydroxide solution under recirculation conditions for
a minimum of 10 minutes, preferably at least 30 minutes, to sanitize the UF/DF unit. Next the membrane and UF/DF
system were equilibrated with sufficient volumes of the 10 mM potassium citrate, pH 6.5 formulation buffer until permeate
andretentate pH was pH 6.5. After that the Phenyl Sepharose HP product pool was loaded onto the Minimate® tangential
flow filtration cassette and the HIC eluate concentrated to 0.7 g/L. Following the concentration step, the retentate pool
was diafiltered against a minimum of 5 diafiltration volumes of the drug substance formulation buffer (10 mM potassium
citrate, pH 6.5) at a transmembrane pressure of 7.5 psig (pounds per square inch gauge). The permeate outlet was then
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closed and the UF/DF system run for at least 2 minutes and the system rinsed with 50 mL of 10 mM potassium citrate,
pH 6.5 formulation buffer. After the rinse, the concentration of BONT/A complex in the retentate pool was determined by
measuring the offline Ay7g and based on the A5, reading, the concentration of the retentate pool was adjusted to 0.5
g/L with 10 mM potassium citrate, pH 6.5 buffer. The concentration-adjusted retentate pool was then filtered through a
Pall Mini Kleenpak 0.2 um filter to reduce potential bioburden. The filtered concentration-adjusted retentate pool was
stored in a collection bag at 2 °C - 8 °C for up to 2 days.

[0106] The final purified botulinum neurotoxin type A complex obtained was filled into 1 mL Nunc® cryovials at 700
pL pervialand stored frozen. The filling operation was carried out in a class 100 biosafety cabinetat ambient temperature.
[0107] The downstream process (including use of 2 or 3 chromatography columns) was completed in only 1 to 3 days
and the botulinum neurotoxin type A complex obtained was stored frozen in a potassium citrate, pH 6.5 buffer at a
concentration of 0.5 g/L as a solution. In comparison, the prior art Schantz downstream (toxin purification) process uses
multiple filtration, precipitation, extraction and centrifugation steps to purify the botulinum neurotoxin type A complex
and requires 1-2 weeks to complete just the downstream steps, and the resultant drug substance (recovered botulinum
neurotoxin) is stored refrigerated as an ammonium sulfate suspension at a concentration of approximately 2.7 g/L. The
use of chromatography instead of precipitation and the reduced processing time resulted in a significantly improved,
consistent downstream process, as herein disclosed.

[0108] In accordance with one aspect, concentrations of vegetable-based products, such as soy-based products, can
be Soy Peptone Type Il Hy-Soy® or SE50MK(a Kosher soy peptone) in culture and fermentation media. Hy-Soy® in
the seed culture medium can range between 10-200 g/L. Preferably, the concentration of Hy-Soy® in the seed medium
ranges between 15-150 g/L. Most preferably, the concentration of Hy-Soy® in the seed medium is approximately between
about 20-30 g/L or an amount therebetween. The concentration of glucose in seed medium can range between 0.1 g/L
and 20 g/L. Preferably, the concentration of glucose ranges between 0.5-15 g/L. Most preferably, the concentration of
glucose in the culture medium is approximately 10 g/L. Yeast extract amounts can be from about 5-20 g/L, more preferably
from about 10-15 g/L or an amount therebetween. For example, the pH of the culture medium prior to growth of Clostridium
botulinum can be approximately pH 7.0-7.5, or therebetween, preferably pH 7.3.

[0109] As an example, Hy-Soy® amounts in the production fermentation medium can range between 10-200 g/L.
Preferably, the concentration of Hy-Soy® in the fermentation medium ranges between 15-150 g/L. Most preferably, the
concentration of Hy-Soy® in the fermentation medium is approximately between about 20-40 g/L or an amount there-
between. The concentration of glucose in fermentation medium can range between 0.1 g/L and 20 g/L. Preferably, the
concentration of glucose ranges between 0.5-15 g/L or an amount therebetween. Not necessarily, but as above, the
glucose can be sterilized by autoclaving together with the other components of the fermentation medium. The pH level
of the fermentation medium prior to growth can be pH 7.0-7.8, preferably about 7.0-7.5 or therebetween, more preferably
pH 7.3.

[0110] As shown by the right hand side of FIG. 1, the two column reference APF process used in this Example 2 for
obtaining a biologically active botulinum neurotoxin complex comprised the following steps: (a) culturing bacteria, such
as Clostridium botulinum bacteria from an APF WCB vial, in a seed/culturing bottle, (b) then fermenting Clostridium
botulinum bacteria in a fermentor (toxin production fermentor) having APF fermentation medium to expand the cell line,
proceeding with fermentation and botulinum toxin production until adesired cell lysis phase isreached. Next, (c) harvesting
(e.g. clarifying by filtration,) the APF fermentation medium to obtain a harvested fermentation medium, (d) proceeding
with concentration and dilution resulting in a diluted harvested fermentation medium that is (e) passed through anionic
capture column to remove impurities, (f) contacting eluate from the capture column with a cationic polishing column to
further remove impurities, (g) concentration and buffer exchange of the polishing column eluate, (h) followed by bioburden
reduction filtration and the (i) filling of vials. The three column APF process of the invention comprised a hydrophobic
interaction chromatography step after the cationic chromatography step.

[0111] In one example, the fermentation volume is 20 L, the total process time for all steps was only 4 to 6 days, and
high botulinum neurotoxin yield was obtained.

[0112] The following provides more details of a particular embodiment within the scope of our invention. The fermen-
tation step was carried out in APF medium using a 30 L stainless steel fermentor.

[0113] In this example below, a much-reduced volume of fermentation medium was used while still providing a high
yield of high potency botulinum neurotoxin type A complex. By using the following protocol, only 20 L or less, for example,
of APF fermentation medium was required, instead of the typically larger, previous volumes (e.g. 115 L) of fermentation
medium required for producing commercially useful amounts for obtaining a botulinum neurotoxin.

[0114] The MACS anaerobic workstation (Don Whitley) with airlock provided an oxygen-deficient environment in which
to manipulate anaerobic organisms. Access to and egress from the chamber was via a porthole system, comprised of
inner and outer doors. The unit was temperature controlled to maintain a user setting within the chamber. A humidistat-
controlled condensing plate ensured the effective removal of excess moisture in the chamber. The chamber was illumi-
nated for operator use and alarm for; low gas pressure, continuous gas flow, and loss of power conditions. The chamber
was equipped with a HEPA filter to reduce viable and non viable particulate levels in the anaerobic chamber. Anaerobic
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conditions were maintained utilizing the "Anotox" and Palladium Deoxo "D" Catalyst atmospheric scrubbing system.
Condensate water from the condensing plate was collected and piped to an external reservoir where it is removed.
[0115] As disclosed above, an APF process was used for preparation of an APF WCB, having cell bank vials stored
below -135 °C. An APF WCB cell bank vial was thawed at room temperature for about 15 min before culture medium
inoculation, followed by a single cultivation step as disclosed above to establish a "seed" culture. This was carried out
in a modular atmospheric controlled system utilizing aseptic techniques throughout, to minimize bioburden. The modular
atmospheric controlled system was cleaned before undertaking inoculation of the completed seed culture vial with APF
WCB vial contents. Culture medium was prepared using 1 N hydrochloric acid and 1 N sodium hydroxide (for pH
adjustment), D(+) Glucose, Anhydrous (Mallinckrodt Baker, Cat# 7730, 4.00 g), Soy Peptone Type Il (SPTII) (Marcor,
Cat #1130, 8.00 g), Water for Injection (WFI) 400.0 mL and Yeast Extract (YE) (BD Cat #212730, 4.00 g). The soy
peptone Type Il and yeast extract solution was made by measuring 300 mL of WFI with a 500 mL graduated cylinder
and poured into a seed culture bottle. The seed culture bottle was placed onto a stirrer and the stirrer activated. 8.00 g
of SPTII and 4.00 g of yeast extract was added to the seed culture bottle and mixed until dissolved. If dissolution was
not complete after mixing, the mixture would be heated on low setting. The pH was measured and adjusted to about
7.30 = 0.05. The medium solution was brought up to about 360 mL with WFI. The seed culture bottle was adequately
vented to allow steam and gas transfer. A 10% Glucose solution (w/v) was prepared by measuring about 30 mL of WFI
with a 100 mL graduated cylinder and placed into the pre-assembled glucose addition bottle, which was placed onto a
stirrer and the stirrer activated. About4.00 g of glucose was added to the glucose addition bottle and mixed until dissolved
(low heat was used if necessary to a dissolution) and gs (quantity sufficient) glucose solution to 40 mL with WFI. The
glucose addition was then capped loosely with vent cap. Both the glucose and seed culture bottles are autoclaved at
123 °C for 30 minutes for sterilization. After sterilization, both items were removed from the autoclave and left to cool in
a bio-safety cabinet. After cooling aseptically, 10% of the glucose solution was transferred into the seed culture bottle
containing the yeast extract and soy peptone Il solution and mixed, thereby providing a completed seed culture bottle.
[0116] This completed seed culture bottle was placed into the pre-cleaned MACS (wherein a prepared anaerobic
indicator was placed). The cap of the completed seed culture bottle was loosened. The completed seed culture bottle
was then placed on a stir plate within the MACS (stir plate activated to about 150 rpm) and the medium in the completed
seed culture bottle was reduced for a minimum of 12 hours at about 34.5 °C +/- 1 °C within the MACS, after which a 1
mL medium blank was sampled for optical density measurement (for biomass determination at 540 nm). Afterwards,
the completed seed culture bottle, in the MACS (anaerobic) was inoculated. An APF WCB culture vial was obtained
from the frozen cell bank and brought into the MACS. The vial was thawed for about 10-15 minutes, after which about
400 pL of the vial contents were placed directly into the medium in the completed seed culture bottle. The cap on the
completed seed culture bottle was loosened completely and the cap was rested on top of the bottle and the stir pace
was set to 150 rpm. After at least about 11 hours of incubation in the MACS, fermentation production was undertaken,
as described below.

[0117] Probes (e.g. redox probe, pH probe, turbidity probe, e.g. by Broadley James and Optek) and sequence con-
figuration of the fermentor, such as a 30 L stainless steel fermentor, were checked and calibrated, and inserted into their
respective fermentor ports and tightened in place. For example, a fermentor can be a ABEC 30 L (VT) Fermentor System
consisting of a 30 L volume fermentor vessel, an agitator drive system, piping assembly for utility connections (CIP,
clean steam, CDA, Nitrogen, Oxygen, Process Chilled Water, bio-waste, and plant steam), instrumentation (pH, tem-
perature, pressure, ReDox, optical density, and mass flow), and four peristaltic pumps. The bottom mounted agitator
speed was controlled using an Allen-Bradley variable frequency drive (VFD). Semi-automatic and automatic control of
the system is handled by an Allen-Bradley ControlLogix PLC with programming. The system was designed to provide
closed-loop PID (proportional-integral-derivative) control of culture temperature, pressure, pH, and redox during fermen-
tation operations. An Allen-Bradley DeviceNet® (an open device level network) is utilized for control and communication
with devices and sensors on the skid.

[0118] For sterile hold, equilibrium, run and harvest modes, agitation, temperature, pressure and Nitrogen overlay are
operated with the following set points.

For sterile hold and equilibrium mode:

Controlled Parameter

Set Points and Range

Agitation 100 rpm = 10

Nitrogen Overlay 12 SLPM £ 2
Fermentor Pressure 5psig £ 1
Fermentor Temperature 35+ 1°C

Redox

-390 to - 150 mV
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For RUN mode:

Controlled Parameter

Set Points and Range

Agitation 70 rpm + 5
Nitrogen Overlay 12 SLPM £ 2
Fermentor Pressure 5psig £ 1
Fermentor Temperature 35+ 1°C

For Harvest mode:

Controlled Parameter Set Points and Range
Agitation 150 rpm = 10
Nitrogen Overlay 10 SLPM = 2
Initial Fermentor Pressure 0 psig
Fermentor Temperature 25t 1°C

To prepare fermentation medium, material needed include D(+) Glucose, Anhydrous (Mallinckrodt Baker, Cat# 7730,
300.0 g), Soy Peptone Type Il (SPTII) (Marcor, Cat #1130, 650.0 g), Water for Injection (WFI, 13 L) and Yeast Extract
(YE) (BD Cat#212730, 240.0 g), along with standard balances, a carboy (20 L, for example), glass bottle (5L), graduated
cylinders, stir bars and stirrers. About 10 L of WF| were added into the carboy along with a stir bar. The carboy was
placed onto a stirrer and the stirrer was activated, after which about 650.0 g of soy peptone type Il was added, along
with about 240.00 g of YE. The fermentation medium was qg.s. (quantity sufficient) to 13 L with WFI, and the carboy was
capped. A 10% glucose solution (w/v) was then prepared by adding about 2 L if WFI into a glass 5 L bottle (with stir bar
therein). Placed onto a stirrer and with the bar spinning, about 300.00 g of glucose was added into the bottle, and mixed
until dissolved. The glucose solution was qg.s. to 3 L with WFI| and the bottled capped, thus providing a 10% glucose
solution.

[0119] The fermentation medium in the carboy was added to the fermentor and pre-steam in place fermentor volume
recorded and the fermentation sequence of operation was advanced. At the end of the SIP (steam in place)(122 °C, +/-
1°C), the post-SIP fermentor volume was noted. A glucose addition assembly, comprising a vessel having tube therefrom
with and in-line 0.2 wm filter (PALL Corp.) and peristaltic pump, was connected to the fermentor and the line was subjected
to SIP and allowed to cool. An addition valve port was opened and about 3 L of glucose (filter sterilized) was added,
and the appropriate amount of WFI (filter sterilized) to g.s. the total fermentor volume to 20 L was added to the glucose
addition bottle and pumped into the fermentor through the same glucose filter line. The addition valve port was closed.
The production fermentation medium had its pH adjusted thereafter, to about pH 7.3 +/- 0.05, with sterile 1 N sodium
hydroxide or 1 N hydrochloric acid, utilizing SIP of addition lines, as required. Afterwards, parameters for sterile hold
were set and held for about 12 hours before inoculation. The medium’s starting glucose concentration was measured
using a metabolite analyzer and glucose concentration recorded.

[0120] As stated above, at the end of seed culture incubation (about 11 = 1 hours), 1 mL of sample was taken for
optical density (OD) measurement. OD was measured offline at 540nm using a spectrophotometer and if within the
appropriate range the OD value was recorded and culture was used for fermentation. The fermentor turbidity probe was
accordingly zeroed. The seed inoculum bottle, from the anaerobic chamber, was brought over to the fermentor and a
seed inoculum transfer assembly (a seed vessel with APF culture medium therein, the vessel having a culture inoculum
transfer line with a sterile Kleenpak™ Connector assembly available from PALL Corp. or Millipore replaced the a valve
of the fermentor, and tubing to Pump 1 was fixed. The fermentor pressure was lowered to 2 psig and entire volume of
the seed inoculum bottle was pumped into the fermentor. At the end of inoculation, the online Absorbance Units (AU)
from the fermentor was recorded, fermentor parameters were set to RUN mode and time was recorded.

[0121] Fermentation then proceeded (fermentation runs can be from about 60 hours to about 80 hours, preferably
from about 68 hours to about 76 hours, most preferably for about 72 hours) while samples were taken from the fermentor,
at 24 and 48 hours, for example, while maintaining aseptic conditions. Tests that were run on at least one sample taken
during fermentation can include, but are not limited to, off-line optical density measurements, glucose measurements,
ELISA, SDS-PAGE, Western blot, for example. At the end of the fermentation (end of fermentation broth volume is from
about 18-19 L, for example), a sample may be taken (for testing by, for example, off-line optical density measurements,
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glucose measurements, ELISA, SDS-PAGE, western blot and DNA/RNA quantification.

[0122] At the end of the fermentation, online optical density, EFT (elapsed fermentation time), and fermentation end
time was recorded, as well as agitation rpm, temperature in °C, pressure psig and Nitrogen overlay slpm and redox mV.
Next, the production fermentation broth was subjected to harvesting, i.e. the production fermentation broth is clarified
through filtration whereby, for example, about 15 L of filtrate is collected. The fermentation parameters were set for
HARVEST and the filter assembly for clarification was prepared (CUNO, 3M filtration) which includes a pre-filter, depth
filter and at least one pressure gauge. The pre-filter and depth filter were flushed with about 20 L of water for injection.
After flushing, the filtration assembly was attached to the harvest/drain port of the fermentor. The fermentor temperature
was decreased to about 25 °C, after which clarification of the fermentation broth begins (record clarification start time,
initial online OD, initial pH, initial temperature and initial volume of fermentor). The pressure in the fermentor was increased
at a rate of about 1 psi (pound per square inch) about every 10 minutes during filtration, until a pressure of about 6 psi
was reached, at which the pressure was held until the end of harvesting. This filter removes approximately 80% of the
RNA/DNA in the APF fermentation medium (the remainder essentially removed during later chromatography steps, as
discussed below), thus doing away with prior reliance/use of RNase and/or DNase to remove such components from
the fermentation broth. Process parameters, such as pre-filter inlet pressure, depth filter inlet pressure, fermentor pres-
sure, agitation and filtrate volume were monitored at every 2 L of filtrate collected, at the end of which the clarification
end time and volume of filtrate collected was recorded. Following completion of harvest step, the systems were decon-
taminated and cleaned.

[0123] The filtrate carboy was brought into the BSC for sampling, from which about <10 mL of filtrate was sampled
for offline OD measurements and other analysis (e.g. ELISA, SDS-PAGE, DNA/RNA and western blot).

[0124] The filtrate was then subjected to ultrafiltration/dilution. A tangential flow filter (TFF) unit assembly was assem-
bled. The TFF unit was rinsed for about 90 minutes with WFI| at a preferred rate of about 2 L per minute and then the
TFF unit was sanitized by running 0.1 N sodium hydroxide (re-circulated) therethrough for about 60 minutes, after which
1 L of 10 mM sodium phosphate buffer, pH 6.5 was run therethrough, followed by a rinse with WF| for about 30 minutes.
The filtrate from the harvest step (about 15 L) was then passed through the TFF (this is carried out in a bio-safety cabinet),
concentrating the filtrate down to about 5 L +/- 0.5 L (the concentration step proceeds at about 2 L per minute and at a
trans-membrane pressure of about 5 psig). A sample of the permeate can be taken and subjected to ELISA, dsDNA,
SDS-PAGE and western blot tests, for example. Once concentrated to about 5 L +/- 0.5 L, the retentate pool was then
diluted up to about 20 L with about 15 L of sterile filtered 10 mM sodium phosphate buffer, pH 6.5, through the TFF, at
about a rate of 2 L per minute. A sample can be then again be taken and subjected to ELISA, DNA/RNA, SDS-PAGE
and western blot tests, for example. The ultrafiltration/dilution material (retentate) was stored at 4 °C.

[0125] Following use all systems were decontaminated using either 1 N sodium hydroxide or sterilization (steam)
temperatures and cleaned.

[0126] The following materials, equipment and procedures were used to make the solutions, buffers, etc, set forth
below for use in an exemplary process, that is in the purification of the fermentation medium obtained from the Example
2 processes so as to obtain a purified botulinum neurotoxin type A complex. Exemplary buffers utilized (filtered through
a 0.2-micron vacuum filter and their conductivity measured in mS/cm, for recordkeeping) include: 10 mM sodium phos-
phate, pH 6.5; 50 mM sodium phosphate, pH 6.5; 50 mM sodium acetate, pH 4.8; 50 mM sodium acetate, 170 mM
sodium chloride, pH 4.8; 50 mM sodium acetate, 250 mM sodium chloride, pH 4.8; 50 mM sodium acetate, 1 M sodium
chloride, pH 4.8; 50 mM sodium acetate, pH 4.0 and 10 mM citrate, pH 6.5.

[0127] The following is an example of operations for purification and obtaining botulinum neurotoxin type A from the
Example 2 processes. All product-contact parts were designed and constructed to ensure that they are non-reactive
and non-absorptive. Additionally, all equipment was designed to allow the utilization of single use disposable systems
or was designed and constructed to facilitate sanitization, cleaning and decontamination as per documented, validated
methods. The systems or skids were designed to be non-product contacting while the flow paths are designed to be
single use disposable, including the chromatography columns and the all associated tubing. Chromatography compo-
nents were obtained from AlphaBio and UF/DF components were obtained from Scilog Inc. The chromatography set
ups used included a peristaltic pump for solution delivery with variable speed drive, inlet valve manifold with 5 inlets, a
columnvalve manifold with an array of 3 automated valves, outlet valve manifold with 3 outlets, column effluent monitoring,
including pH, conductivity, and UV, peak collection based on UV absorbance, and instrumentation and controls required
to complete the purification operations. The control system had both the software and hardware designed to control the
purification process. Commands and data were entered via a HMI (Human Machine Interface) terminal. The operator
initiated all automated process functions by commands at the HMI and monitored and adjusted process parameters
such as feed flow rates, pressure, conductivity, pH, UV absorbance and individual valve positions.

[0128] The UF/DF system included of a recirculation pump, diafiltration pump, 2 balances and a tangential flow filter
(TFF) holder. The recirculation pump interfaced with 3 disposable pressure sensors and one of the balances (located
under the permeate reservoir) to control the flow rate to maintain a defined transmembrane pressure and stop, based
on the weight of the permeate reservoir. The diafiltration pump interfaced with the second balance (located under the
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retentate reservoir) to start and stop, based on maintaining a constant weight of the retentate reservoir.

[0129] After concentration and dilution of retentate material from the harvesting step (harvesting the animal protein
free fermentation medium), the material was loaded onto an anion exchange column. The following is the procedure
used for packing and testing the anion exchange column useful in the Example 2 two column process.

[0130] Pre-packed columns were used for all three chromatographic steps. First, feed material (harvested APF media
that had been subjected to ultrafiltration/dilution) was passed through the anion exchange column (Poros 50HQ, from
ABl as described above). Atleast 5 column volumes (CVs) of 50mM sodium phosphate, pH 6.5, were utilized to equilibrate
the anion exchange column (in this example, a capture column).

[0131] After equilibration, the loading step was performed, where feed material (post harvesting step harvested fer-
mentation broth, of about 20 L, for example)) was loaded onto the anion exchange column at a rate of about 200 cm/hr
for example. After 0.5 column volume of loaded material had passed through the anion exchange column, the flow
through (FT) pool was collected into a receptacle such as a polyethersulfone vessel, while toxin complex is bound to
the anion exchange column material. This was followed by a wash step, where at least about 15 column volumes of the
wash buffer (e.g. 50 mM sodium phosphate at a pH of 6.5) was passed through the anion exchange column. The wash
step was stopped when the UV, measured at the column outlet, in real time, decreased to less than or equal to about
80 mAU. The wash buffer volume and the flow through/wash pool volume were recorded, and a 1 mL sample of the flow
through/wash pool is taken and tested, for example, for toxin concentration, nucleic acid content, whole cell proteins,
SDS-PAGE, gqPCR, 2D LC and ELISA.

[0132] The next step was the elution step, where elution buffer (e.g. 50 mM sodium acetate, pH 4.8) was pumped
onto the anion exchange column. When the UV reading at the column outlet, in real-time, increased to about 150 mAU
or more, collection of eluate in a container pre-filled with 1 CV of elution buffer (50 mM sodium acetate, pH 4.8) was
begun. Collection of eluate pool was stopped when the UV reading decreases to less than or equal to about 200 mAU
(volume collected at this pointis between about 1 to about 2 CVs). The chromatography system was then decontaminated
and cleaned using 1 N sodium hydroxide.

[0133] The eluate pool from the anion exchange column was then prepared for addition onto the cation exchange
column. The anion exchange eluate volume, pH, conductivity and feed temperature were recoded and the eluate pool
from the anion exchange column was diluted with 1 CV of 50 mM sodium acetate, pH 4.8.

[0134] Following the run-through of the anion exchange column, cation exchange chromatography operation was
undertaken. The cation exchange column (e.g. Poros® 20HS) was equilibrated with a minimum of 5 CVs of equilibration
buffer (50 mM sodium acetate, pH 4.8). After equilibration, the diluted eluate pool from the anion exchange column was
loaded onto the cation exchange column and the total volume loaded was recorded. After 0.5 column volume of loaded
diluted eluate pool had passed through the cation exchange column, the flow through (FT) pool was collected. A first
wash of the cation exchange column was conducted where about 3-5 CVs of 50mM sodium acetate, pH 4.8, was passed
through the cation exchange column (volume of first wash buffer utilized was recorded). A second wash was performed,
where about 3 CVs of 170 mM sodium chloride, 50 mM sodium acetate, pH 4.8, was pumped through the column, this
eluate being collected in a new container labeled "WASH 2 Peak". Collection was begun when the UV readings increase
to greater than or equal to 50 mAU. 1 CV was collected and the second wash buffer volume utilized was recorded.
[0135] Elution of bulk toxin complex from the cation exchange column was carried out utilizing elution buffer (e.g. 250
mM sodium choride in 50 mM sodium acetate, pH 4.8) which was pumped onto the cation exchange column. When the
UV reading of the elution reached at least about 100 mAU, eluate collection begun into containers pre-filled with dilution
buffers (40 mL of 100 mM potassium phosphate, pH 6.8 and 60 mL of 10 mM potassium citrate, pH 6.5). Collection of
eluate from the cation exchange column continued until UV readings decreased to about 100 mAU or less. The total
volume of elute, after dilution, was recorded. The cation exchange chromatography system was then decontaminated
and cleaned.

[0136] Following elution from the cation exchange column, the eluate was subjected to filtration. A tangential flow
filtration (TFF) system was utilized, using three 100K MWCO membranes (Sartorius AG, Goettingen, Germany) stacked
one atop the other. The cation exchange eluate pool initial volume was noted, as are the diafiltration/equilibration and
sanitation solution descriptions. For example, the diafiltration solution can be 10 mM potassium citrate, pH 6.5 and the
sanitation solution can be 0.1 N sodium hydroxide. System set up proceeded with connection of one tube from the
reservoir containing either eluate from the cation column (IAPF) or HIC column (FAPF), the eluate containing botulinum
toxin, through the ultrafiltration pump head into the inlet of the tangential flow filtration membrane. A second tube from
the permeate outlet of the tangential flow filtration membrane was connected to the ultrafiltration (UF) permeate container.
A tube from the retentate outlet of the tangential flow filtration membrane to the retentate reservoir was secured, and a
fourth tube from the diafiltration (DF) buffer through the diafiltration pump head and into the retentate reservoir was also
secured. The storage buffer of the system was flushed, as is the membrane, by flushing the membrane with at least
about 720 mL of water for injection (WFI) with the retentate directed to waste, after which the membrane was further
flushed with at least about 4200 mL of water for injection with the retentate recirculating to the reservoir. After this,
membrane sanitation (if necessary) was carried out by flushing the membrane with at least about 200 mL of 1 N sodium
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hydroxide with the retentate directed to waste, followed by a flushing of the membrane with at least about 200 mL of 1
N NaOH with the retentate recirculating to the reservoir for a minimum of 30 minutes. Equilibration was then performed,
by flushing the membrane with equilibration buffer (10 mM potassium citrate at a pH of 6.5), with retentate directed to
waste until the retentate and permeate pH was within +/- 0.2 units of the pH of the equilibration buffer (for example,
within +/- 0.2 units of pH 6.5).

[0137] The concentration of the material (eluate (product pool) from the cation exchange column) was determined, to
see if dilution or concentration (exemplary processing) was appropriate (an example target concentration can be about
0.7 mg/mL). Dilution was accomplished utilizing 10 mM potassium citrate, pH 6.5. A target volume was determined, for
example for a 0.7 mg/mL product concentration (target vol= (starting concentration/starting vol)/0.7 mg/mL).

[0138] The product pool (eluate (accordingly processed or not) from cation exchange column) was loaded onto the
membrane and recirculation (with permeate outlet closed) of the system (TFF system) was run for at least 2 minutes
with no backpressure, after which the permeate valve was slowly opened while adjusting the retentate back pressure
valve to a target of about 7 psig transmembrane pressure. For dilution, 10 mM potassium citrate, pH 6.5 is added to
target volume, and moved onto diafiltration without ultrafiltration; for concentration, ultrafiltration is begun. For diafiltration:
permeate waste was collected in a new container (target diafiltration volume is 5X diafiltration volume) and diafiltered
with at least 5 diafiltration volumes of 10 mM potassium citrate, pH 6.5. Diafiltration process data was collected at a
minimum of 10-minute intervals (permeate weight g/vol mL, inlet pressure (psig), retentate pressure (psig), permeate
pressure (psig) and transmembrane pressure (psig)). For recirculation/and rinse: with the permeate outlet filter closed,
the system was recirculated/run for at least 2 minutes with no backpressure and the system was rinsed with at least 20
mL of 10 mM potassium citrate, pH 6.5. The product pool includes the retentate and the rinse. A sample can be taken
from the product pool and subjected to verification analysis including, for example, UV at 278nm, SDS-Page, LcHPLC.
SE-HPLC, gPCR, RP-HPLC, Native-Page, AUC, Limulus amebocyte lysate, Western Blot and ELISA tests. For post-
use cleaning, the system was flushed with 1 N sodium hydroxide, recirculated for at least 10 minutes, after which the
system was flushed and stored with 0.1 N sodium hydroxide therein.

[0139] Sterile filtration and filling was then conducted for storing and dividing the bulk neurotoxin. Concentration
adjustment was performed to adjust toxin concentration, using 10 mM potassium citrate, pH 6.5, to about 0.5 mg/mL
with the post rinse sample. If toxin concentration was less than about 0.5 mg/mL, then no concentration adjustment is
needed.

[0140] Using a sterile pipette, 10mL/0.75mL aliquots into each of sterile 15 mL/1.5mL sample tubes were made. The
product container was gently stirred by hand and transfer the required amount of solution (containing bulk drug substance,
i.e. bulk botulinum toxin) into each vial. The samples were stored a maximum of 5 days at 2 °C - 8 °C refrigerator or
0.75 mL of the filtrate product pool was transferred to cryovials. The cryovials are stored at -70 °C +/- 5 °C.

Example 3

Compounding Method

[0141] A pharmaceutical composition suitable for administration to a patient can be made by compounding a botulinum
neurotoxin obtained from an Example 2 process with one or more excipients. An excipient can act to stabilize the
botulinum toxin during the compounding process and during a subsequent period of storage before use. An excipient
can also function as a bulking agent and/or to provide a certain tonicity to the pharmaceutical composition. Compounding
requires a many fold dilution of the botulinum neurotoxin obtained from an Example 2 process, mixing with one or more
excipients (such as albumin [such as a human serum albumin or a recombinant human albumin] and sodium chloride)
to thereby form a toxin composition, and preparation of a storage and shipment stable form of the toxin composition, as
by lyophilizing, freeze drying or vacuum drying the composition. Thus, about 1.5 to 1.9 ng of the Example 2 obtained
botulinum toxin type A complex is compounded with about 0.5 milligrams of recombinant human albumin (Delta Bio-
technologies) and about 0.9 milligram of sodium chloride by mixing these three ingredients together followed by vacuum
drying. Vacuum drying can take place from about 20 °C to about 25 °C, at a pressure of about 80 mm Hg, for about 5
hours, at which time vials in which these components are vacuum dried are sealed under vacuum and capped, thereby
obtaining a vial with about 100 units of botulinum neurotoxin type A complex. The resulting solid (powdered) vacuum
dried product is, upon use, reconstituted with normal (0.9%) saline and used to treat patients with various indications,
such as cervical dystonia and hyperhidrosis. Lyophilizing, vacuum or freeze drying prepares a storage and shipment
stable form of the compounded botulinum neurotoxin.

[0142] In another example, from about 1.5-1.9 ng of the bulk botulinum toxin type A is compounded with about 0.5
milligrams of human serum albumin (Baxter/Immuno, Octapharma, and Pharmacia & Upjohn) and about 0.9 milligram
of sodium chloride by mixing these three ingredients together followed by vacuum drying. Exemplary vacuum drying
can take place from about 20 °C to about 25 °C, at a pressure of about 80 wm Hg, for about 5 hours, at which time the
vials in which these components are vacuum dried are sealed under vacuum and capped, thereby obtaining a vial with
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about 100 units of botulinum toxin. The resulting solid (powdered) vacuum dried product is, upon use, reconstituted with
normal (0.9%) saline and used to treat patients with various indications, such as cervical dystonia and hyperhydrosis.
Additionally, a pharmaceutical botulinum toxin composition can contain human serum albumin and/or lactose forexample.
In one example, about 1.5-1.9 ng of the bulk botulinum toxin type A can be compounded with about 125 micrograms of
human serum albumin, and 2.5 milligrams of lactose and vacuum dried, lyophilized or freeze dried for storage stability,
for example. In still another example, about 1.5-1.9 ng of botulinum neurotoxin obtained by the processes disclosed
herein can be combined with about 10 mg of trehalose and about 0.5 mg of serum albumin (such as human serum
albumin, native or recombinant), and optionally, about 1 milligram of methionine to provide about 100 units of botulinum
toxin dried product. This composition can be lyophilized and be reconstituted later with, before use, about 1 mL of distilled
sterile water or sterile unpreserved saline (0.9% sodium chloride for injection), for example. In particular examples,
pharmaceutical botulinum toxin compositions can include sucrose, such as in an exemplary formulation having about
1.5-1.9 ng of botulinum neurotoxin obtained by the processes disclosed herein combined with human serum albumin
20% and sucrose, which can also be lyophilized to provide about 100 units of botulinum toxin type A, and later reconstituted
with unpreserved saline (in a volume of about 0.5 mL to about 8.0 mL for example). In a particular example, 200 units
of botulinum neurotoxin can be combined with about 10 mg of sucrose and 2 mg of human serum albumin per mL, and
the resultant composition placed into vials and freeze-dried, to be later reconstituted before use with physiological saline.
[0143] Additionally, compounding can also utilize the neurotoxic component (i.e. the about 150 kDa component of the
botulinum toxin type A complex, free of complexing proteins) of the botulinum toxin type A complex obtainable by the
IAPF processes herein disclosed. In one method of purifying the about 150 kDa neurotoxic componentfrom the associated
non-toxic proteins (e.g. HAs, NTNH), type A neurotoxin is purified from the associated non-toxic proteins of the complex
by a modification of the method of Tse et al. (1982) (Goodnough, M. C., 1994, Thesis, UW, Wis.). Botulinum neurotoxin
complex obtained by our IAPF process (which utilizes either the 2-column anion-cation or 3-column anion-cation-HIC
steps, as discussed above) is recovered from an DEAE-Sephadex A 50 (Sigma Chemical Co., St. Louis, Mo.), pH 5.5,
column and is precipitated by addition of 39 g of solid ammonium sulfate/100 mL. The precipitated toxin complex is
collected by centrifugation, dialyzed against 25 mM sodium phosphate, pH 7.9, and applied to a DEAE-Sephadex A50
column equilibrated with the same buffer. The neurotoxic component is separated from the non-toxic proteins of the
complex and eluted from the column with a linear 0-0.5 M sodium chloride gradient. Partially purified neurotoxin com-
ponent is recovered from the DEAE-Sephadex A50 column at pH 7.9 and dialyzed against 25 mM sodium phosphate,
pH 7.0. The dialyzed toxin is applied to SP-Sephadex C50 (Sigma Chemical Co.) in 25 mM sodium phosphate, pH 7.0.
Contaminating material does not bind to the column under these conditions. The pure neurotoxin (the about 150 kDa
component) is eluted with a linear 0-0.25 M sodium chloride gradient. The about 150-kDa pure neurotoxin can be further
purified by metal affinity chromatography, gel filtration or other methods of protein chromatography. As above, this pure
neurotoxin (the about 150 kDa neurotoxic component of a botulinum toxin complex) can be lyophilized, vacuum or freeze-
dried with the various excipients (e.g. serum albumin, sucrose, lactose, sodium chloride, trehalose, etc.) discussed above.
[0144] The bulk botulinum neurotoxin complex obtained by our IAPF process, can be compounded in numerous ways.
Exemplary patents that disclose various formulations of botulinum toxins, such as U.S. Pat. No. 6,087,327 (discloses a
composition of botulinum toxin types A and B formulated with gelatin); U.S. Pat. No. 5,512,547 (Johnson et al) entitled
"Pharmaceutical Composition of Botulinum Neurotoxin and Method of Preparation” issued Apr. 30, 1996 and claims a
pure botulinum type A formulation comprising albumin and trehalose, storage stable at 37 °C ; U.S. Pat. No. 5,756,468
(Johnson et al) issued May 26, 1998 ("Pharmaceutical Compositions of Botulinum Toxin or Botulinum Neurotoxin and
Method of Preparation”), and claims a lyophilized botulinum toxin formulation comprising a thioalkyl, albumin and tre-
halose which can be stored between 25 °C and 42 °C; U.S. Pat. No. 5,696,077 (Johnson et al) entitled "Pharmaceutical
Composition Containing Botulinum B Complex" issued Dec. 9, 1997 and claims a freeze dried, sodium chloride-free
botulinum type B complex formation comprising a type B complex and a protein excipient; and U.S. patent application
publication number 2003 0118598 (Hunt) discloses uses of various excipients such as a recombinant albumin, collagen
or a starch to stabilize a botulinum toxin, all provide examples of various useful formulations/excipients that may be used
to compound the bulk botulinum neurotoxin provided by our IAPF process and provide a pharmaceutical composition.
[0145] The botulinum toxin complex obtained can be eluted from an ion exchange column in a pH 7-8 buffer to
disassociate the non toxin complex proteins from the botulinum toxin molecule, thereby providing (depending upon the
type of Clostridium botulinum bacterium fermented) botulinum toxin type A neurotoxic component with an approximately
150 kDa molecular weight, and a specific potency of 1-2 X 108 LDsq U/mg or greater; or purified botulinum toxin type B
with an approximately 156 kDa molecular weight and a specific potency of 1-2 X 108 LDy, U/mg or greater, or purified
botulinum toxin type F with an approximately 155 kDa molecular weight and a specific potency of 1-2 X 107 LDg, U/mg
or greater.

[0146] Our invention provides many benefits. Firstly, the three column process of Example 2 eliminates the use of
animal source reagents and media (e.g. casein hydrolysate and Columbia blood agar plates) thus markedly decreasing
the theoretical risks of patient exposure to prion-like agents or other infectious agents. Secondly, the three column
chromatographic process (and associated system) of example 2 is highly reproducible, as evidenced by excellent batch
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to batch consistency. This improvement translates to a more consistent clinical profile in patients who require repeated
treatments with commercially available botulinum toxin containing compounds over several years. Analytical studies of
drug substance (botulinum neurotoxin) from the herein disclosed IAPF processes (2 and 3 column) revealed a lower
load of protein and nucleic acid impurities. This lower load of protein impurities translates into a lower risk of immuno-
genicity (antibody production). In addition, the improved purity of the IPAF process translates into a lower incidence of
the non-specific symptoms commonly associated with biologic drugs (eg, nasopharyngitis, upper respiratory tract symp-
toms, musculoskeletal symptoms, headache, etc.). Furthermore, the improved downsized scale of this process decreases
the risk of BONT/A exposure in laboratory and manufacturing facility staff.

[0147] Exemplary advantages of the present invention include, for example:

1. Safety is improved since no component or substance derived from animal source (e.g. human or animal) is used
in the process, use of DNase and RNase, Columbia blood agar plates, casein is eliminated (replaced, for example,
by: charged filtration during the clarification/harvesting step and modern chromatography techniques; by seeding
culture media directly with cells from a working cell bank, thatis, cells previously selected and propagated/maintained
in APF media; and culture bottle and fermentation media replaced with Soy Peptone Type Il (SPTII) as a peptone
source).

2. Between about 50 mg to about 200 mg of high quality botulinum toxin type A complex can be obtained per 10 L
of fermentation medium.

3. The purified bulk toxin is obtained from a process which is robust, consistent, scalable, validatable, and cGMP
compliant. Robust means the process is reproducible even upon an about = 10% change in one or more of the
process parameters. Validatable means the process reproducibly provides consistent yields of purified toxin. cGMP
compliance means that the process can be easily converted to a manufacturing process that complies with FDA
required current Good Manufacturing Practices.

4. The potency of the final purified botulinum toxin complex meets or exceeds the potency (e.g. as determined by
the MLD50 assay) of purified botulinum toxin complex obtained from a Schantz or modified Schantz process.

5. Replacement of any precipitation steps with chromatographic steps to purify a bulk botulinum toxin complex,
which improves the specificity of the purification process.

6. New improved process facilitates reduction of scale resulting in improved handling and achievement of an oper-
ational success rate of >95% (for example, reduced from typical volumes utilizing 110 L -120 L of fermentation
media down to about 10 L to about 50 L, even down to about 2 L to about 30 L of fermentation media or an amount
therebetween. Typical current production scale for bulk drug substance is 115 L of non-APF fermentation medium,
and has, as one aspect of our invention, been reduced to 20 L of fermentation medium. This reduction in scale is
made possible by optimizing the synthesis and cellular release of the BoNT/A complex as well as overall yield across
the purification steps, resulting in similar quantity of final bulk botulinum toxin (drug substance) as obtained in prior
processes requiring, for example 5X or even more fermentation volumes (e.g. 115 L). This reduced scale facilitates
easier management of the fermentation working volume and thus minimizes the potential risk of operator exposure
to the BoNT/A complex, an important operational and safety advantage.

7. Due to the potentially lethal nature of the BoNT/A complex, closed systems have been implemented throughout
the manufacturing process as herein disclosed. Unlike prior art methods, no drug substance material produced in
accordance with aspects of the present invention is exposed to the environment during transfer between unit oper-
ations; all operations are wholly contained.

8. The bulk botulinum toxin manufacturing process herein disclosed is simplified at all steps without sacrificing the
identity, quality, purity, or potency of the drug substance during manufacture. A number of steps utilized in a non-
APF process have been eliminated in the redesigned IAPF process, thereby reducing production time from, for
example, 21 days to 6 days or less.

9. The storage condition of bulk botulinum toxin as a frozen solution greatly improves drug substance stability.

[0148] Groupings of alternative elements or embodiments of the invention disclosed herein are not to be construed
as limitations. Each group member may be referred to and claimed individually or in any combination with other members
of the group or other elements found herein. It is anticipated that one or more members of a group may be included in,
or deleted from, a group for reasons of convenience and/or patentability. 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 context.

[0149] Although the present invention has been described in detail with regard to certain preferred methods, other
embodiments, versions, and modifications within the scope of the claims are possible.
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Claims

1. Aprocess for producing a biologically-active botulinum neurotoxin type A complex comprising the sequential steps of:
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(a) culturing Clostridium botulinum bacteria in a culture medium which is entirely free of animal-derived products
or contains animal-derived products in amount less than 1 % (w/v);

(b) fermenting Clostridium botulinum bacteria from the culture mediumin 1.8 to 82.5 L of a fermentation medium
which is entirely free of animal-derived products or contains animal-derived products in an amount less than
1% (wWiv);

(c) harvesting the fermentation medium by removing cellular debris;

(d) concentrating the harvested fermentation medium by filtration;

(e) diluting the concentrated fermentation medium by adding a buffer thereto;

(f) performing a first contacting step in which the diluted, harvested fermentation medium is contacted with an
anion exchange chromatography medium so that biologically-active botulinum neurotoxin in the medium is
captured by the anion exchange medium;

(g) eluting captured botulinum neurotoxin from the anion exchange medium to obtain a first eluate;

(h) performing a second contacting step in which the first eluate is contacted with a cation exchange chroma-
tography medium to remove impurities from the first eluate, thereby obtaining a second eluate;

(i) performing a third contacting step in which the second eluate is contacted with a hydrophobic interaction
chromatography medium and eluted to obtain a third eluate;

(j) processing the third eluate by diafiltration; and

(k) filtering the processed third eluate to obtain a biologically-active botulinum neurotoxin type A complex-
containing product having a potency of 1.8 X 107 to 6.6 X 107 units/mg;

wherein at least one of the culture medium and the fermentation medium includes a vegetable protein, and no
animal-derived enzyme is used to purify the botulinum neurotoxin; and
wherein the process is carried out in one week or less.

The process of claim 1, wherein the fermentation medium comprises no more than 5.5% (w/v) of a vegetable-derived
protein product, no more than 2.2% (w/v) of a yeast extract and no more than 2.2% (w/v) of glucose, and wherein
the pH of the fermentation medium is from 5.85 to 8.8 at the commencement of the fermenting step.

The process of claim 1, wherein the culturing step is carried out until the optical density of the culture medium at
540 nm is between 0.72 AU and 4.95 AU.

The process of claim 1, wherein the fermenting step is carried out for 54 to 88 hours until the optical density of the
fermentation medium at 890 nm decreases to between 0.045 AU and 0.77 AU.

The process of claim 1, wherein the culturing step is initiated by introducing an amount of an animal product free
Clostridium botulinum working cell bank to the culture medium, the working cell bank comprising 0.9 X 104 to 5.5
X 107 colony-forming units of Clostridium botulinum per milliliter of the working cell bank, and the Clostridium
botulinum bacterium in the working cell bank having a substantially uniform morphology.

The process of claim 1, wherein the product of step (k) comprises no more than 1 ng of residual nucleic acid per
mg of the product.

A system for producing a biologically-active botulinum neurotoxin comprising:

a first apparatus for anaerobic culturing of Clostridium botulinum bacteria, the first apparatus being capable of
containing from 180 mL to 1.1 L of a culture medium which is entirely free of animal-derived products or contains
animal-derived products in an amount less than 1 % (w/v);

a second apparatus for anaerobic fermentation of Clostridium botulinum bacteria which has been cultured in
the first apparatus, the second apparatus being capable of containing from 1.8 to 82.5 L of a fermentation
medium which is entirely free of animal-derived products or contains animal-derived products in amount less
than 1% (w/v), and the second apparatus including at least one disposable probe selected from a reduction-
oxidation probe, a pH probe and a turbidity probe;

a third apparatus for harvesting the fermentation medium;

a fourth apparatus for concentrating the harvested fermentation medium by filtration and diluting the filtered
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fermentation medium;

a fifth apparatus for carrying out a first purification of botulinum neurotoxin obtained from the harvested fermen-
tation medium, the fifth apparatus comprising an anion exchange chromatography medium capable of capturing
botulinum neurotoxin;

a sixth apparatus for carrying out a second purification of botulinum neurotoxin eluted from the anion exchange
chromatography medium, the sixth apparatus comprising a cation exchange chromatography medium;

a seventh apparatus for carrying out a third purification of botulinum neurotoxin eluted from the cation exchange
chromatography medium, the seventh apparatus comprising a hydrophobic interaction chromatography medi-
um; and

an eighth apparatus for filtering purified botulinum neurotoxin from the seventh apparatus, wherein the eighth
apparatus comprises a filtration membrane, and wherein the obtained botulinum toxin-containing product has
a potency of 1.8 X 107 to 6.6 X 107 units/mg, the product comprises 1.1 ng or less of residual nucleic acid per
mg of the product, and the process is able to be carried out in one week or less;

wherein the system is capable of purifying the botulinum neurotoxin without the use of an animal-derived enzyme.
The system of claim 7, further comprising a modular atmosphere-controlled apparatus comprising an anaerobic

chamber which is capable of containing the first apparatus, wherein the anaerobic chamber comprises an integrated
high efficiency particulate air filter.

Patentanspriiche

Verfahren zur Herstellung eines biologisch aktiven Botulinum-Neurotoxin-Typ-A-Komplexes, umfassend die aufei-
nanderfolgenden Schritte:

(a) Kultivieren von Clostridium botulinum-Bakterien in einem Kulturmedium, das vollstandig frei von tierischen
Produkten ist oder tierische Produkte in einer Menge von weniger als 1 % (G/V) enthalt;

(b) Fermentieren von Clostridium botulinum-Bakterien aus dem Kulturmedium in 1,8 bis 82,5 € eines Fermen-
tationsmediums, das vollsténdig frei von tierischen Produkten ist oder tierische Produkte in einer Menge von
weniger als 1 % (G/V) enthalt;

(c) Ernten des Fermentationsmediums durch Entfernen von Zelltrimmern;

(d) Konzentrieren des geernteten Fermentationsmediums durch Filtration;

(e) Verdiinnen des konzentrierten Fermentationsmediums durch Zugabe eines Puffers;

(f) Durchfiihren eines ersten Kontaktierungsschrittes, bei dem das verdiinnte, geerntete Fermentationsmedium
mit einem Anionenaustausch-Chromatografiemedium in Kontakt gebracht wird, so dass biologisch aktives Bo-
tulinum-Neurotoxin im Medium durch das Anionenaustauschmedium eingefangen wird;

(g) Eluieren des eingefangenen Botulinum-Neurotoxins aus dem Anionenaustauschmedium, um ein erstes
Eluat zu erhalten;

(h) Durchfiihren eines zweiten Kontaktierungsschrittes, bei dem das erste Eluat mit einem Kationenaustausch-
Chromatografiemedium in Kontakt gebracht wird, um Verunreinigungen aus dem ersten Eluat zu entfernen,
wodurch ein zweites Eluat erhalten wird;

(i) Durchflihren eines dritten Kontaktierungsschrittes, bei dem das zweite Eluat mit einem hydrophoben Wech-
selwirkungs-Chromatografiemedium in Kontakt gebracht und eluiert wird, um ein drittes Eluat zu erhalten;

(j) Verarbeiten des dritten Eluats durch Diafiltration; und

(k) Filtrieren des verarbeiteten dritten Eluats, um ein einen biologisch aktiven Botulinum-Neurotoxin-Typ-A-
Komplex enthaltendes Produkt mit einer Potenz von 1,8 X 107 bis 6,6 X 107 Einheiten/mg zu erhalten;

wobei zumindest eines des Kulturmediums und des Fermentationsmediums ein pflanzliches Protein enthalt und
kein tierisches Enzym verwendet wird, um das Botulinum-Neurotoxin zu reinigen; und
wobei das Verfahren innerhalb einer Woche oder weniger durchgefihrt wird.

Verfahren geméass Anspruch 1, wobei das Fermentationsmedium nicht mehr als 5,5 % (G/V) eines pflanzlichen
Proteinprodukts, nicht mehr als 2,2 % (G/V) eines Hefeextrakts und nicht mehr als 2,2 % (G/V) Glucose umfasst

und wobei der pH-Wert des Fermentationsmediums zu Beginn des Fermentationsschrittes 5,85 bis 8,8 betragt.

Verfahren gemass Anspruch 1, wobei der Kultivierungsschritt durchgefiihrt wird, bis die optische Dichte des Kul-
turmediums bei 540 nm zwischen 0,72 AU und 4,95 AU liegt.

28



10

15

20

25

30

35

40

45

50

55

EP 2 454 275 B1

4. Verfahren geméass Anspruch 1, wobei der Fermentationsschritt fir 54 bis 88 Stunden durchgefilhrt wird, bis die

optische Dichte des Fermentationsmediums bei 890 nm auf zwischen 0,045 AU und 0,77 AU abnimmt.

5. Verfahren gemass Anspruch 1, wobei der Kultivierungsschritt durch Einflihren einer Menge einer tierproduktfreien
Clostridium botulinum-Arbeitszellenbank in das Kulturmedium initiiert wird, wobei die Arbeitszellenbank 0,9 x 104
bis 5,5 X 107 koloniebildende Einheiten von Clostridium botulinum pro Milliliter der Arbeitszellenbank enthalt und
das Clostridium botulinum-Bakterium in der Arbeitszellenbank eine im wesentlichen einheitliche Morphologie auf-
weist.

6. Verfahren gemass Anspruch 1, wobei das Produkt aus Schritt (k) nicht mehr als 1 ng Restnukleins&ure pro mg des
Produkts umfasst.

7. System zur Herstellung eines biologisch aktiven Botulinum-Neurotoxins, umfassend:

eine erste Vorrichtung zur anaeroben Kultivierung von Clostridium botulinum-Bakterien, wobei die erste Vor-
richtung in der Lage ist, 180 ml bis 1,1 € eines Kulturmediums zu enthalten, das vollsténdig frei von tierischen
Produkten ist oder tierische Produkte in einer Menge von weniger als 1 % (G/V) enthalt;

eine zweite Vorrichtung zur anaeroben Fermentation von Clostridium botulinum-Bakterien, die in der ersten
Vorrichtung kultiviert worden sind, wobei die zweite Vorrichtung in der Lage ist, 1,8 bis 82,5 € eines Fermenta-
tionsmediums zu enthalten, das vollsténdig frei von tierischen Produkten ist oder tierische Produkte in einer
Menge von weniger als 1 % (G/V) enthalt, und die zweite Vorrichtung zumindest eine Einwegsonde, ausgewéahlt
aus einer Reduktionsoxidationssonde, einer pH-Sonde und einer Tribungssonde, einschliesst;

eine dritte Vorrichtung zum Ernten des Fermentationsmediums;

eine vierte Vorrichtung zum Konzentrieren des geernteten Fermentationsmediums durch Filtration und Verdin-
nen des filtrierten Fermentationsmediums;

eine flnfte Vorrichtung zur Durchfiihrung einer ersten Reinigung des aus dem geernteten Fermentationsmedium
erhaltenen Botulinum-Neurotoxins, wobei die flinfte Vorrichtung ein Anionenaustausch-Chromatografiemedium
umfasst, das in der Lage ist, Botulinum-Neurotoxin einzufangen;

eine sechste Vorrichtung zur Durchflihrung einer zweiten Reinigung des aus dem Anionenaustausch-Chroma-
tografiemedium eluierten Botulinum-Neurotoxins, wobei die sechste Vorrichtung ein Kationenaustausch-Chro-
matografiemedium umfasst;

eine siebte Vorrichtung zur Durchflihrung einer dritten Reinigung des aus dem Kationenaustausch-Chromato-
grafiemedium eluierten Botulinum-Neurotoxins, wobei die siebte Vorrichtung ein hydrophobes Wechselwir-
kungs-Chromatografiemedium umfasst; und

eine achte Vorrichtung zum Filtrieren von gereinigtem Botulinum-Neurotoxin aus der siebten Vorrichtung, wobei
die achte Vorrichtung eine Filtrationsmembran umfasst und wobeidas erhaltene, ein Botulinumtoxin enthaltende
Produkt eine Potenz von 1,8 X 107 bis 6,6 X 107 Einheiten/mg aufweist, wobei das Produkt 1,1 ng oder weniger
Restnukleinsaure pro mg des Produkts umfasst und das Verfahren innerhalb einer Woche oder weniger durch-
geflhrt werden kann;

wobei das System in der Lage ist, das Botulinum-Neurotoxin ohne Verwendung eines tierischen Enzyms zu
reinigen.

8. System gemass Anspruch 7, das ferner eine modulare Vorrichtung mit geregelter Atmosphére umfasst, die eine
anaerobe Kammer umfasst, die in der Lage ist, die erste Vorrichtung zu enthalten, wobei die anaerobe Kammer
einen integrierten hochwirksamen Partikelluftfilter umfasst.

Revendications

1. Procédé de production d’'un complexe de neurotoxine botulique de type A biologiquement active comprenant les
étapes séquentielles suivantes :

(a) la mise en culture de bactéries Clostridium botulinum dans un milieu de culture qui est totalement exempt
de produits d’origine animale ou qui contient des produits d’origine animale en une quantité inférieure a 1 %
(en poids/volume) ;

(b) la fermentation des bactéries Clostridium botulinum provenant du milieu de culture dans 1,8 a2 82,5 |1 d’'un
milieu de fermentation qui est totalement exempt de produits d’origine animale ou qui contient des produits
d’origine animale en une quantité inférieure a3 1 % (en poids/volume) ;
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(c) la collecte du milieu de fermentation en éliminant des débris cellulaires ;

(d) la concentration du milieu de fermentation collecté par filtration ;

(e) la dilution du milieu de fermentation concentré en y ajoutant un tampon ;

(f) la mise en oeuvre d’'une premiére étape de mise en contact dans laquelle le milieu de fermentation collecté
et dilué est mis en contact avec un milieu de chromatographie par échange d’anions de fagon a ce qu’une
neurotoxine botulique biologiquement active dans le milieu soit capturée par le milieu d’échange d’anions ;
(g) I'élution de la neurotoxine botulique capturée a partir du milieu d’échange d’anions pour obtenir un premier
éluat ;

(h) la mise en oeuvre d’'une deuxiéme étape de mise en contact dans laquelle le premier éluat est mis en contact
avec un milieu de chromatographie par échange de cations pour éliminer des impuretés a partir du premier
éluat, en obtenant ainsi un deuxiéme éluat ;

(i) la mise en oeuvre d’une troisieme étape de mise en contact dans laquelle le deuxiéme éluat est mis en
contact avec un milieu de chromatographie par interaction hydrophobe et élué pour obtenir un troisieme éluat;
(j) le traitement du troisieme éluat par diafiltration ; et

(k) la filtration du troisieme éluat traité pour obtenir un produit contenant un complexe de neurotoxine botulique
de type A biologiquement active présentant une activité de 1,8 x 107 & 6,6 x 107 unités/mg ;

dans lequel au moins un parmi le milieu de culture et le milieu de fermentation comprend une protéine végétale, et
aucune enzyme d’origine animale n’est utilisée pour purifier la neurotoxine botulique ; et
dans lequel le procédé est réalisé en une semaine ou moins.

Procédé selon la revendication 1, dans lequel le milieu de fermentation comprend au plus 5,5 % (en poids/volume)
d’un produit protéique d'origine végétale, au plus 2,2 % (en poids/volume) d’'un extrait de levure et au plus 2,2 %
(en poids/volume) de glucose, et dans lequel le pH du milieu de fermentation est de 5,85 a 8,8 au début de I'étape
de fermentation.

Procédé selon la revendication 1, dans lequel I'étape de mise en culture est réalisée jusqu’a ce que la densité
optique du milieu de culture a 540 nm soit située entre 0,72 UA et 4,95 UA.

Procédé selon la revendication 1, dans lequel I'étape de fermentation est réalisée pendant 54 a 88 heures jusqu’a
ce que la densité optique du milieu de fermentation a 890 nm diminue jusqu’a étre située entre 0,045 UA et 0,77 UA.

Procédé selon la revendication 1, dans lequel I'étape de mise en culture est initiée par l'introduction d’'une quantité
d’une banque de cellules de travail de Clostridium botulinum exempte de produit animal au milieu de culture, la
banque de cellules de travail comprenant 0,9 x 104 & 5,5 x 107 unités formant colonie de Clostridium botulinum par
millilitre de la banque de cellules de travalil, et la bactérie Clostridium botulinum dans la banque de cellules de travail
ayant une morphologie sensiblement uniforme.

Procédé selon la revendication 1, dans lequel le produit de I'étape (k) comprend au plus 1 ng d’acide nucléique
résiduel par mg du produit.

Systéme de production d’une neurotoxine botulique biologiquement active comprenant :

un premier appareil pour la mise en culture anaérobie de bactéries Clostridium botulinum, le premier appareil
étant capable de contenirde 180 mla 1,1 I d’un milieu de culture qui est totalement exempt de produits d’origine
animale ou contient des produits d’origine animale en une quantité inférieure & 1 % (en poids/volume) ;

un deuxiéme appareil pour la fermentation anaérobie des bactéries Clostridium botulinum qui ont été mises en
culture dans le premier appareil, le second appareil étant capable de contenir de 1,8 a 82,5 | d’'un milieu de
fermentation qui est totalement exempt de produits d’origine animale ou contient des produits d’origine animale
en une quantité inférieure a 1 % (en poids/volume), et le deuxiéme appareil comprenant au moins une sonde
jetable sélectionnée parmi une sonde d’oxydo-réduction, une sonde de pH et une sonde de turbidité ;

un troisiéme appareil pour la collecte du milieu de fermentation ;

un quatriéme appareil pour la concentration du milieu de fermentation collecté par filtration et la dilution du
milieu de fermentation filtré ;

un cinquiéme appareil pour la mise en oeuvre d’'une premiére purification de la neurotoxine botulique obtenue
a partir du milieu de fermentation collecté, le cinquiéme appareil comprenant un milieu de chromatographie par
échange d’anions capable de capturer la neurotoxine botulique ;

un sixiéme appareil pour la mise en oeuvre d’une deuxiéme purification de la neurotoxine botulique éluée a
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partir du milieu de chromatographie par échange d’anions, le sixieme appareil comprenant un milieu de chro-
matographie par échange de cations ;

un septiéme appareil pour la mise en oeuvre d’une troisieme purification de la neurotoxine botulique éluée a
partir du milieu de chromatographie par échange de cations, le septieme appareil comprenant un milieu de
chromatographie par interaction hydrophobe ; et

un huitieme appareil pour la filtration de la neurotoxine botulique purifi€ée provenant du septi€éme appareil, dans
lequel le huitiéme appareil comprend une membrane de filtration, et dans lequel le produit contenant la toxine
botulique obtenu présente une activité de 1,8 x 107 4 6,6 x 107 unités/mg, le produit comprend 1,1 ng ou moins
d’acide nucléique résiduel par mg du produit, et le procédé est capable d’étre réalisé en une semaine ou moins ;
dans lequel le systéme est capable de purifier la neurotoxine botulique sans l'utilisation d’'une enzyme d’origine
animale.

8. Systéme selon la revendication 7, comprenant en outre un appareil modulaire a atmosphére contrdélée comprenant
une chambre anaérobie qui est capable de contenir le premier appareil, dans lequel la chambre anaérobie comprend
un filtre & particules en suspension dans I'air a haute efficacité intégré.
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BOTULINUM NEURQTOXIN ELOALLITASARA SZOLGALD ELJARAS ES RENDSZER

genypantok

1. Binlogistiag alktiv bolulinum neurotoxin A tpust komplex aldalitasara szolgdld
alidras, amsly 8 kdvetkazd sgymast koveld lepdssket foglalia magaban:

(qy Clostridium botudinum bakiériumok tenyészidse olyan apkdzegben, amely
eliesen menfes ax allall gredell  termeékekt®l vagy kevesebb mint
{mm@gﬁéﬁnqat} Yo-bant tartaimaz sllati eradet( ermekaket

t&ﬁ@g‘am fermentacios mmgmi, amaiy t@i;asan mentes sz Slisll eradetl
tenmékekid!l, vagy kevessbh mint 1 thrmegiterfogat) Ye-ban tadalmaz Sl sredetd
termekekst;

{0) 2 fermentacios kdzey belaharitdsa g cellularis Wrmelek eltavolitdsaval;

{d) a botakariiott fermentacios kdzeg sziirésssl Wénd koncentraldss,

{&) a koncantralt fermeniacids kbzeg pulfer hozzdadisaval rénd higitdsa;

{f} olsd, érintkesdésl Bpés végrshajiasa, amelyben a higitoll betakaritolt
fermentacios kézeg eqy anioncsersld kromatografias kisegge! érintkexik ugy,
hogy a kdzegben 1vd bioldgiailag akliv hbotulinum neurctokin az anioncserdld
kirzegban meghkdtodik;

{g) & meghdiolt botulinum neurctoxin eludlass az anioncserdlé kdzeghdd, az alsd
aludtum eldalitasdra;

() egy masodik érintkezési Bpés végrehajtdsa, amelyben az elst aludtum
kationcserslé  kromstografias  késeggel  érintkezik,  amshmek  celis  a
szennyezddések shidvolitdsa az slsd sluatumbdl, szaltal sgy masodik eludtum
slddiitdsa;

{i} sgy harmadik érintkezast igpés vegrehajlasa, amelyben g masadik sludtum egy
hidrotdb kolesdnhatasy kromatografids kOzeggel érintkezil, ds slusidsra kel
améiyr‘z@k aéija egy harmadik aiué‘amm sldalitass;

gi{} 8 f@!s:inige:szmt harmadik sludtum szirdse, amesiynak célig binlogiailng akiv
botulinum neurotoxin A tipust komplex sléaliitasa, amely 1.8 » 107 - 88 = 107
agysagimg hatékanysagl terméket tartalmaz,
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ahol & lenydsziGkdzeg &8 a fermentacios kozey legaldhb egyike ndvényi fehanst
tartalmaz és semmilyen dlatl eredetd enzim nem haszndlatos a botulinum
neuretoxin Hsztithsara; 8s ahol ax sliards slvégeésare legfeljsbl egy hét alatlt kerl
QL

Az 1. igoypont szerinll eljgras, ahol & femmentdcids kizeg maxinwm 55
{bmegitddogali%-ban arlalimaz ndvényl eradelll fehdretarmeket, maximum 22
{tomegitériogali%-ban dleszibkivonatot 8s maximum 2,2 (dmegiterfogali¥%-han
glakozt, os ahol a fermentacies kozeg pH-ja 585461 8 8-y terjed a fermentacios
lepss kezdeatén,

Az 1. igénypont szenntl elidras, shol g tenyasziesl iépes addig folytatedik, amig a
fenyssstd kbzeg optikal stirtissge 540 nm-ngd 0,72 AU 84 4,85 AU kG281 nincs.

Az 1. igénypont szenint eljards, ahol a fermemacids épesre 54-88 &rdig kerlil sor,
amig a fermentdcios kdzeg optikai stnisege 880 nm-nel 0.045 AU &5 Q77 AU
kozdl nem lese.

Az 1. igénypont szerint ¢ljgras, shol 8 tenyeszigsi Ipés adott memmyisegl, sllsk
termakid! mentes Clostridium  botulinum  szaporitts sejtbanknak 8 tenyésstd
k&zegher vald hozzdadasdval indul, @ szaporitd sejtbank a Clostridium bofulinum
0.8 x 10° - B5 x 10 iclopképzé egységst tardalmazza a szaporitd seftbank
miftitersként, és a Clostidium  bofulinum  bakisrium  Isnyegsben egységss
marfoldgidval rendelkezik a szaporitd seftbankban,

Az 1. igénypant sterintl olidrds, ahol a (k) lépéshen litalitott termelk mandmur 1
ng maradsk nukleinsavat tartaimaz & termdk mg-idra vonatkoztatva,

Biologiailag akliv botulinum newotoxin sloslitdssars szolgald rendszer, amely az
alabbiakat foglalis magaban:

Clostridium hotulinum baktériumok anagcob fenvesziésérs szolgald alsd kasaidek,
amely dllatt erodetl termeékekid! teljesen mentes vagy 1 {Gmegitéfogall %
mannyiségné! kevesebb allati sradelil termékeket tartalmazd tenyésatd kizeg 180
mi- 1,1 Ligfogatat taralmazhatjs,



az elsd készilékben tenyésstett Clostridium bolulinum bakiériumek anasrob

fermentdcidjdra szolgdld masodik készilek, amely az allall eredetl termékekit
felipsen maentes, vagy kevesebb mint 1 (Wmegfefogall® mennyisegl allall
gradetll  termeket tartabmazd fermenticios kbzeg 18828 | térfogatat
tartalmazhatis, s 8 mésodik késziiek legaldbb egy, s kovetkezOk kozdl
Kivdlasziolt aldobhatd érzekeldt fartaimaz: redubcids-oxidacids érzékeld, pH-
arzdkald ¢s zavarossag-drzdkeld;

agy harmadik keszilsk a fermentsicios kbzeg belakaritasars,

gy negyedik készildk a betskaritolt fermentacios kodzeg szivéssel vald
konceniralisdra &s a selnt fermentacios kdzeg higitasars;

agy Ot6dik késsulek a8 belakaritot formentdcids kizegbdl nyert botulinum
pnauwrotoxin elen lisziitdsdra, ahwl az &lGdik készilék a botulinum neurctoxin
magkdtesére képes anioncserdld kromatografias kozagst tartalimaz,

ar anioncseréld kromatografids kézegbdl eludlt botulinum newotoxin masodik
tisztitdsdra srolgald hatodik kész(igk, amely sgy kationcserdlsd kromatografias
kbzeget tartalmaz,

a kationcserdld kromstografias kézegbdl siuglt bollinum neurctoxin harmadik
tisziitdsdra seplgale hatedik  keészidék, amely egy hidroféb  kilosbnhatasy
kromatografias kdzeget tatalmas,

a hetedik keszUlekh! szarmard tisztitott bollinum neurptoxin szlirésara szolgald
nyolcadik készilék, shol a nyolcadik keszUigk egy szlrbmenbrant tartalimaz, es
ahol & kapott botulinum foxing tartaimazo termék hatékonysdga 18 x 107 - 86 x
107 mgyséoimg, & termék mg-eként 1.1 g vagy anndl kevesebb rmaradek
nukieinsaval tartalmaz, &s sz sljards egy hét vagy annal rovidebb o alatt
glvdgezhatd;

ahol & rendszer képes a boldinum nsurofosin tsetitasdrs gilall sredetll snzim
atkalmazasa nélkid

A 7. igénypont seerinfl rendszer, amely eQy snasrob Kamrdl farlalmazo
szabalyozolt atmosziérdju késsllsket is tartalmaz, amsly képes ama, hogy
magaban foglalia ar elso kesziléket, ahol sz angerob kamra bedpitet! nagy
hatékonysaguy, részecskek sltdvolitasara szolgald Iegsatndt fardalimaz.
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