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TITLE
PURIFICATION OF TRIGLYCERIDE OIL FROM MICROBIAL SOURCES
USING SHORT PATH DISTILLATION
This application claims the benefit of U.S. Provisional Application No.
61/441,842, filed February 11, 2011, which is hereby incorporated by
reference in its entirety.
FIELD OF THE INVENTION

The present invention is directed to the purification of lipids containing

polyunsaturated fatty acids (PUFAs). In particular, processes are provided for

reducing the amount of undesired sterols (e.g., ergosterol) from microbial oil

compositions enriched in triacylglyercols and comprising at least one PUFA using

short path distillation (SPD).
BACKGROUND OF THE INVENTION
Microorganisms such as filamentous fungi, yeast and algae produce a

variety of lipids, including fatty acyls, glycerolipids, phospholipids,
sphingolipids, saccharolipids, polyketides, sterol lipids and prenol lipids. It is
advantageous to extract some of these lipids from the microbial cells in which
they are produced, and thus a variety of processes have been implemented.

One class of lipids commonly extracted from microbes is glycerolipids,
including the fatty acid esters of glycerol ("triacylglycerols" or “TAGs”). TAGs
are the primary storage unit for fatty acids, and thus may contain long chain
polyunsaturated fatty acids (PUFAs), as well as shorter saturated and
unsaturated fatty acids and longer chain saturated fatty acids. There has
been growing interest in including PUFAs, such as eicosapentaenoic acid
[‘EPA”; omega-3] and docosahexaenoic acid [‘DHA”; omega-3], in
pharmaceutical and dietary products. Means to efficiently and cost-effectively
extract, refine and purify lipid compositions comprising PUFAs are therefore
particularly desirable.

Many typical lipid isolation procedures involve disruption of the
microbial cells (e.g., via mechanical, enzymatic or chemical means), followed

by oil extraction using organic or green solvents. The disruption process
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releases the intracellular lipids from the microbial cells, which makes them
readily accessible to the solvent during extraction. After extraction, the
solvent is typically removed (e.g., by evaporation, for example by application
of vacuum, change of temperature or pressure, etc.).

The resulting extracted oil is enriched in lipophilic components that
accumulate in lipid bodies. In general, the major components of lipid bodies
consist of TAGs, ergosterol esters, other sterol esters, free ergosterol and
phospholipids. PUFAs present in lipid bodies are mainly as components of
TAGs, diacylglycerols, monoacylglycerols and phospholipids, but can also be
in the form of free fatty acids. The extracted oil may be subsequently refined
to produce a highly purified TAG fraction enriched in PUFAs. Final
specifications concerning the purified TAG fraction may be application-
dependent, for example, depending on whether the oil is to be used as an
additive or supplement (e.g., in food compositions, infant formulas, animal
feeds, etc.), in cosmetic or pharmaceutical compositions, etc. Acceptable
contaminant standards are either self-imposed (wherein a particular
contaminant results in an undesirable property, e.g., haziness/cloudiness,
odor) or determined by external nutrition councils (e.g., A Voluntary
Monograph Of The Council for Responsible Nutrition (Washington, D.C.),
March 2006, specifies the maximum acid, peroxide, anisidine, TOTOX,
polychlorinated dibenzo-para-dioxin and polychlorinated dibenzofuran values
for omega-3 EPA, omega-3 DHA and mixtures thereof).

U.S. Patent 6,166,230 (GIST-Brocades) describes a process for
treating a microbial oil comprising PUFAs (e.g., from Mortierella alpina) with a
polar solvent to extract at least one sterol (e.g., desmosterol) that is soluble in
the solvent and then separating at least some of the solvent containing the
sterol from the oil, wherein the oil has a sterol content of less than 1.5%.

U.S. Patent 7,695,626 (Martek) describes a process for recovering
neutral lipids comprising PUFAs from a microbial biomass (e.g.,
Schizochytrium), said process comprising the steps of contacting the biomass

with a nonpolar solvent to recover lipid in an extraction process, refining
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and/or bleaching and/or deodorizing the lipid composition, adding a polar
solvent to the lipid composition, cooling the mixture to selectively precipitate
at least one other compound (e.g., trisaturated glycerides, phosphorus-

containing materials, wax esters, saturated fatty acid containing sterol esters,
sterols, squalene, hydrocarbons) and then reducing the amount of this
undesirable compound from the lipid composition.

Previous methods have not utilized techniques of short path distillation

as an effective means to avoid exposing PUFAs, specifically highly
unsaturated fatty acids, to high temperatures and reduce the amount of
ergosterol (ergosta-5,7,22-trien-3B-ol; CAS Registry Number 57-87-4)
contaminants from microbial oils.

SUMMARY OF THE INVENTION

In a first embodiment, the invention concerns a process for reducing

the amount of sterol in a sterol-containing microbial oil composition, said
method comprising:
a) distilling, at least once under short path distillation conditions, the
sterol-containing microbial oil wherein said oil comprises:
(i) triacylglycerol comprising one or more polyunsaturated fatty
acids; and,
(ii) a sterol fraction of at least 300 mg/100 g of oil;
wherein said distillation produces a distillate fraction comprising
the sterol and a triacylglycerol-containing fraction having a reduced
amount of the sterol when compared to the amount of sterol in the
sterol-containing microbial oil composition that has not been
subjected to short path distillation; and,
b) optionally, recovering the triacylglycerol-containing fraction.
In a second embodiment, the short path distillation conditions comprise
at least one pass of the sterol-containing microbial oil at a vacuum level of not

more than 30 mTorr and a temperature of not more than 300 °C.
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In a third embodiment, the sterol fraction comprises one or more sterols
selected from the group consisting of: stigmasterol, ergosterol, brassicasterol,
campesterol, B-sitosterol and desmosterol.

In a fourth embodiment, the reduction in the amount of sterols in the
triacylglycerol-containing fraction is at least 40% when compared to the
amount of sterols in the sterol-containing microbial oil composition.
Preferably, the reduction in the amount of sterols in the triacylglycerol-
containing fraction is at least 70% and more preferably at least 80% when
compared to the amount of sterols in the sterol-containing microbial oil
composition.

In a fifth embodiment, the triacylglycerol-containing fraction having a
reduced sterol fraction has improved clarity when compared to the sterol-
containing microbial oil composition that has not been subjected to short path
distillation.

In a sixth embodiment, the sterol-containing microbial oil composition is
obtained from yeast, algae, euglenoids, stramenopiles, fungi, or a mixture
thereof. Preferably, the sterol-containing microbial oil composition is obtained
from oleaginous microbes from a genus selected from the group consisting of
Mortierella, Thraustochytrium, Schizochytrium, Yarrowia, Candida,
Rhodotorula, Rhodosporidium, Cryptococcus, Trichosporon, and Lipomyces;
more preferably, the sterol-containing microbial oil composition is obtained
from microbial biomass of recombinant Yarrowia cells engineered for the
production of a polyunsaturated fatty acid(s).

In a seventh embodiment, the distilling step may include two or more
consecutive short path distillations of the microbial oil composition. Each
consecutive short path distillation may be at a temperature that is higher than
the temperature of the immediately preceding short path distillation.

BIOLOGICAL DEPOSITS

The following biological materials have been deposited with the

American Type Culture Collection (ATCC), 10801 University Boulevard,
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Manassas, VA 20110-2209, and bear the following designations, accession
numbers and dates of deposit.

Biological Material Accession No. Date of Deposit
Yarrowia lipolytica Y8412 ATCC PTA-10026 May 14, 2009
Yarrowia lipolytica Y8259 ATCC PTA-10027 May 14, 2009

The biological materials listed above were deposited under the terms
of the Budapest Treaty on the International Recognition of the Deposit of
Microorganisms for the Purposes of Patent Procedure. The listed deposit will
be maintained in the indicated international depository for at least 30 years
and will be made available to the public upon the grant of a patent disclosing
it. The availability of a deposit does not constitute a license to practice the
subject invention in derogation of patent rights granted by government action.

Yarrowia lipolytica Y9502 was derived from Y. lipolytica Y8412,
according to the methodology described in U.S. Pat. Appl. Pub. No. 2010-
0317072-A1. Similarly, Yarrowia lipolytica Y8672 was derived from Y.
lipolytica Y8259, according to the methodology described in U.S. Pat. Appl.
Pub. No. 2010-0317072-A1.

BRIEF DESCRIPTION OF THE DRAWINGS AND SEQUENCE LISTING

FIG. 1 provides an overview of the processes of the invention, in the

form of a flowchart. Specifically, a microbial fermentation produces untreated
microbial biomass, which may optionally be mechanically processed. Qil
extraction of the untreated microbial biomass results in residual biomass and
extracted oil. Distillation of the extracted oil using short path distillation (SPD)
conditions then reduces the amount of sterols in the purified triacylglyceride
(TAG)-fraction (i.e., the SPD-purified microbial oil).

FIG. 2 provides plasmid maps for the following: (A) pZKUM; and, (B)
pZKL3-9DPIN.

The following sequences comply with 37 C.F.R. §1.821-1.825
("Requirements for Patent Applications Containing Nucleotide Sequences
and/or Amino Acid Sequence Disclosures - the Sequence Rules”) and are
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consistent with World Intellectual Property Organization (WIPQO) Standard
ST.25 (1998) and the sequence listing requirements of the EPO and PCT
(Rules 5.2 and 49.5(a-bis), and Section 208 and Annex C of the
Administrative Instructions). The symbols and format used for nucleotide and
amino acid sequence data comply with the rules set forth in 37 C.F.R. §1.822.
SEQ ID NOs:1-8 are open reading frames encoding genes, proteins

(or portions thereof), or plasmids, as identified in Table 1.

Table 1. Summary Of Nucleic Acid And Protein SEQ ID Numbers

Description Nucleic acid Protein
SEQ ID NO. | SEQ ID NO.

Plasmid pZKUM 1 -

(4313 bp)

Plasmid pZKL3-9DP9N 2 -
(13565 bp)

Synthetic mutant delta-9 elongase, derived from 3 4

Euglena gracilis (‘EgD9eS-L35G") (777 bp) (258 AA)

Yarrowia lipolytica delta-9 desaturase gene 5 6

(GenBank Accession No. XM 501496) (1449 bp) (482 AA)

Yarrowia lipolytica choline-phosphate cytidylyl- 7 8

transferase gene (GenBank Accession No. (1101 bp) (366 AA)

XM_502978)

DETAILED DESCRIPTION OF THE INVENTION

The disclosures of all patent and non-patent literature cited herein are

hereby incorporated by reference in their entireties.

When an amount, concentration, or other value or parameter is given
as either a range, preferred range, or a list of upper preferable values and
lower preferable values, this is to be understood as specifically disclosing all
ranges formed from any pair of any upper range limit or preferred value and
any lower range limit or preferred value, regardless of whether ranges are
separately disclosed. Where a range of numerical values is recited herein,
unless otherwise stated, the range is intended to include the endpoints
thereof, and all integers and fractions within the range. It is not intended that
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the scope of the invention be limited to the specific values recited when
defining a range.

LS LS

As used herein, the terms “comprises”, “comprising”, “includes”,
“including”, “has”, “having”, “contains” or “containing”,or any other variation
thereof, are intended to cover a non-exclusive inclusion. For example, a
composition, mixture, process, method, article, or apparatus that comprises a
list of elements is not necessarily limited to only those elements but may
include other elements not expressly listed or inherent to such composition,
mixture, process, method, article, or apparatus. Further, unless expressly
stated to the contrary, “or” refers to an inclusive or and not to an exclusive or.
For example, a condition A or B is satisfied by any one of the following: A is
true (or present) and B is false (or not present), A is false (or not present) and
B is true (or present), and both A and B are true (or present).

Also, the indefinite articles “a” and “an” preceding an element or
component of the invention are intended to be nonrestrictive regarding the
number of instances (i.e., occurrences) of the element or component.
Therefore, “a” or “an” should be read to include one or at least one, and the
singular word form of the element or component also includes the plural
unless the number is obviously meant to be singular.

As used herein the term “invention” or “present invention” is intended
to refer to all aspects and embodiments of the invention as described in the
claims and specification herein and should not be read so as to be limited to
any particular embodiment or aspect.

The following definitions are used in this disclosure:

“Carbon dioxide” is abbreviated as “CO;".

“American Type Culture Collection” is abbreviated as “ATCC".

“Polyunsaturated fatty acid(s)” is abbreviated as “PUFA(s)".

“Phospholipids” are abbreviated as “PLs".

“Triacylglycerols” are abbreviated as “TAGs”. Herein the term
“triacylglycerols” (TAGS) is synonymous with the term “triacylglycerides” and

refers to neutral lipids composed of three fatty acyl residues esterified to a
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glycerol molecule. TAGs can contain long chain PUFAs and saturated fatty
acids, as well as shorter chain saturated and unsaturated fatty acids.

“Free fatty acids” are abbreviated as “FFAs”.

“Total fatty acids” are abbreviated as "TFAs".

“Fatty acid methyl esters” are abbreviated as “FAMEs”.

“Dry cell weight” is abbreviated as “DCW”.

“Millitorr” is abbreviated as “mTorr”.

The term “reduced” means having a smaller quantity, for example a
quantity only slightly less than the original quantity, or for example a quantity
completely lacking in the specified material, and including all quantities in
between.

As used herein the term “microbial biomass” refers to microbial cellular
material from a microbial fermentation comprising TAGs comprising PUFAs.
The biomass may be in the form of whole cells, whole cell lysates,
homogenized cells, partially hydrolyzed cellular material, and/or disrupted
cells.

The term “untreated microbial biomass” refers to microbial biomass
prior to extraction with a solvent. Optionally, untreated microbial biomass
may be subjected to at least one mechanical process (e.g., by drying the
biomass, disrupting the biomass, or a combination of these) prior to extraction
with a solvent.

As used herein the term “residual biomass” refers to microbial cellular
material from a microbial fermentation comprising TAGs that comprise
PUFAs, which has been extracted at least once with a solvent.

The term “lipids” refer to any fat-soluble (i.e., lipophilic), naturally-
occurring molecule. Lipids are a diverse group of compounds that have many
key biological functions, such as structural components of cell membranes,
energy storage sources and intermediates in signaling pathways. Lipids may
be broadly defined as hydrophobic or amphiphilic small molecules that
originate entirely or in part from either ketoacyl or isoprene groups. A general

overview of lipids, based on the Lipid Metabolites and Pathways Strategy
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(LIPID MAPS) classification system (National Institute of General Medical

Sciences, Bethesda, MD), is shown below in Table 2.
Table 2. Overview Of Lipid Classes

Structural
Building Block

Lipid Category

Examples Of Lipid Classes

Derived from
condensation
of ketoacyl
subunits

Includes fatty acids, eicosanoids, fatty

Fatty Acyls esters and fatty amides
Includes mainly mono-, di- and tri-

Glycerolipids substituted glycerols, the most well-known
being the fatty acid esters of glycerol
(triacylglycerols)

Glycero- Includes phosphatidylcholine,

phospholipids or
Phospholipids

phosphatidylethanoclamine, phospha-
tidylserine, phosphatidylinositols and
phosphatidic acids

Sphingolipids

Includes ceramides, phospho-sphingolipids
(e.g., sphingomyelins), glycosphingolipids
(e.g., gangliosides), sphingosine,
cerebrosides

Saccharolipids

Includes acylaminosugars, acylamino-sugar
glycans, acyltrehaloses,
acyltrehalose glycans

Includes halogenated acetogenins,
polyenes, linear tetracyclines,

Polyketides polyether antibiotics, flavonoids,
aromatic polyketides
Includes sterols (e.g., cholesterol), C18
Derived from steroids (e.g., estrogens), C19 steroids
: Sterol Lipids (e.g., androgens), C21 steroids (e.g.,
condensation t i ticoid dmi |
fisoprene progestogens, glucocorticoids and mineral-
© . ocorticoids), secosteroids, bile acids
subunits Includes isoprenoids, carotenoids, quinones
Prenol Lipids P ’ - d ’

hydroquinones, polyprenols, hopanoids

The term “sterol-containing microbial oil composition” refers to a lipid

substance that is liquid at 25 °C and comprises (i) at least one sterol; and (ii)

triacylglycerides (TAGs) comprising one or more PUFAs. More specifically,

the sterol-containing microbial oil composition derived from a microbial

biomass has a sterol fraction of at least 300 mg/100 g of oil, comprising one

or more sterols.

Sterols, which function in the membrane permeability of cells, have

been isolated from all major groups of living organisms, although there is
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diversity in the predominant sterol isolated. The predominant sterol in higher
animals is cholesterol, while ¥-sitosterol is commonly the predominant sterol
in higher plants (although it is frequently accompanied by campesterol and
stigmasterol). Generalization concerning the predominant sterol(s) found in
microbes is more difficult, as the composition depends on the particular
microbial species. For example, the oleaginous yeast Yarrowia lipolytica
predominantly comprises ergosterol, fungi of the genus Morteriella
predominantly comprise cholesterol and desmosterol, and stramenopiles of
the genus Schizochytrium predominantly comprise brassicasterol and
stigmasterol. A summary of sterols often found in sterol-containing microbial
oils is shown below in Table 3; in contrast, these sterols are not typically
found in fish oils. When present in sterol-containing microbial oils, the sterols
of Table 3 tend to precipitate out of the microbial oil due to high melting points
and reduced solubility at lower storage temperatures, which result in a cloudy
oil. Itis highly desirable to minimize undesirable cloudiness in the microbial
oil by reducing the concentration of these sterols.

Table 3. Sterols In Sterol-Containing Microbial Oils

Common Name Chemical Name CAS Regqistry No.
Stigmasterol Stigmasta-5,22-dien-3-ol 83-48-7
Ergosterol Ergosta-5,7,22-trien-33-0l 474-67-9
Brassicasterol Ergosta-5,22-dien-33-ol 57-87-4
Campesterol (24R)-Ergost-5-en-33-0l 474-62-4
3-Sitosterol Stigmast-5-en-3-ol, 83-46-5
Desmosterol Cholesta-5,24-dien-33-ol 313-04-2

Preferred sterol-containing microbial oils have a sterol fraction of at least 300
mg/100 g of oil, comprising one or more sterols.

The sterol-containing microbial oil composition also preferably
comprises about 25% PUFAs in the total lipids, preferably at least about 30%
PUFAs in the total lipids, more preferably at least about 35% PUFASs in the
total lipids, more preferably at least about 40% PUFAs in the total lipids, more
preferably at least about 40-45% PUFAs in the total lipids, more preferably at
least about 45-50% PUFAs in the total lipids, more preferably at least about

-10 -
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50-60% PUFAs, and most preferably at least about 60-70% PUFAs or greater
in the total lipids.

The sterol-containing microbial oil composition is derived from a
microbial biomass typically provided by microbial fermentation. Thus, the
sterol-containing microbial oil composition useful in the invention may include
water. Preferably the oil has a moisture content of less than 10 weight
percent, more preferably a moisture content of less than 5 weight percent,
and most preferably a moisture content of 3 weight percent or less.

In oleaginous organisms, oil constitutes a major part of the total lipid.
“Oil” is composed primarily of triacylglycerols (TAGs) but may also contain
other neutral lipids, phospholipids (PLs) and free fatty acids (FFAs). The fatty
acid composition in the oil and the fatty acid composition of the total lipid are
generally similar; thus, an increase or decrease in the concentration of
PUFAs in the total lipid will correspond with an increase or decrease in the
concentration of PUFAs in the oil, and vice versa.

“Neutral lipids” refer to those lipids commonly found in cells in lipid
bodies as storage fats and are so called because at cellular pH, the lipids
bear no charged groups. Generally, they are completely non-polar with no
affinity for water. Neutral lipids generally refer to mono-, di-, and/or triesters
of glycerol with fatty acids, also called monoacylglycerol, diacylglycerol or
triacylglycerol (TAG), respectively, or collectively, acylglycerols. A hydrolysis
reaction must occur to release FFAs from acylglycerols.

The term “extracted oil” refers to an oil that has been separated from
cellular materials, such as the microorganism in which the oil was
synthesized. Extracted oils are obtained through a wide variety of methods,
the simplest of which involves physical means alone. For example,
mechanical crushing using various press configurations (e.g., screw, expeller,
piston, bead beaters, etc.) can separate oil from cellular materials.
Alternatively, oil extraction can occur via treatment with various organic
solvents (e.g., hexane, iso-hexane), enzymatic extraction, osmotic shock,

ultrasonic extraction, supercritical fluid extraction (e.g., CO2 extraction),

-11 -
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saponification and combinations of these methods. Further purification or
concentration of an extracted oil is optional.

The term “refined lipid composition” refers to a microbial oil
composition that is the product of a supercritical carbon dioxide (CO3)
extraction as disclosed in U.S. Pat. Pub. No. 2011-0263709-A1. The refined
lipid composition may comprise neutral lipids and/or free fatty acids while
being substantially free of phospholipids. The refined lipid composition
preferably has less than 30 ppm phosphorous, and more preferably less than
20 ppm phosphorous, as determined by the American Oil Chemists’ Society
(AOCS) Official Method Ca 20-99 entitled “Analysis for Phosphorus in Qil by
Inductively Coupled Plasma Optical Emission Spectroscopy” (Official
Methods and Recommended Practices of the AOCS, 6™ ed., Urbana, IL,
AOCS Press, 2009, incorporated herein by reference). The refined lipid
composition may be enriched in TAGs relative to the oil composition of the
microbial biomass. The refined lipid composition may undergo further
purification, such as via short path distillation as described herein, to produce
a “purified oil”.

Thus, a preferred sterol-containing microbial oil composition for the
process described herein is a refined lipid composition derived from
supercritical CO; extraction, the refined lipid composition comprising TAGs
comprising at least one PUFA and comprising at least one sterol.

The term “distilling” refers to a method of separating mixtures based on
differences in their volatilities in a boiling liquid mixture. Distillation is a unit
operation, or a physical separation process, and not a chemical reaction.

The term “short path distillation” (abbreviated as “SPD”) refers to a
separation method operating under an extremely high vacuum, in which the
SPD device is equipped with an internal condenser in close proximity to the
evaporator, such that volatile compounds from the material to be distilled after
evaporation travel only a short distance to the condensing surface. As a

result, there is minimal thermal degradation from this separation method.

12 -
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The term “SPD-purified oil” refers to a microbial oil containing a
triacylglycerol-fraction comprising one or more PUFAs, said oil having
undergone a process of distillation at least once under short path distillation
conditions. The distillation process reduces the amount of sterol in the SPD
purified oil, as compared to the sterol content in the oil prior to short path
distillation.

The term “total fatty acids” (TFAs) herein refer to the sum of all cellular
fatty acids that can be derivatized to fatty acid methyl esters (FAMEs) by the
base transesterification method (as known in the art) in a given sample, which
may be the biomass or oil, for example. Thus, total fatty acids include fatty
acids from neutral lipid fractions (including diacylglycerols, monoacylglycerols
and TAGs) and from polar lipid fractions (including the phosphatidylcholine
and the phosphatidylethanolamine fractions) but not FFAs.

The term “total lipid content” of cells is a measure of TFAs as a percent
of the dry cell weight (DCW), although total lipid content can be approximated
as a measure of FAMEs as a percent of the DCW (FAMEs % DCW). Thus,
total lipid content (TFAs % DCW) is equivalent to, e.g., milligrams of total fatty
acids per 100 milligrams of DCW.

The concentration of a fatty acid in the total lipid is expressed herein
as a weight percent of TFAs (% TFAs), e.g., milligrams of the given fatty acid
per 100 milligrams of TFAs. Unless otherwise specifically stated in the
disclosure herein, reference to the percent of a given fatty acid with respect to
total lipids is equivalent to concentration of the fatty acid as % TFAs (e.g., %
EPA of total lipids is equivalent to EPA % TFAs).

In some cases, it is useful to express the content of a given fatty
acid(s) in a cell as its weight percent of the dry cell weight (% DCW). Thus,
for example, eicosapentaenoic acid % DCW would be determined according
to the following formula: (eicosapentaenoic acid % TFAs) * (TFAs %
DCW)}/100. The content of a given fatty acid(s) in a cell as its weight percent
of the dry cell weight (% DCW) can be approximated, however, as:
(eicosapentaenoic acid % TFAs) * (FAMEs % DCW)]/100.
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The terms “lipid profile” and “lipid composition” are interchangeable
and refer to the amount of individual fatty acids contained in a particular lipid
fraction, such as in the total lipid or the oil, wherein the amount is expressed
as a weight percent of TFAs. The sum of the individual fatty acids present in
the mixture should be 100.

The term “fatty acids” refers to long chain aliphatic acids (alkanoic

acids) of varying chain lengths, from about C_, to C,,, although both longer

22’
and shorter chain-length acids are known. The predominant chain lengths
are between C, . and C,,. The structure of a fatty acid is represented by a

simple notation system of “X:Y”, where X is the total number of carbon ["C"]
atoms in the particular fatty acid and Y is the number of double bonds.
Additional details concerning the differentiation between “saturated fatty
acids” versus “unsaturated fatty acids”, “monounsaturated fatty acids” versus
“‘polyunsaturated fatty acids” (PUFAs), and “omega-6 fatty acids” (“o-6” or “n-
6”) versus “omega-3 fatty acids” (“wv-3” or “n-3”) are provided in U.S. Patent
7,238,482, which is hereby incorporated herein by reference.

Nomenclature used to describe PUFAs herein is given in Table 4. In
the column titled “Shorthand Notation”, the omega-reference system is used
to indicate the number of carbons, the number of double bonds and the
position of the double bond closest to the omega carbon, counting from the
omega carbon, which is numbered 1 for this purpose. The remainder of the
Table summarizes the common names of omega-3 and omega-6 fatty acids
and their precursors, the abbreviations that will be used throughout the
specification and the chemical name of each compound.

Table 4. Nomenclature of Polyunsaturated Fatty Acids And Precursors

Common Name | Abbreviation Chemical Name Shorthand
Notation

Myristic - tetradecanoic 14:0
Palmitic Palmitate hexadecanoic 16:0
Palmitoleic - 9-hexadecenoic 16:1
Stearic - octadecanoic 18:0
Oleic - cis-9-octadecenoic 18:1

Linoleic LA cis-9, 12-octadecadienoic 18:2 omega-6
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Gamma- GLA cis-6, 9, 12-octadecatrienoic | 18:3 omega-6
Linolenic

Eicosadienoic EDA cis-11, 14- eicosadienoic 20:2 omega-6
Dihomo- DGLA cis-8, 11, 14- eicosatrienoic | 20:3 omega-6
Gamma-

Linolenic
Arachidonic ARA cis-5, 8, 11, 14- 20:4 omega-6
eicosatetraenoic
Alpha-Linolenic ALA cis-9, 12, 15- 18:3 omega-3
octadecatrienoic
Stearidonic STA cis-6, 9, 12, 15- 18:4 omega-3
octadecatetraenoic
Eicosatrienoic ETrA cis-11, 14, 17- eicosatrienoic | 20:3 omega-3
Eicosa- ETA cis-8, 11, 14, 17- 20:4 omega-3
tetraenoic eicosatetraenoic
Eicosa- EPA cis-5, 8, 11, 14, 17- 20:5 omega-3
pentaenoic eicosapentaenoic

Docosal- DTA c:s-7,10,13,16-. 22:4 omega-3
tetraenoic docosatetraenoic

Docosa- DPAN-6 cis-4,7,10,13,16- 29:5 omega-6
pentaenoic docosapentaenoic

Docosa- DPAR-3 cis-7, 10, 13, 16, 19- 22:5 omega-3
pentaenoic docosapentaenoic

Docosa- DHA cis-4,7,10, 13, 16, 19- 22:6 omega-3
hexaenoic docosahexaenoic

The term “high-level PUFA production” refers to production of at least

about 25% PUFAs in the total lipids of the microbial host, preferably at least

about 30% PUFAs in the total lipids, more preferably at least about 35%
PUFAs in the total lipids, more preferably at least about 40% PUFASs in the
total lipids, more preferably at least about 40-45% PUFAs in the total lipids,

more preferably at least about 45-50% PUFAs in the total lipids, more

preferably at least about 50-60% PUFAs, and most preferably at least about
60-70% PUFAs in the total lipids. The structural form of the PUFA is not
limiting; thus, for example, the PUFAs may exist in the total lipids as FFAs or

in esterified forms such as acylglycerols, phospholipids, sulfolipids or

glycolipids.

The term “oleaginous” refers to those organisms that tend to store their

energy source in the form of oil (Weete, In: Fungal Lipid Biochemistry, 2nd

Ed., Plenum, 1980). Generally, the cellular oil of oleaginous microorganisms
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follows a sigmoid curve, wherein the concentration of lipid increases until it
reaches a maximum at the late logarithmic or early stationary growth phase
and then gradually decreases during the late stationary and death phases
(Yongmanitchai and Ward, Appl. Environ. Microbiol., 57:419-25 (1991)). Itis
not uncommon for oleaginous microorganisms to accumulate in excess of
about 25% of their dry cell weight as oil.

The sterol-containing microbial oil composition may be derived from
microbial host cells selected from the group consisting of yeast, algae,
euglenoids, stramenopiles, fungi, and mixtures thereof. Preferably, the
microbial host cells are oleaginous and can be a member of a genus selected
from the group consisting of Mortierella, Thraustochytrium, Schizochytrium,
Yarrowia, Candida, Rhodotorula, Rhodosporidium, Cryptococcus,
Trichosporon, and Lipomyces. The term “oleaginous yeast” refers to those
microorganisms classified as yeasts that can make oil. Examples of
oleaginous yeast include, but are by no means limited to, the following
genera: Yarrowia, Candida, Rhodotorula, Rhodosporidium, Cryptococcus,
Trichosporon and Lipomyces.

In general, lipid accumulation in oleaginous microorganisms is
triggered in response to the overall carbon to nitrogen ratio present in the
growth medium. This process, leading to the de novo synthesis of free
palmitate (16:0) in oleaginous microorganisms, is described in detail in U.S.
Patent 7,238,482. Palmitate is the precursor of longer-chain saturated and
unsaturated fatty acid derivates, which are formed through the action of
elongases and desaturases.

A wide spectrum of fatty acids (including saturated and unsaturated
fatty acids and short-chain and long-chain fatty acids) can be incorporated
into TAGs, the primary storage unit for fatty acids. In the methods and host
cells described herein, incorporation of long chain PUFAs into TAGs is most
desirable, although the structural form of the PUFA is not limiting (thus, for
example, EPA may exist in the total lipids as FFAs or in esterified forms such

as acylglycerols, phospholipids, sulfolipids or glycolipids). More specifically,
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in one embodiment of the present method, the at least one PUFA is selected
from the group consisting of LA, GLA, EDA, DGLA, ARA, DTA, DPAnN-6, ALA,
STA, ETrA, ETA, EPA, DPANn-3, DHA and mixtures thereof. More preferably,
the at least one PUFA has at least a C,, chain length, such as PUFAs

selected from the group consisting of EDA, DGLA, ARA, DTA, DPAn-6, ETrA,
ETA, EPA, DPANn-3, DHA, and mixtures thereof. In one embodiment, the at
least one PUFA is selected from the group consisting of ARA, EPA, DPAN-6,
DPAnN-3, DHA and mixtures thereof. In another preferred embodiment, the at
least one PUFA is selected from the group consisting of EPA and DHA.

Most PUFAs are incorporated into TAGs as neutral lipids and are
stored in lipid bodies. However, it is important to note that a measurement of
the total PUFAs within an oleaginous organism should minimally include
those PUFAs that are located in the phosphatidylcholine,
phosphatidylethanolamine and TAG fractions.

The SPD-purified oil comprising at least one PUFA, such as EPA (or
derivatives thereof), and having a reduced amount of sterol (relative to a
composition not subjected to distillation, as described herein) will have well
known clinical and pharmaceutical value. See, e,g., U.S. Pat. Appl. Pub. No.
2009-0093543 A1. For example, lipid compositions comprising PUFAs may
be used as dietary substitutes, or supplements, particularly infant formulas,
for patients undergoing intravenous feeding or for preventing or treating
malnutrition. Alternatively, the purified PUFAs (or derivatives thereof) may be
incorporated into cooking oils, fats or margarines formulated so that in normal
use the recipient would receive the desired amount for dietary
supplementation. The PUFAs may also be incorporated into infant formulas,
nutritional supplements or other food products and may find use as anti-
inflammatory or cholesterol lowering agents. Optionally, the compositions
may be used for pharmaceutical use, either human or veterinary.

Supplementation of humans or animals with PUFAs can result in

increased levels of the added PUFAs, as well as their metabolic progeny. For
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example, treatment with EPA can result not only in increased levels of EPA,
but also downstream products of EPA such as eicosanoids (i.e.,
prostaglandins, leukotrienes, thromboxanes), DPANn-3 and DHA. Complex
regulatory mechanisms can make it desirable to combine various PUFAs, or
add different conjugates of PUFAs, in order to prevent, control or overcome
such mechanisms to achieve the desired levels of specific PUFAs in an
individual.

Alternatively, PUFAs, or derivatives thereof, can be utilized in the
synthesis of animal and aquaculture feeds, such as dry feeds, semi-moist and
wet feeds, since these formulations generally require at least 1-2% of the
nutrient composition to be omega-3 and/or omega-6 PUFAs.

Although the present invention is drawn to a process to produce a
SPD-purified oil comprising a TAG-containing fraction having a reduced
amount of sterol, via distillation of a sterol-containing microbial oil composition
using short path distillation conditions, one will appreciate an overview of the
related processes that may be useful to obtain the sterol-containing microbial
oil composition itself. As diagrammed in FIG. 1 in the form of a flowchart,
most processes will begin with a microbial fermentation, wherein a particular
microorganism is cultured under conditions that permit growth and production
of PUFAs. At an appropriate time, the microbial cells are harvested from the
fermentation vessel. This untreated microbial biomass may be mechanically
processed using various means, such as drying, disrupting, pelletizing, etc.
Oil extraction of the untreated microbial biomass is then performed, producing
residual biomass (e.g., cell debris) and extracted oil. Distillation of the
extracted oil (which contains sterols and triacylglycerides [TAGs] comprising
PUFAs) using short path distillation conditions then reduces the amount of
sterols in the purified TAG-fraction (i.e., the SPD-purified microbial oil). Each
of these aspects of FIG. 1 will be discussed in further detail below.

The sterol-containing microbial oil useful in the invention is derived
from a microbial biomass, typically provided by microbial fermentation. The

microbial biomass may be from any microorganism, whether naturally
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occurring or recombinant, capable of producing a lipid containing a desired
PUFA(s). Preferably, the microorganism will be capable of high level PUFA
production.

As an example, commercial sources of ARA oil are typically produced
from microorganisms in the genera Mortierella (flamentous fungus),
Entomophthora, Pythium and Porphyridium (red alga). Most notably, Martek
Biosciences Corporation (Columbia, MD) produces an ARA-containing fungal
oil (ARASCO®; U.S. Patent 5,658,767) which is substantially free of EPA and
which is derived from either Mortierelia alpina or Pythium insidiuosum.

Similarly, EPA can be produced microbially via numerous different
processes based on the natural abilities of the specific microbial organism
utilized [e.g., heterotrophic diatoms Cyclotella sp. and Nitzschia sp.

(U.S. Patent 5,244,921); Pseudomonas, Alteromonas or Shewanella species
(U.S. Patent 5,246,841); filamentous fungi of the genus Pythium (U.S. Patent
5,246,842); Mortierella elongata, M. exigua, or M. hygrophila (U.S. Patent
5,401,646); and eustigmatophycean alga of the genus Nannochloropsis
(Krienitz, L. and M. Wirth, Limnologica, 36:204-210 (2006))].

DHA can also be produced using processes based on the natural
abilities of native microbes. See, e.g., processes developed for
Schizochytrium species (U.S. Patent 5,340,742; U.S. Patent 6,582,941);
Ulkenia (U.S. Patent 6,509,178); Pseudomonas sp. YS-180 (U.S. Patent
6,207 ,441); Thraustochytrium genus strain LFF1 (U.S. 2004/0161831 A1);
Crypthecodinium cohnii (U.S. Pat. Appl. Pub. No. 2004/0072330 A1; de
Swaaf, M.E. et al., Biotechnol Bioeng., 81(6):666-72 (2003) and App!.
Microbiol. Biotechnol., 61(1):40-3 (2003)); Emiliania sp. (Japanese Patent
Publication (Kokai) No. 5-308978 (1993)); and Japonochytrium sp. (ATCC
#28207; Japanese Patent Publication (Kokai) No. 199588/1989)].
Additionally, the following microorganisms are known to have the ability to
produce DHA: Vibrio marinus (a bacterium isolated from the deep sea; ATCC
#15381); the micro-algae Cyclotella cryptica and Isochrysis galbana; and,
flagellate fungi such as Thraustochytrium aureum (ATCC #34304; Kendrick,

-19 -



WO 2012/109563 PCT/US2012/024687

10

15

20

25

30

Lipids, 27:15 (1992)) and the Thraustochytrium sp. designated as ATCC
#28211, ATCC #20890 and ATCC #20891. Currently, there are at least three
different fermentation processes for commercial production of DHA:
fermentation of C. cohnii for production of DHASCO™ (Martek Biosciences
Corporation, Columbia, MD); fermentation of Schizochytrium sp. for
production of an oil formerly known as DHAGold (Martek Biosciences
Corporation); and fermentation of Ulkenia sp. for production of DHActive™
(Nutrinova, Frankfurt, Germany).

Microbial production of PUFAs using recombinant means is expected
to have several advantages over production from natural microbial sources.
For example, recombinant microbes having preferred characteristics for oil
production can be used, since the naturally occurring microbial fatty acid
profile of the host can be altered by the introduction of new biosynthetic
pathways in the host and/or by the suppression of undesired pathways,
thereby resulting in increased levels of production of desired PUFAs (or
conjugated forms thereof) and decreased production of undesired PUFAs.
Secondly, recombinant microbes can provide PUFAs in particular forms
which may have specific uses. Additionally, microbial oil production can be
manipulated by controlling culture conditions, notably by providing particular
substrate sources for microbially expressed enzymes, or by addition of
compounds/genetic engineering to suppress undesired biochemical
pathways. Thus, for example, it is possible to modify the ratio of omega-3 to
omega-6 fatty acids so produced, or engineer production of a specific PUFA
(e.g., EPA) without significant accumulation of other PUFA downstream or
upstream products.

Thus, for example, a microbe lacking the natural ability to make EPA
can be engineered to express a PUFA biosynthetic pathway by introduction of
appropriate PUFA biosynthetic pathway genes, such as specific combinations
of delta-4 desaturases, delta-5 desaturases, delta-6 desaturases, delta-12
desaturases, delta-15 desaturases, delta-17 desaturases, delta-9

desaturases, delta-8 desaturases, delta-9 elongases, C14/15 elongases, Cig/1s
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elongases, Cigzo elongases and Cyyz €longases, although it is to be
recognized that the specific enzymes (and genes encoding those enzymes)
introduced are by no means limiting to the invention herein.

Several types of yeast have been recombinantly engineered to
produce at least one PUFA. See for example, work in Saccharomyces
cerevisiae (Dyer, J.M. et al., Appl. Eniv. Microbiol., 59:224-230 (2002);
Domergue, F. et al., Eur. J. Biochem., 269:4105-4113 (2002); U.S. Patent
6,136,574; U.S. Pat. Appl. Pub. No. 2006-0051847-A1) and the oleaginous
yeast, Yarrowia lipolytica (U.S. Patent 7,238,482; U.S. Patent 7,465,564; U.S.
Patent 7,588,931; U.S. Pat. 7,932,077; U.S. Patent 7,550,286; U.S. Pat. Appl.
Pub. No. 2009-0093543-A1; and U.S. Pat. Appl. Pub. No. 2010-0317072-A1).

In some embodiments, advantages are perceived if the microbial host
cells are oleaginous. Oleaginous yeast are naturally capable of oil synthesis
and accumulation, wherein the total oil content can comprise greater than
about 25% of the cellular dry weight, more preferably greater than about 30%
of the cellular dry weight, and most preferably greater than about 40% of the
cellular dry weight. In alternate embodiments, a non-oleaginous yeast can be
genetically modified to become oleaginous such that it can produce more
than 25% oil of the cellular dry weight, e.g., yeast such as Saccharomyces
cerevisiae (Int'l. Appl. Pub. No. WO 2006/102342).

Genera typically identified as oleaginous yeast include, but are not
limited to: Yarrowia, Candida, Rhodotorula, Rhodosporidium, Cryptococcus,
Trichosporon and Lipomyces. More specifically, illustrative oil-synthesizing
yeasts include: Rhodosporidium toruloides, Lipomyces starkeyii, L. lipoferus,
Candida revkaufi, C. pulcherrima, C. tropicalis, C. utilis, Trichosporon pullans,
T. cutaneum, Rhodotorula glutinus, R. graminis, and Yarrowia lipolytica
(formerly classified as Candida lipolytica).

Most preferred is the oleaginous yeast Yarrowia lipolytica; and, in a
further embodiment, most preferred are the Y. lipolytica strains designated as
ATCC #20362, ATCC #8862, ATCC #18944, ATCC #76982 and/or LGAM
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In some embodiments, it may be desirable for the oleaginous yeast to
be capable of “high-level production”, wherein the organism can produce at
least about 5-10% of the desired PUFA (i.e., LA, ALA, EDA, GLA, STA, ETrA,
DGLA, ETA, ARA, DPA n-6, EPA, DPA n-3 and/or DHA) in the total lipids.
More preferably, the oleaginous yeast will produce at least about 10-70% of
the desired PUFA(s) in the total lipids. Although the structural form of the
PUFA is not limiting, preferably TAGs comprise the PUFA(s).

Thus, the PUFA biosynthetic pathway genes and gene products
described herein may be produced in heterologous microbial host cells,
particularly in the cells of oleaginous yeasts (e.g., Yarrowia lipolytica).
Expression in recombinant microbial hosts may be useful for the production of
various PUFA pathway intermediates, or for the modulation of PUFA
pathways already existing in the host for the synthesis of new products
heretofore not possible using the host.

Although numerous oleaginous yeast could be engineered for
production of preferred omega-3/ omega-6 PUFAs based on the cited
teachings provided above, representative PUFA-producing strains of the
oleaginous yeast Yarrowia lipolytica are described in Table 5. These strains
possess various combinations of the following PUFA biosynthetic pathway
genes: delta-4 desaturases, delta-5 desaturases, delta-6 desaturases, delta-
12 desaturases, delta-15 desaturases, delta-17 desaturases, delta-9
desaturases, delta-8 desaturases, delta-9 elongases, C14/15 elongases, Cis/1s
elongases, Cigzo elongases and Cygro2 €longases, although it is to be
recognized that the specific enzymes (and genes encoding those enzymes)
introduced and the specific PUFAs produced are by no means limiting to the

invention herein.
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One of skill in the art will appreciate that the methodology of the present
invention is not limited to the Yarrowia lipolytica strains described above, nor to
the species (i.e., Yarrowia lipolytica) or genus (i.e., Yarrowia) in which the
invention has been demonstrated, as the means to introduce a PUFA
biosynthetic pathway into an oleaginous yeast are well known. Instead, any
oleaginous yeast or any other suitable microbe capable of producing PUFAs will
be equally useful in the present methodologies.

A microbial species producing a lipid containing the desired PUFA(s) may
be cultured and grown in a fermentation medium under conditions whereby the
PUFA is produced by the microorganism. Typically, the microorganism is fed
with a carbon and nitrogen source, along with a number of additional chemicals
or substances that allow growth of the microorganism and/or production of the
PUFA. The fermentation conditions will depend on the microorganism used, as
described in the above citations, and may be optimized for a high content of the
PUFA(s) in the resulting biomass.

In general, media conditions may be optimized by modifying the type and
amount of carbon source, the type and amount of nitrogen source, the carbon-to-
nitrogen ratio, the amount of different mineral ions, the oxygen level, growth
temperature, pH, length of the biomass production phase, length of the oil
accumulation phase and the time and method of cell harvest. For example,
Yarrowia lipolytica are generally grown in a complex media such as yeast
extract-peptone-dextrose broth (YPD) or a defined minimal media (e.g., Yeast
Nitrogen Base (DIFCO Laboratories, Detroit, MI) that lacks a component
necessary for growth and thereby forces selection of the desired recombinant
expression cassettes that enable PUFA production).

When the desired amount of PUFA has been produced by the
microorganism, the fermentation medium may be treated to obtain the microbial
biomass comprising the PUFA. For example, the fermentation medium may be
filtered or otherwise treated to remove at least part of the aqueous component.

The fermentation medium and/or the microbial biomass may be pasteurized or
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treated via other means to reduce the activity of endogenous microbial enzymes
that can harm the microbial oil and/or PUFA products.

The microbial biomass may be mechanically processed for example by
drying the biomass, disrupting the biomass (e.g., via cellular lysing), pelletizing
the biomass, or a combination of these. The untreated microbial biomass may
be dried, e.g., to a desired water content, granulated or pelletized for ease of
handling, and/or mechanically disrupted e.g., via physical means such as bead
beaters, screw extrusion, etc. to provide greater accessibility to the cell contents.
The microbial biomass will be referred to as untreated biomass, even after any
mechanical processing, since oil extraction has not yet occurred.

As described in U.S. Provisional Application No. 61/441,836 (Attorney
Docket Number CL5053USPRYV, filed on February 11, 2011) and U.S. Patent
Application No. XX/XXX, XXX (Attorney Docket Number CL5053USNA (co-filed
herewith) (each,incorporated herein by reference), a preferred method of
mechanical processing involves twin-screw extrusion of dried yeast with a
grinding agent (e.g., silica, silicate) capable of absorbing oil to provide a
disrupted biomass mix, followed by blending a binding agent (e.g., sucrose,
lactose, glucose, soluble starch) with said disrupted biomass mix to provide a
fixable mix capable of forming a solid pellet, and subsequent forming of solid
pellets (e.g., of ~1 mm diameter X 6-10 mm length) from the fixable mix.

Following optional mechanical processing, the microbial oil is separated
from other cellular materials that might be present in the microorganism which
produced the oil via extraction. Means to extract microbial oils from untreated
biomass are well known in the art. These processes will result in residual
biomass (i.e., cell debris, etc.) and extracted oil; preferred methods rely on
solvent extractions.

In a more preferred embodiment, supercritical COz extraction is performed,
as disclosed in U.S. Pat. Pub. No. 2011-0263709-A1. This particular
methodology subjects the untreated microbial biomass to solvent extraction to

remove phospholipids and residual biomass, and then fractionates the resulting

extract to produce an extracted oil having a refined lipid composition comprising
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at least one PUFA, the refined lipid composition enriched in TAGs relative to the
oil composition of the untreated microbial biomass.

In some embodiments, the extracted oil may undergo further processing
steps, such as degumming (e.g., using phosphoric acid), bleaching (e.g., with
silica or clay), and/or deodorization, to result in a refined lipid composition.

According to the invention herein, the extracted oil or refined lipid
composition then is subjected to a distillation under short path distillation
conditions. Specifically, the distillation step includes at least one pass of the
sterol-containing microbial oil through a short path distillation (SPD) still.
Commercial SPD stills are well known in the art of chemical engineering.
Suitable stills are available, for example, from Pope Scientific (Saukville, WI).
The SPD still includes an evaporator and a condenser. A typical distillation is
controlled by the temperature of the evaporator, the temperature of the
condenser, the feed-rate of the oil into the still and the vacuum level of the still.

As one of skill in the art will appreciate, the number of passes through a
SPD still will depend on the level of moisture in the sterol-containing microbial oil.
If the moisture content is low, a single pass through the SPD still may be
sufficient.

Preferably, however, the distillation is a multi-pass process including two
or more consecutive passes of the sterol-containing microbial oil through a SPD
still. A first pass is typically performed under about 1 to 50 torr pressure, and
preferably about 5 to 30 torr, with relatively low surface temperature of the
evaporator, for instance, about 100 to 150 °C. This results in a dewatered oil, as
residual water and low molecular weight organic materials are distilled. The
dewatered oil is then passed through the still at higher temperature of the
evaporator and lower pressures to provide a distillate fraction enriched in the
sterol and a TAG-containing fraction having a reduced amount of the sterol, as
compared to the oil not subject to short path distillation. Additional passes of the
TAG-containing fraction may be made through the still to remove further sterol.
With each additional pass, the distillation temperature may be increased relative

to the temperature of the immediately preceding distillation. Preferably, sufficient
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passes are performed such that the reduction in the amount of the sterol fraction
is at least about 40%-70%, preferably at least about 70%-80%, and more
preferably greater than about 80%, when compared to the sterol fraction in the
sterol-containing microbial oil.

Preferably, the SPD conditions comprise at least one pass of the sterol-
containing microbial oil at a vacuum level of not more than 30 mTorr, and
preferably not more than 5 mTorr. Preferably, the SPD conditions comprise at
least one pass at about 220 to 300 °C, and preferably at about 240 to 280 °C.

The SPD process results in a TAG-containing fraction (i.e., SPD-purified
oil) having a reduced sterol fraction that has improved clarity when compared to
the sterol-containing microbial oil composition that has not been subjected to
SPD. Improved clarity refers to a lack of cloudiness or opagueness in the oil.
Sterol-containing microbial oil becomes cloudy upon storing at temperatures
below about 10 °C, due to reduced solubility of the sterol in the oil at lower
temperatures. The distillation process acts to remove substantial portions of the
sterol fraction, such that the resulting TAG-containing fraction has a reduced
amount of sterol present, and thus, remains clear, or substantially clear upon
storage at about 10 °C. A test method that may be used to evaluate the clarity of
the oil is the American Oil Chemists’ Society (AOCS) Official Method Cc 11-53
(“Cold Test”, Official Methods and Recommended Practices of the AOCS, 6" ed.,
Urbana, IL, AOCS Press, 2009, incorporated herein by reference).

Surprisingly, reducing the amount of sterols in the distillation process can
be accomplished without significant degradation of the oil, which is rich in highly
unsaturated fatty acids such as EPA. The degradation of the oil may be
evaluated based on the PUFA content and chromatographic profiling (as
demonstrated in Example 3, infra).

Recovering the TAG-containing fraction may be accomplished by diverting
the fraction, after completion of a pass through the evaporator, to a suitable

container.
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EXAMPLES

The present invention is further defined in the following Examples. It
should be understood that these Examples, while indicating preferred
embodiments of the invention, are given by way of illustration only. From the
above discussion and these Examples, one skilled in the art can ascertain the
essential characteristics of this invention, and without departing from the spirit
and scope thereof, can make various changes and modifications of the invention
to adapt it to various usages and conditions.

The following abbreviations are used: “C” is Celsius, “mm” is millimeter,
“‘um” is micrometer, “uL” is microliter, “mL” is milliliter, “L” is liter, *min” is minute,

“‘mM” is millimolar, “mTorr” is milliTorr, “cm” is centimeter, “g” is gram, “wt” is
weight, “h” or “hr” is hour, “temp” or “T” is temperature and “i.d.” is inside

diameter.

EXAMPLE 1A
Preparation Of Untreated Microbial Biomass Comprising EPA From Yarrowia

lipolytica Strain 21978

This example describes recombinant Yarrowia lipolytica strain Z1978,

engineered for the production of EPA, and means used to culture this strain
using a 2-stage fed-batch process. The microbial biomass was pretreated to
result in a dried, untreated microbial biomass, having 56.1 EPA % TFAs.
Genotype Of Yarrowia lipolytica Strain Y9502

The generation of strain Y8502 is described in U.S. Pat. Appl. Pub. No.
2010-0317072-A1, hereby incorporated herein by reference in its entirety. Strain

Y9502, derived from Yarrowia lipolytica ATCC #20362, was capable of producing
about 57.0% EPA relative to the total lipids via expression of a delta-9 elongase/
delta-8 desaturase pathway.

The final genotype of strain Y9502 with respect to wildtype Yarrowia
lipolytica ATCC #20362 was Ura+, Pex3-, unknown 1-, unknown 2-, unknown 3-,
unknown 4-, unknown 5-, unknowné-, unknown 7-, unknown 8-, unknown9-,
unknown 10-, YAT1::ME3S::Pex16, GPD::ME3S::Pex20, YAT1::ME3S::Lip1,
FBAINm::EgD9eS::Lip2, EXP1::EgD9eS::Lip1, GPAT::EgD9e::Lip2,
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YAT1::EgD9eS::Lip2, FBAINm::EgD8M::Pex20, EXP1::EgD8M::Pex16,
FBAIN::EgD8M::Lip1, GPD::EaD8S::Pex16 (2 copies),
YAT1::E389D9eS/EgD8M::Lip1, YAT1::EgD9eS/EgD8M::Aco,
FBAINm::EaD9eS/EaD8S::Lip2, GPD::FmD12::Pex20, YAT1::FmD12::Oct,
EXP1::FmD12S::Aco, GPDIN::FmD12::Pex16, EXP1::EgD5M::Pex16,
FBAIN::EgD5SM::Pex20, GPDIN::EgD5SM::Aco, GPM::EgD5SM::Oct,
EXP1::EgD5SM::Lip1, YAT1::EaD5SM::Oct, FBAINm::PaD17::Aco,
EXP1:.:PaD17::Pex16, YAT1::PaD17S:.Lip1, YAT1::YICPT::Aco,
YAT1:MCS::Lip1, FBA:MCS::Lip1, YAT1::MaLPAAT1S::Pex16. The structure
of the above expression cassettes are represented by a simple notation system
of “X::Y::Z”, wherein X describes the promoter fragment, Y describes the gene
fragment, and Z describes the terminator fragment, which are all operably linked
to one another. Abbreviations are as follows: FmD12 is a Fusarium moniliforme
delta-12 desaturase gene [U.S. Pat. No. 7,504,259]; FmD12S is a codon-
optimized delta-12 desaturase gene, derived from Fusarium moniliforme [U.S.
Pat. No. 7,504,259]; ME3S is a codon-optimized C1¢/18 €longase gene, derived
from Mortierella alpina [U.S. Pat. No. 7,470,532]; EgD9e is a Euglena gracilis
delta-9 elongase gene [U.S. Pat. No. 7,645,604]; EgD9eS is a codon-optimized
delta-9 elongase gene, derived from Euglena gracilis [U.S. Pat. No. 7,645,604];
EgD8M is a synthetic mutant delta-8 desaturase gene [U.S. Pat. No. 7,709,239,
derived from Euglena gracilis [U.S. Pat. No. 7,256,033]; EaD8S is a codon-
optimized delta-8 desaturase gene, derived from Euglena anabaena [U.S. Pat.
No. 7,790,156]; E389D9eS/EgD8M is a DGLA synthase created by linking a
codon-optimized delta-9 elongase gene (‘E389D9eS"), derived from Eutreptiella
sp. CCMP389 delta-9 elongase (U.S. Pat. No. 7,645,604) to the delta-8
desaturase “EgD8M” (supra) [U.S. Pat. Appl. Pub. No. 2008-0254191-A1];
EgD9eS/EgD8M is a DGLA synthase created by linking the delta-9 elongase
“‘EgD9eS” (supra) to the delta-8 desaturase “EgD8M” (supra) [U.S. Pat. Appl.
Pub. No. 2008-0254191-A1]; EaD9eS/EgD8M is a DGLA synthase created by
linking a codon-optimized delta-9 elongase gene (“EaD9eS”), derived from
Euglena anabaena delta-9 elongase [U.S. Pat. No. 7,794,701] to the delta-8
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desaturase “EgD8M” (supra) [U.S. Pat. Appl. Pub. No. 2008-0254191-A1];
EgD5M and EgD5SM are synthetic mutant delta-5 desaturase genes [U.S. Pat.
App. Pub. 2010-0075386-A1], derived from Euglena gracilis [U.S. Pat. No.
7,678,560]; EaD5SM is a synthetic mutant A5 desaturase gene [U.S. Pat. App.
Pub. 2010-0075386-A1], derived from Euglena anabaena [U.S. Pat. No.
7,943,365]; PaD17 is a Pythium aphanidermatum delta-17 desaturase gene [U.S.
Pat. No. 7,556,949]; PaD17S is a codon-optimized delta-17 desaturase gene,
derived from Pythium aphanidermatum [U.S. Pat. No. 7,556,949]; YICPT1 is a
Yarrowia lipolytica diacylglycerol cholinephosphotransferase gene [U.S. Pat. No.
7,932,077]; MCS is a codon-optimized malonyl-CoA synthetase gene, derived
from Rhizobium leguminosarum bv. viciae 3841 [U.S. Pat. App. Pub. 2010-
0159558-A1]; and, MaLPAAT1S is a codon-optimized lysophosphatidic acid
acyltransferase gene, derived from Mortierella alpina [U.S. Pat. No. 7,879,591].

For a detailed analysis of the total lipid content and composition in strain
Y9502, a flask assay was conducted wherein cells were grown in 2 stages for a
total of 7 days. Based on analyses, strain Y2502 produced 3.8 g/L dry cell
weight [‘DCW?”], total lipid content of the cells was 37.1 ["TFAs % DCW”], the
EPA content as a percent of the dry cell weight [‘EPA % DCW”] was 21.3, and
the lipid profile was as follows, wherein the concentration of each fatty acid is as
a weight percent of TFAs [*% TFAs”]: 16:0 (palmitate)—2.5, 16:1 (palmitoleic
acid)-- 0.5, 18:0 (stearic acid)-- 2.9, 18:1 (oleic acid)-- 5.0, 18:2 (LA)—12.7,
ALA—0.9, EDA—3.5, DGLA—3.3, ARA--0.8, ETrA--0.7, ETA—2.4, EPA—57.0,
other—7.5.
Generation Of Yarrowia lipolytica Strain Z1978 From Strain Y8502

The development of strain Z1978 from strain is described in U.S. Pat.
Applications No. 13/218591 (Attorney Docket Number CL4783USNA, filed
August 26, 2011) and No. 13/218708 (Attorney Docket Number CL5411USNA,

filed on August 26, 2011), hereby incorporated herein by reference.

Specifically, to disrupt the Ura3 gene in strain Y9502, construct pZKUM
(FIG. 2A; SEQ ID NO:1; described in Table 15 of U.S. Pat. Appl. Pub. No. 2009-
0093543-A1) was used to integrate an Ura3 mutant gene into the Ura3 gene of
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strain Y9502. Transformation was performed according to the methodology of
U.S. Pat. Appl. Pub. No. 2009-0093543-A1, hereby incorporated herein by
reference. A total of 27 transformants (selected from a first group comprising 8
transformants, a second group comprising 8 transformants, and a third group
comprising 11 tranformants) were grown on 5-fluoroorotic acid [‘FOA”] plates
(FOA plates comprise per liter: 20 g glucose, 6.7 g Yeast Nitrogen base, 75 mg
uracil, 75 mg uridine and an appropriate amount of FOA (Zymo Research Corp.,
Orange, CA), based on FOA activity testing against a range of concentrations
from 100 mg/L to 1000 mg/L (since variation occurs within each batch received
from the supplier)). Further experiments determined that only the third group of
transformants possessed a real Ura- phenotype.

For fatty acid [“FA"] analysis, cells were collected by centrifugation and
lipids were extracted as described in Bligh, E. G. & Dyer, W. J. (Can. J. Biochem.
Physiol., 37:911-917 (1959)). Fatty acid methyl esters [*‘FAMES”] were prepared
by transesterification of the lipid extract with sodium methoxide (Roughan, G.,
and Nishida I., Arch Biochem Biophys., 276(1):38-46 (1990)) and subsequently
analyzed with a Hewlett-Packard 6890 GC fitted with a 30-m X 0.25 mm (i.d.)
HP-INNOWAX (Hewlett-Packard) column. The oven temperature was from 170

°C (25 min hold) to 185 °C at 3.5 “C/min.

For direct base transesterification, Yarrowia cells (0.5 mL culture) were
harvested, washed once in distilled water, and dried under vacuum in a Speed-
Vac for 5-10 min. Sodium methoxide (100 ul of 1%) and a known amount of
C15:0 triacylglycerol (C15:0 TAG; Cat. No. T-145, Nu-Check Prep, Elysian, MN)

was added to the sample, and then the sample was vortexed and rocked for 30

min at 50 °C. After adding 3 drops of 1 M NaCl and 400 nul hexane, the sample
was vortexed and spun. The upper layer was removed and analyzed by GC
(supra).

Alternately, a modification of the base-catalysed transersterification
method described in Lipid Analysis, William W. Christie, 2003 was used for
routine analysis of the broth samples from either fermentation or flask samples.
Specifically, broth samples were rapidly thawed in room temperature water, then

-32-



10

15

20

25

30

WO 2012/109563 PCT/US2012/024687

weighed (to 0.1 mg) into a tarred 2 mL microcentrifuge tube with a 0.22 ym
Corning® Costar® Spin-X® centrifuge tube filter (Cat. No. 8161). Sample (75 -
800 ul) was used, depending on the previously determined DCW. Using an
Eppendorf 5430 centrifuge, samples are centrifuged for 5-7 min at 14,000 rpm or
as long as necessary to remove the broth. The filter was removed, liquid was
drained, and ~500 pl of deionized water was added to the filter to wash the
sample. After centrifugation to remove the water, the filter was again removed,
the liquid drained and the filter re-inserted. The tube was then re-inserted into
the centrifuge, this time with the top open, for ~3-5 min to dry. The filter was then
cut approximately ¥2 way up the tube and inserted into a fresh 2 mL round bottom
Eppendorf tube (Cat. No. 22 36 335-2).

The filter was pressed to the bottom of the tube with an appropriate tool that
only touches the rim of the cut filter container and not the sample or filter
material. A known amount of C15:0 TAG (supra) in toluene was added and 500
ul of freshly made 1% sodium methoxide in methanol solution. The sample pellet
was firmly broken up with the appropriate tool and the tubes were closed and
placed in a 50 °C heat block (VWR Cat. No. 12621-088) for 30 min. The tubes
were then allowed to cool for at least 5 min. Then, 400 pul of hexane and 500 ul
of a 1 M NaCl in water solution were added, the tubes were vortexed for 2x 6 sec
and centrifuged for 1 min. Approximately 150 ul of the top (organic) layer was
placed into a GC vial with an insert and analyzed by GC.

FAME peaks recorded via GC analysis were identified by their retention
times, when compared to that of known fatty acids, and quantitated by comparing
the FAME peak areas with that of the intermal standard (C15:0 TAG) of known
amount. Thus, the approximate amount (ug) of any fatty acid FAME [‘ug FAME”]
is calculated according to the formula: (area of the FAME peak for the specified
fatty acid/ area of the standard FAME peak) * (ug of the standard C15:0 TAG),
while the amount (ug) of any fatty acid [“ug FA"] is calculated according to the
formula: (area of the FAME peak for the specified fatty acid/area of the standard
FAME peak) * (ug of the standard C15:0 TAG) * 0.9503, since 1 ug of C15:0
TAG is equal to 0.9503 ug fatty acids. Note that the 0.9503 conversion factor is
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an approximation of the value determined for most fatty acids, which range
between 0.95 and 0.96.

The lipid profile, summarizing the amount of each individual fatty acid as a
weight percent of TFAs, was determined by dividing the individual FAME peak
area by the sum of all FAME peak areas and multiplying by 100.

In this way, GC analyses showed that there were 28.5%, 28.5%, 27.4%,
28.6%, 29.2%, 30.3% and 29.6% EPA of TFAs in pZKUM-transformants #1, #3,
#6, #7, #8, #10 and #11 of group 3, respectively. These seven strains were
designated as strains Y9502U12, Y9502U14, Y9502U17, Y9502U18, Y9502U19,
Y9502U21 and Y9502U22, respectively (collectively, Y9502U).

Construct pZKL3-9DPON (FIG. 2B; SEQ ID NO:2) was then generated to
integrate one delta-9 desaturase gene, one choline-phosphate cytidylyl-
transferase gene, and one delta-9 elongase mutant gene into the Yarrowia
YALIOF32131plocus (GenBank Accession No. XM_506121) of strain Y9502U.
The pZKL3-9DP9N plasmid contained the following components:

Table 6. Description of Plasmid pZKL3-9DP9N (SEQ ID NO:2)

RE Sites And Description Of Fragment And Chimeric Gene Components
Nucleotides
Within SEQ 1D
NO:2
. 884 bp 5' portion of YALIOF32131p locus (GenBank Accession
Ascl/BsiWf No. XM_506121, labeled as “Lip3-5” in Figure)
(887-4)
Pacl/Sphl 801 bp 3’ portion of YALIOF32131p locus (GenBank Accession
(4396-3596) No. XM_506121, labeled as “Lip3-3” in Figure)
Swal/BsiW|
(11716 -1) YAT1::EgD9eS-L35G::Pex20, comprising:
o YAT1: Yarrowia lipolytica YAT1 promoter (labeled as “YAT” in
Figure; U.S. Pat. Appl. Pub. No. 2010-0068789A1);
o EgD9eS-L35G: Synthetic mutant of delta-9 elongase gene
(SEQ ID NO:3; U.S Pat. Appl. No. 13/218591), derived from
Euglena gracilis ("EgD9eS”; U.S. Patent 7,645,604);
o Pex20: Pex20 terminator sequence from Yarrowia Pex20 gene
(GenBank Accession No. AF054613)
Pmel/Swal GPDIN::YID9::Lip1, comprising:
(8759-11716) e GPDIN: Yarrowia lipolytica GPDIN promoter (U.S. Patent
7,459,546);
e YID9: Yarrowia lipolytica delta-9 desaturase gene (GenBank
Accession No. XM_501496; SEQ ID NO:5);

-34 -



10

15

20

WO 2012/109563 PCT/US2012/024687

e Lip1: Lip1 terminator sequence from Yarrowia Lip1 gene
(GenBank Accession No. Z50020)

Clall/Pmel EXP:YIPCT::Pex16, comprising:

(6501-8759) e EXP1: Yarrowia lipolytica export protein (EXP1) promoter
(labeled as “Exp” in Figure; U.S. Pat. 7,932,077);

» YIPCT: Yarrowia lipolytica choline-phosphate cytidylyl-
transferase ["‘PCT"] gene (GenBank Accession No.
XM_502978; SEQ ID NO:7);

o Pex16: Pex16 terminator sequence from Yarrowia Pex16
gene (GenBank Accession No. U75433)

Sall/lEcoRl Yarrowia Ura3 gene (GenBank Accession No. AJ306421)
(6501-4432)

The pZKL3-9DPSYN plasmid was digested with Ascl/Sphl, and then used
for transformation of strain Y9502U17. The transformant cells were plated onto
Minimal Media [“MM”] plates and maintained at 30 'C for 3 to 4 days (Minimal
Media comprises per liter: 20 g glucose, 1.7 g yeast nitrogen base without amino
acids, 1.0 g proline, and pH 6.1 (do not need to adjust)). Single colonies were re-
streaked onto MM plates, and then inoculated into liquid MM at 30 'C and shaken
at 250 rpm/min for 2 days. The cells were collected by centrifugation,
resuspended in High Glucose Media [*"HGM”] and then shaken at 250 rpm/min
for 5 days (High Glucose Media comprises per liter: 80 glucose, 2.58 g KH,PO4
and 5.36 g KoHPO4, pH 7.5 (do not need to adjust)). The cells were subjected to
fatty acid analysis, supra.

GC analyses showed that most of the selected 96 strains of Y9502U17
with pZKL3-9DP9N produced 50-56% EPA of TFAs. Five strains (i.e., #31, #32,
#35, #70 and #80) that produced about 59.0%, 56.6%, 58.9%, 56.5%, and 57.6%
EPA of TFAs were designated as Z1977, 21978, 21979, 21980 and Z1981
respectively.

The final genotype of these pZKL3-9DPSN transformant strains with
respect to wildtype Yarrowia lipolytica ATCC #20362 was Ura+, Pex3-, unknown
1-, unknown 2-, unknown 3-, unknown 4-, unknown 5-, unknown6-, unknown 7-,
unknown 8-, unknown9-, unknown 10-, unknown 11-, YAT1::ME3S::Pex16,
GPD::ME3S::Pex20, YAT1::ME3S::Lip1, FBAINm::EgD9eS::Lip2,
EXP1::EgD9eS::Lip1, GPAT::EgD9e::Lip2, YAT1::EgD9eS::Lip2,

-35-



10

15

20

25

30

WO 2012/109563 PCT/US2012/024687

YAT::EgD9eS-L35G::Pex20, FBAINm::EgD8M::Pex20, EXP1::EgD8M::Pex16,
FBAIN::EgD8M::Lip1, GPD::EaD8S::Pex16 (2 copies),
YAT1::E389D9eS/EgD8M::Lip1, YAT1::EgD9eS/EgD8M::Aco,
FBAINm::EaD9eS/EaD8S::Lip2, GPDIN::YID9::Lip1, GPD::FmD12::Pex20,
YAT1::FmD12::0ct, EXP1::FmD12S::Aco, GPDIN::FmD12::Pex16,
EXP1::EgD5M::Pex16, FBAIN::EgD5SM::Pex20, GPDIN::EgD5SM::Aco,
GPM::EgD5SM::Oct, EXP1::EgD5SM::Lip1, YAT1::EaD5SM::Oct,
FBAINm::PaD17::Aco, EXP1::PaD17::Pex16, YAT1.:PaD17S::Lip1,
YAT1:YICPT::Aco, YAT1::MCS::Lip1, FBA::MCS::Lip1,
YAT1::MaLPAAT1S::Pex16, EXP1::YIPCT::Pex16.

Knockout of the YALIOF32131p locus (GenBank Accession No.
XM_50612) in strains Z1977, Z1978, Z1979, Z1980 and Z1981 was not
confirmed in any of these EPA strains produced by transformation with pZKL3-
9DPON.

Cells from YPD plates of strains 21977, 21978, Z1979, Z1980 and Z1981
were grown and analyzed for total lipid content and composition, according to the
methodology below.

For a detailed analysis of the total lipid content and composition in a
particular strain of Y. lipolytica, flask assays were conducted as followed.
Specifically, one loop of freshly streaked cells was inoculated into 3 mL
Fermentation Medium [“FM”] medium and grown overnight at 250 rpm and 30 °C
(Fermentation Medium comprises per liter: 6.70 g/L yeast nitrogen base, 6.00 g
KH2PQOy4, 2.00 g KoHPO4, 1.50 g MgS04*7H20, 20 g glucose and 5.00 g yeast
extract (BBL)). The ODesoonm Was measured and an aliquot of the cells was
added to a final ODegoonm of 0.3 in 25 mL FM medium in a 125 mL flask. After 2
days in a shaker incubator at 250 rom and at 30 °C, 6 mL of the culture was
harvested by centrifugation and resuspended in 25 mL HGM in a 125 mL flask.
After 5 days in a shaker incubator at 250 rpm and at 30 °C, a 1 mL aliquot was
used for fatty acid analysis (supra) and 10 mL dried for dry cell weight [*DCW”]

determination.
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For DCW determination, 10 mL culture was harvested by centrifugation for
5 min at 4000 rpm in a Beckman GH-3.8 rotor in a Beckman GS-6R centrifuge.
The pellet was resuspended in 25 mL of water and re-harvested as above. The
washed pellet was re-suspended in 20 mL of water and transferred to a pre-
weighed aluminum pan. The cell suspension was dried overnight in a vacuum
oven at 80 °C. The weight of the cells was determined.

Total lipid content of cells [*'TFAs % DCW?] is calculated and considered in
conjunction with data tabulating the concentration of each fatty acid as a weight
percent of TFAs [“% TFAs”] and the EPA content as a percent of the dry cell
weight [‘EPA % DCW].

Thus, Table 7 below summarizes total lipid content and composition of
strains Z1977, 21978, Z1979, Z1980 and Z1981, as determined by flask assays.
Specifically, the Table summarizes the total dry cell weight of the cells [‘DCW?],
the total lipid content of cells [“TFAs % DCW?], the concentration of each fatty
acid as a weight percent of TFAs [“% TFAs”] and the EPA content as a percent of
the dry cell weight [‘EPA % DCW"].
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Fermentation Of Yarrowia lipolytica Strain 21978

Inocula were prepared from frozen cultures of Yarrowia lipolytica strain
Z1978 in a shake flask. After an incubation period, the culture was used to
inoculate a seed fermentor. When the seed culture reached an appropriate
target cell density, it was then used to inoculate a larger fermentor. The
fermentation was a 2-stage fed-batch process. In the first stage, the yeast were
cultured under conditions that promoted rapid growth to a high cell density; the
culture medium comprised glucose, various nitrogen sources, trace metals and
vitamins. In the second stage, the yeast were starved for nitrogen and
continuously fed glucose to promote lipid and PUFA accumulation. Process
variables including temperature (controlled between 30-32 °C), pH (controlled
between 5-7), dissolved oxygen concentration and glucose concentration were
monitored and controlled per standard operating conditions to ensure consistent
process performance and final PUFA oil quality.

One of skill in the art of fermentation will know that variability will occur in
the oil profile of a specific Yarrowia strain, depending on the fermentation run
itself, media conditions, process parameters, scale-up, etc., as well as the
particular time-point in which the culture is sampled (see, e.g., U.S. Pat. Appl.
Pub. No. 2009-0093543-A1).

After fermentation, the yeast biomass was dewatered and washed to
remove salts and residual medium, and to minimize lipase activity. Drum drying
followed, to reduce the moisture to less than 5% to ensure oil stability during
short term storage and transportation.

Characterization Of The Dried And Untreated Yarrowia lipolytica Strain 21978

Biomass

The fatty acid composition of the dried and untreated yeast biomass was
analyzed using the following gas chromatography [‘GC"] method. Specifically,
the triglycerides were converted to fatty acid methyl esters [‘FAMES”] by
transesterification using sodium methoxide in methanol. The resulting FAMEs
were analyzed using an Agilent 7890 GC fitted with a 30-m X 0.25 mm (i.d.)
OMEGAWAX (Supelco) column after dilution in toluene/hexane (2:3). The oven
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temperature was increased from 160 ‘C to 200 ‘C at 5 C/min, and then 200 C to
250 "C (hold for 10 min) at 10 "C/min.

FAME peaks recorded via GC analysis were identified by their retention
times, when compared to that of known methyl esters [*‘MEs”], and quantitated by
comparing the FAME peak areas with that of the internal standard (C15:0
triglyceride, taken through the transesterifcation procedure with the sample) of
known amount. Thus, the approximate amount (mg) of any fatty acid FAME [*mg
FAME"] is calculated according to the formula: (area of the FAME peak for the
specified fatty acid/ area of the 15:0 FAME peak) * (mg of the internal standard
C15:0 FAME). The FAME result can then be corrected to mg of the
corresponding fatty acid by dividing by the appropriate molecular weight
conversion factor of 1.042-1.052.

The lipid profile, summarizing the amount of each individual fatty acid as a
weight percent of TFAs, was approximated (to within + 0.1 weight %) by dividing
the individual FAME peak area by the sum of all FAME peak areas and
multiplying by 100.

The dried and untreated yeast biomass from Yarrowia lipolytica strain
Z1978 contained 56.1 EPA % TFAs, as shown in Table 8.

Table 8. Fatty Acid Composition Of Dried And Untreated Z1978 Biomass

Fatty acid Weight Percent Of Total Fatty Acids
C18:2 (omega-6) 14.2
C20:5 EPA 56.1
C22:6 DHA non-detectable (<0.05)
Other components 29.7
EXAMPLE 1B

Preparation Of A SPD-Purified Microbial Qil Having Reduced Sterol Content
From Untreated Yarrowia lipolytica Strain 21978 Biomass

The present Example describes means used to disrupt the dried and
untreated Yarrowia lipolytica strain Z1978 biomass of Example 1A via extrusion
and pelletization, extract the oil using supercritical fluid extraction [*SCFE”], and
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reduce the sterol content of the oil by distillation, using short path distillation
conditions.

Disruption and Pelletization Via Extrusion Of Dried, Untreated Yeast Biomass

The dried and untreated Yarrowia lipolytica strain Z1978 biomass of
Example 1A was fed to a twin screw extruder. Specifically, a mixture of 84
weight percent yeast (containing approximately 39% total microbial oil) and 16%
diatomaceous earth (Celatom MN-4; EP Minerals, LLC, Reno, NV) was fed to a
40 mm twin screw extruder (Coperion Werner Pfleiderer ZSK-40 mm MC,
Stuttgart, Germany) at a rate of 23 kg/hr. A water/sucrose solution made of
26.5% sucrose was injected after the disruption zone of the extruder at a flow
rate of 70 mL/min. The extruder was operated with a 37 kW motor and high
torque shaft, at 140 rpom. The % torque range was 17-22. The resulting
disrupted yeast powder was cooled to 35 °C in a final water cooled barrel. The
moist extruded powder was fed into a LCI Multi-Granulator Model No. MG-55
(LCI Corporation, Charlotte, NC) assembled with a 1 mm hole diameter by 1 mm
thick screen and set to 80 RPM. Extrudate was formed at 27 kg/hr with a steady
2.2 amp current draw and was dried using conventional drying equipment. Dried
pellets, approximately 1 mm diameter X 6 to 10 mm in length, had a final
moisture content of 1.7%, as measured on a Sartorius MA35 moisture analyzer
(Sartorius AG, Goettingen, Germany).

Extraction Of The Extruded Yeast Biomass

The extruded yeast pellets were extracted using supercritical fluid phase
carbon dioxide (CQO3) as the extraction solvent to produce a triglyceride-rich
extracted oil containing EPA. Specifically, the yeast pellets were charged to a
320 L stainless steel extraction vessel and packed between plugs of polyester
foam filtration matting (Aero-Flo Industries, Kingsbury, IN). The vessel was
sealed, and then CO2 was metered by a commercial compressor (Pressure
Products Industries) through a heat exchanger (pre-heater) and fed into the
vertical extraction vessel to extract the triglyceride-rich oil from the pellets of
disrupted yeast. The extraction temperature was controlled by the pre-heater,

and the extraction pressure was maintained with an automated control valve
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(Kammer) located between the extraction vessel and a separator vessel. The
CO; and oil extract were expanded to a lower pressure through this control valve.
The extracted oil was collected from the expanded solution as a precipitate in the
separator. The temperature of the expanded CO, phase in the separator was
controlled by use of an additional heat exchanger located upstream of the
separator. This lower pressure CO» stream exited the top of the separator vessel
and was recycled back to the compressor through a filter, a condenser, and a
mass flow meter. The extracted oil was periodically drained from the separator
and collected as product.

The extraction vessel was initially charged with 150 kg of the extruded
yeast pellets. The triglyceride-rich oil was then extracted from the pellets with
supercritical fluid CO2 at 5000 psig (345 bar), 55 °C, and a solvent-to-feed ratio
of 32 kg CO; per kg of starting yeast pellets. A total of 39.6 kg of extracted oil
was collected from the separator vessel, to which was added about 1000 ppm
each of two antioxidants: Covi-ox T70 (Cognis, Ontario, Canada) and Dadex RM
(Nealanders, Ontario, Canada). The extracted oil contained 661 mg
ergosterol/100 g of oil, as determined by GC analysis (infra).

Specifically, ergosterol content was determined by high-performance liquid
chromatography (HPLC) with ultraviolet (UV) detection. Extracted oil samples
(100 mg) were diluted with 14 mL of 9:10 2-propanol:1-heptanol and mixed well.
Calibration standards of 96% pure ergosterol (Alfa Aesar, Inc., Ward Hill, MA)
were prepared in the range of 10 to 300 pg/mL in 2-propanol. Samples and
standards were chromatographed on a XDB-C8 HPLC column (4.6 mm id., 150
mm length, 5 um particle size, Agilent Technologies, Inc., Wilmington, DE) using
an 0.02% ammonium carbonate in water — acetonitrile gradient from 65 to 100%
acetonitrile in 12.5 min. The injection volume was 5 L, the flow rate was 1.2
mL/min and the column temperature was 50 °C. The UV (282 nm) response of
the ergosterol peak was compared with those of the calibration standards

analyzed under the same conditions.
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Distillation Under SPD Conditions
The extracted oil was degassed and then passed through a 6” stainless

steel molecular still (POPE Scientific, Saukville, WI) using a feed rate of 12 kg/hr
to remove residual water. The surface temperatures of the evaporator and
condenser were set at 140 °C and 15 °C, respectively. The vacuum was
maintained at 15 torr. Approximately 3 wt. % of the extracted oil was removed as
water in the distillate. The dewatered, extracted oil was substantially free of
phospholipids, containing 0.5 ppm of phosphorous. Upon visual inspection, the
dewatered, extracted oil was cloudy at room temperature.

The dewatered, extracted oil was passed through the 6” molecular still at a
feed rate of 12 kg/hr for a second time. The vacuum was lowered to 1 mtorr, and
the surface temperatures of the evaporator and condenser were maintained at
240 °C and 50 °C, respectively. Approximately 7 wt. % of the dewatered,
extracted oil was removed as the distillate; this fraction contained mainly free
fatty acids and ergosterol. A triacylglycerol-containing fraction (i.e., the SPD-
purified oil) was also obtained, containing 284 mg ergosterol /100 g oil (a ~57%
reduction in ergosterol content, when compared to ergosterol content in the
extracted oil). The SPD-purified oil was clear after being stored at 10 °C for
several days.

EXAMPLE 2
Preparation Of A SPD-purified Microbial Qil Having Reduced Sterol Content
From Untreated Yarrowia lipolytica Strain Y9502 Biomass

The present Example describes means used to disrupt dried and
untreated Yarrowia lipolytica strain Y9502 biomass via extrusion, extract the oil
using supercritical fluid extraction [*SCFE”], and reduce the sterol content of the
oil by distillation, using short path distillation conditions.

Preparation Of Dried And Untreated Yarrowia lipolytica Strain Y9502 Biomass

Yarrowia lipolytica strain Y9502 (Example 1A) was cultured in a 2-stage
fed-batch process and the resulting microbial biomass was dewatered, washed

and dried, according to the methodology set forth in Example 1A.
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Disruption Via Extrusion Of Dried, Untreated Yeast Biomass

The dried and untreated Yarrowia lipolytica strain Y8502 biomass was fed
to a twin screw extruder. Specifically, the yeast biomass (containing
approximately 37% total microbial oil) was fed to a 70 mm twin screw extruder
(Coperion Werner Pfleiderer ZSK-70mm SCD, Stuttgart, Germany) at a rate of
270 kg/hr, in the absence of diatomaceous earth.

The extruder was operated with a 150 kW motor and high torque shaft at
150 rpm and 33 percent of the total amp range. The resulting disrupted yeast
biomass was cooled to 81 °C in the final water cooled barrel. The moisture
content of the disrupted biomass was 2.8 wt. %, as measured on a Sartorius
MA35 moisture analyzer (Sartorius AG, Goettingen, Germany).

Extraction Of The Extruded Yeast Biomass

The extruded yeast biomass was mixed with diatomaceous earth to
prevent bed compaction and extracted using supercritical fluid phase carbon
dioxide (CO3) as the extraction solvent to produce a crude triglyceride oil
containing EPA (i.e., “Extracted oil”). Specifically, a total of 82.7 kg of the
extruded yeast biomass was mixed with 41 kg of diatomaceous earth (Celatom
MN-4; EP Minerals, LLC, Reno, NV) and charged to a 320 L stainless steel
extraction vessel, configured in a manner identical to that described in Example
1B, with the following exceptions: (i) the extraction temperature was controlled to
40 °C by the pre-heater; (ii) the extraction pressure was maintained at 4500 psig
(310 bar); (iii) a solvent-to-feed ratio of 44 kg CO, per kg of starting yeast was
used for the extraction. In this way, 23.2 kg oil was extracted from the disrupted
yeast. The extracted oil contained 774 mg ergosterol /100 g oil, as determined
by GC analysis according to the methodology of Example 1B.

Distillation Under SPD Conditions
The extracted oil was passed through a 2” glass molecular still to provide

a dewatered, extracted oil. The flow rate was maintained at approximately 480
g/hr. The vacuum, evaporator and condenser temperatures were 0.2 mm Hg,
130 °C and 60 °C, respectively. The dewatered, extracted oil was then passed

through the still three times at different temperatures at a vacuum of 1 mtorr, as
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shown in the Table below. After each pass, the ergosterol level, EPA content (as
a wt. % of TFAs) and total Omega-3 content (as a wt. % of TFAS) in the
triacylglycerol-containing fraction (i.e., the SPD-purified oil) were determined, as

previously described.

Table 9. Ergosterol And PUFA Content In SPD-Purified Qil

Pass 1 Pass 2 Pass 3
Temperature (°C) 210 240 270
Ergosterol (mg/100 g) 110 52.8 1.21
C20:5 EPA (wt. % TFAs) 54.9 55.2 55.4
Total Omega-3 (wt. % TFAs) 57.51 57.92 57.18

Thus, at 210 °C, the ergosterol level in the SPD-purified oil was 110 mg/100 g of
oil and it was reduced to about 53 mg/100 g of oil at 240 °C. The ergosterol was
almost completely removed to 1 mg/100 g of oil when the temperature was
further increased to 270 °C. This corresponds to a ~57%, ~86% and ~99.8%
reduction in ergosterol content in Pass 1, Pass 2 and Pass 3, respectively, when
compared to ergosterol content in the extracted oil.

With respect to the PUFA content in the SPD-purified oil, the data of Table
9 demonstrate that no significant degradation of EPA or total Omega-3 content
occurred, even when the oil was passed through the SPD still at 270 °C.

The SPD-purified oil of Pass 3 was further analyzed for the appearance of
unexpected components and contaminants using chromatographic profiling.
Specifically, testing was done by: (i) gas chromatography with flame ionization
detection (GC/FID); (ii) thin-layer chromatography (TLC); and, (iii) liquid
chromatography with mass spectrometric, light scattering and ultraviolet
detection (HPLC/MS/ELSD/UV). The GC/FID profile was run on the methyl
esters of the SPD-purified oil sample. The TLC and HPLC/MS/ELSD/UV profiles
were run on the SPD-purified oil directly. In all cases, the SPD-purified oil profile
was compared with a reference oil prepared with Yarrowia lipolytica strain Y4305

biomass.
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Specifically, the reference oil was produced from dried and untreated
Yarrowia lipolytica strain Y4305 biomass, according to the methodology set forth
in Example 1A. Strain Y4305, capable of producing 55.6 EPA % TFAs, is
described in U.S. Pat. Appl. Pub. No. 2009-0093543 A1. The dried and
untreated biomass was mechanically disrupted using a media mill with an oil to
iso-hexane solvent ratio of 1 to 7. The residual biomass (i.e., cell debris) was
removed using a decanter centrifuge and the solvent was evaporated to yield an
extracted oil containing triglycerides. The extracted oil was degummed using
cold acetone with an extracted oil to solvent ratio of 1 to1.5, followed by acid
degumming with 50% aqueous citric acid. The degummed oil was then bleached
with an acid-activated clay and deodorized at 210 °C for 30 min to yield the
reference oil sample.

None of the chromatographic profiles of the SPD-purified oil of Pass 3
contained any peaks that were not seen in the profile of the reference sample.
Both samples were run on the same day under the same conditions.
Additionally, there were no unidentified peaks in of the SPD-purified oil that had
significantly higher responses than the corresponding peaks in the profile of the
reference sample. Also, none of the peaks in the SPD-purified oil of Pass 3 had
higher responses than the corresponding peaks in the SPD-purified oil of Pass 1
or Pass 2, which were produced at lower temperatures (i.e., 210 °C and 240 °C,
respectively). These analyses show that the removal of ergosterol at high
temperatures using SPD does not lead to the appearance of degradation
products in the oil; thus, it is hypothesized that no significant degradation of the
PUFAs occurs by application of this processing technique.

EXAMPLE 3
Preparation Of A SPD-purified Microbial Qil Having Reduced Sterol Content
From Untreated Yarrowia lipolytica Strain Y8672 Biomass

The present Example describes means used to disrupt dried and

untreated Yarrowia lipolytica strain Y8672 biomass via mechanical disruption

using a media mill, extract the crude oil using iso-hexane solvent, and reduce the
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sterol content of the acetone-degummed oil by distillation, using short path
distillation conditions.
Genotype Of Yarrowia lipolytica Strain Y8672

The generation of strain Y8672 is described in U.S. Pat. Appl. Pub. No.
2010-0317072-A1. Strain Y8672, derived from Yarrowia lipolytica ATCC #20362,

was capable of producing about 61.8% EPA relative to the total lipids via

expression of a delta-9 elongase/ delta-8 desaturase pathway.

The final genotype of strain Y8672 with respect to wild type Yarrowia
lipolytica ATCC #20362 was Ura+, Pex3-, unknown 1-, unknown 2-, unknown 3-,
unknown 4-, unknown 5-, unknown 6-, unknown 7-, unknown 8-, Leu+, Lys+,
YAT1::ME3S::Pex16, GPD::ME3S::Pex20, GPD::FmD12::Pex20,
YAT1::FmD12::0ct, EXP1::FmD12S::ACO, GPAT::EgD9e::Lip2,
FBAINm::EgD9eS::Lip2, EXP1::EgD9eS::Lip1, YAT1::EgD9eS::Lip2,
FBAINm::EgD8M::Pex20, FBAIN::EgD8M::Lip1, EXP1::EgD8M::Pex16,
GPD::EaD8S::Pex16 (2 copies), YAT1::E389D9eS/EgD8M::Lip1,
YAT1::EgD9eS/EgD8M::Aco, FBAIN::EgD5SM::Pex20, YAT1::EgD5SM::Aco,
GPM::EgD5SM::Oct, EXP1::EgD5M::Pex16, EXP1::EgD5SM::Lip1,
YAT1::EaD5SM::Oct, YAT1::PaD17S::Lip1, EXP1::PaD17::Pex16,
FBAINm::PaD17::Aco, GPD::YICPT1::Aco, and YAT1::MCS::Lip1. Abbreviations
are as defined in Example 1A.

For a detailed analysis of the total lipid content and compaosition in strain
Y8672, a flask assay was conducted wherein cells were grown in 2 stages for a
total of 7 days. Based on analyses, strain Y8672 produced 3.3 g/L dry cell
weight [‘DCW?”], total lipid content of the cells was 26.5 [“TFAs % DCW”], the
EPA content as a percent of the dry cell weight [‘'EPA % DCW”] was 16.4, and
the lipid profile was as follows, wherein the concentration of each fatty acid is as
a weight percent of TFAs [“% TFAs”]: 16:0 (palmitate)—2.3, 16:1 (palmitoleic
acid)-- 0.4, 18:0 (stearic acid)-- 2.0, 18:1 (oleic acid)-- 4.0, 18:2 (LA)-- 16.1, ALA--
1.4, EDA--1.8, DGLA--1.6, ARA--0.7, ETrA--0.4, ETA--1.1, EPA--61.8, other--6.4.
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Preparation Of Dried And Untreated Yarrowia lipolytica Strain Y8672 Biomass

Yarrowia lipolytica strain Y8672 was cultured in a 2-stage fed-batch
process and the resulting microbial biomass was dewatered, washed and dried,
according to the methodology set forth in Example 1A.

Disruption And Extraction Via Media Mill And Iso-Hexane Solvent Of Dried,

Untreated Yeast Biomass To Produce Extracted Qil

The dried and untreated Yarrowia lipolytica strain Y8672 biomass was
mechanically disrupted using a media mill with iso-hexane solvent. The residual
biomass (i.e., cell debris) was removed using a decanter centrifuge and the
solvent was evaporated to yield an extracted oil containing triglycerides.

The extracted oil was analyzed using the methodology of Example 1B.
The microbial oil contained 58.1 EPA % TFAs, as shown in Table 10.

Table 10. Fatty Acid Composition of Extracted Y8672 Microbial Qil

Fatty acid Weight Percent Of Total Fatty Acids
C18:2 (omega-6) 15.6
C20:5 EPA 58.1
C22:6 DHA non-detectable
Other components 26.3

A portion of the extracted oil was degummed using cold acetone with a
extracted oil to solvent ratio of 1 to 1.5. The acetone-degummed oil contained
880 mg ergosterol/100 g oil and 74.5 ppm of phosphorous.

Distillation Under SPD Conditions
The acetone-degummed oil was subjected to short path distillation,

according to the methodology of Example 1B (except the evaporator temperature
was set at 255 °C). Almost no distillate was collected during the first pass since
there was very little water in the acetone-degummed oil. During the second
pass, roughly 12 wt. % of distillate was collected. The final ergosterol level in the
triacylglycerol-containing fraction (i.e., the SPD-purified oil) was 106 mg/100 g (a
~88% reduction in ergosterol content, when compared to ergosterol content in
the acetone-degummed oil); the SPD-purified oil contained 66 ppm of

phosphorous.
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CLAIMS

We claim:

1. A process for reducing the amount of sterol in a sterol-containing microbial
oil composition, said method comprising:

a) distilling, at least once under short path distillation conditions, the sterol-
containing microbial oil wherein said oil comprises:

(i) triacylglycerol comprising one or more polyunsaturated fatty acids; and,
(ii) a sterol fraction of at least 300 mg/100 g of oil;

wherein said distillation produces a distillate fraction comprising the sterol and a
triacylglycerol-containing fraction having a reduced amount of the sterol when
compared to the amount of sterol in the sterol-containing microbial oil
composition that has not been subjected to short path distillation; and,

b) optionally, recovering the triacylglycerol-containing fraction.

2. The process of Claim 1, wherein the short path distillation conditions
comprise at least one pass of the sterol-containing microbial oil at a vacuum level
of not more than 30 mTorr and a temperature of not more than 300 °C.

3. The process of Claim 1 wherein the sterol fraction comprises one or more
sterols selected from the group consisting of: stigmasterol, ergosterol,
brassicasterol, campesterol, B-sitosterol and desmosterol.

4. The process of Claim 3 wherein the sterol fraction comprises ergosterol.
5. The process of Claim 1 wherein the reduction in the amount of sterols in
the triacylglycerol-containing fraction is at least 40% when compared to the
amount of sterols in the sterol-containing microbial oil composition.

6. The process of claim 1 wherein the triacylglycerol-containing fraction
having a reduced sterol fraction has improved clarity when compared to the
sterol-containing microbial oil composition that has not been subjected to short
path distillation.

7. The process of claim 2 wherein the temperature is not more than 280 °C.
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8. The process of Claim 1 wherein the sterol-containing microbial oil
composition is a refined lipid composition having less than 20 ppm phosphorous
as determined with inductively coupled plasma optical emission spectroscopy.
9. The process of Claim 1 wherein the sterol-containing microbial oil
composition is obtained from yeast, algae, euglenoids, stramenopiles, fungi, or
mixtures thereof.

10.  The process of Claim 9 wherein the sterol-containing microbial oil
compaosition is obtained from oleaginous microbes from a genus selected from
the group consisting of Mortierella, Thraustochytrium, Schizochytrium, Yarrowia,
Candida, Rhodotorula, Rhodosporidium, Cryptococcus, Trichosporon, and
Lipomyces.

11.  The process of Claim 10 wherein the sterol-containing microbial oil
composition is obtained from microbial biomass of recombinant Yarrowia cells.
12.  The process of Claim 11 wherein the recombinant Yarrowia cells are
engineered for the production of at least one polyunsaturated fatty acid selected
from the group consisting of: linoleic acid, gamma-linolenic acid, eicosadienoic
acid, dihomo-gamma-linolenic acid, arachidonic acid, docosatetraenoic acid,
omega-6 docosapentaenoic acid, alpha-linolenic acid, stearidonic acid,
eicosatrienoic acid, eicosatetraenoic acid, omega-3 docosapentaenoic acid,
docosahexaenoic acid, eicosapentaenoic acid, and mixtures thereof.

13. The process of Claim 1, wherein said distilling comprises two or more
consecutive short path distillations of the microbial oil composition.

14.  The process of Claim 13, wherein each consecutive short path distillation
is at a temperature that is higher than the temperature of the immediately
preceding short path distillation.
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SEQUENCE LI STI NG

Sequence

<110> E.I.
Li ang, Shu-Chien
<120>
SHORT PATH DI STI LLATI ON
<130> CL5077USNA
<150> US 61/441, 842
<151> 2011-02- 11
<160> 8
<170> Patentln version 3.5
<210> 1
<211> 4313
<212> DNA
<213> Artificia
<220>
<223> Plasmid pZKUM
<400> 1

t aat cgagcet
acaattccac
gt gagct aac
t cgt gccage
cgctetteceg
gt at cagctc
aagaacat gt
gegtttttce
aggt ggcgaa
gtgecgetctce
ggaagcgt gg
cgct ccaage
ggtaactatc
act ggt aaca
t ggcct aact
gttaccttcg
gotggttttt
cctttgatct
ttggtcatga
tttaaatcaa

agt gaggcac

tggcgt aatc
acaacat acg
tcacattaat
tgcattaatg
cttcctcget
act caaaggc
gagcaaaagg
at aggct ccg
acccgacagg
ctgttccgac
cgctttctca
t gggct gt gt
gtcttgagtce
ggattagcag
acggct acac
gaaaaagagt
ttgtttgcaa
tttctacggg
gattatcaaa
t ct aaagt at

ctatctcagc

at ggt cat ag
agccggaage
tgecgttgege
aat cggccaa
cact gact cg
ggt aat acgg
ccagcaaaag
ccecect gac
act at aaaga
cctgeeget t
t agct cacgce
gcacgaaccce
caacccggt a
agcgaggt at
t agaaggaca
t ggt aget ct
gcagcagat t
gt ct gacgcet
aaggatcttc
atatgagt aa

gatctgtcta

ctgtttcctg
ataaagtgta
t cact gcceg
cgecgegggga
ctgcget cgg
ttatccacag
gccaggaacc
gagcat caca
t accaggcgt
accggat acc
tgtaggtatc
ccegttcage
agacacgact
gtaggcggt g
gtatttggta
t gat ccggea
acgcgcagaa
cagt ggaacg
acctagat cc
acttggtctg
tttcgttcat

Page 1

I nc.

tgtgaaattg
aagcct gggg
ctttccagtc
gaggcggttt
tcgttcgget
aat cagggga
gt aaaaaggc
aaaat cgacg
ttccecect gg
tgtccgectt
tcagttcggt
ccgaccgcet g
tat cgccact
ctacagagtt
tctgcget ct
aacaaaccac
aaaaaggat ¢
aaaact cacg
ttttaaatta
acagttacca

ccatagttgc

PURI FI CATI ON OF TRI GLYCERIDE O L FROM M CROBI AL SOURCES USI NG

ttatccgete
tgcctaatga
gggaaacct g
gcgtatt ggg
gcggcgageg
t aacgcagga
cgegttgetg
ct caagt cag
aagctccctc
tctcectteg
gtaggtcgtt
cgecttatcece
ggcagcagcece
cttgaagt gg
gct gaagcca
cget ggt age
t caagaagat
ttaagggatt
aaaat gaagt
atgcttaatc

ctgactcccc

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960

1020
1080
1140
1200
1260



gtcgt gt aga
ccgcgagacce
gccgagegea
cgggaagcet a
acaggcat cg
cgat caaggc
cctcegat cg
ctgcat aatt
t caaccaagt
atacgggat a
tcttcgggge
act cgtgcac
aaaacaggaa
ctcatact ct
ggat acat at
cgaaaagt gc
acgcgcageg
ccttcectttce
ttagggttcc
ggttcacgta
acgttcttta
tattcttttg
atttaacaaa
cattcaggct
agct ggcgaa
agt cacgacg
t gggt accgg
t ggagt acga
aggcet gt ggg
acgtcattgc
ccatt gacgt
aactaact cg
aaagttctgc

aagct cgagt

t aact acgat
cacgct cacc
gaagt ggt cc
gagt aagt ag
t ggt gt cacg
gagttacatg
tt gt cagaag
ctcttact gt
cattctgaga
ataccgcgcece
gaaaactctc
ccaact gatc
ggcaaaat gc
tcctttttca
tt gaat gt at
cacct gacgc
t gaccgct ac
tcgccacgtt
gatttagtgc
gt gggccatc
at agt ggact
atttataagg
aatttaacgc
gcgcaact gt
agggggat gt
tt gt aaaacg
gceeccecctc
ct ccaact at
t ct gacagct
tggctttcat
tctttctaat
taactattac
agact aaat t

gct caagcetc

CL5077WOPCT_Sequenceli sti ng_ST25.

acgggagggc
ggct ccagat

tgcaacttta
ttcgccagtt
ctegtegttt
atcccccat g
taagttggec
cat gccat cc
atagtgtatg
acat agcaga
aaggatctta
ttcagcat ct
cgcaaaaaag
atattattga
tt agaaaaat
gceet gt age
acttgccagce
cgceggettt
tttacggcac
gcecet gat ag
cttgttccaa
gattttgccg
gaattttaac
t gggaagggc
gct gcaagge
acggccagt g
gaggt cgacg
gagt gt get t
gegttttegy
cat gat caca
tt ggaccgat
cat aacat at
tatttcagtc
gt ggcagcca

ttaccatctg
ttatcagcaa
tccgectcca
aatagtttgc
ggt at gget t
tt gt gcaaaa
gcagt gt t at
gt aagat gct
cggcgaccga
actttaaaag
ccgetgttga
tttactttca
ggaat aaggg
agcatttatc
aaacaaat ag
ggcgcattaa
gcect agege
cccegt caag
ct cgacccca
acggtttttc
act ggaacaa
atttcggect
aaaatattaa
gat cggt gcg
gattaagttg
aattgtaata
agtatctgtc
ggatcacttt
cgcggttgge
tttttgtcgg
agccgt at ag
acttcactgc
tcctcttcac

agaaaaccaa

Page 2

gceecagt ge
t aaaccagcc
t ccagt ct at
gcaacgt t gt
cattcagctc
aagcggttag
cact cat ggt
tttctgtgac
gttgctcttg
t gct cat cat
gat ccagttc
ccagegtttce
cgacacggaa
agggttattg
gggttccgeg
gcgcggcegag
ccgetecttt
ctctaaat cg
aaaaacttga
gcectttgac
cact caaccc
attggttaaa
cgct t acaat
ggcctcetteg
ggt aacgcca
cgactcacta
tgactcgtca
gacgat acat
cgacaacaat
caaaggcgac
t ccagt ct at
cccagat aag
caccaaaat g

cct gt gt gt

t xt
tgcaatgata

agccggaagg
taattgttge
tgccattget
cggttcccaa
ctecttcggt
t at ggcagca
t ggt gagt ac
cccggegt ca
t ggaaaacgt
gat gt aaccc
t gggt gagca
atgttgaata
t ct cat gage
cacatttccc
tgtggtggtt
cgetttctte
ggggcet cect
ttagggt gat
gttggagtcc
tatctcggte
aaat gagct g
ttccattcge
ctattacgec
gggttttcce
t agggcgaat
ttgccgecett
tcttegttgg
atcagctgca
gcccagagag
ctataagttc
gttccgataa
ccetectacg

tctctggatg

1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
2100
2160
2220
2280
2340
2400
2460
2520
2580
2640
2700
2760
2820
2880
2940
3000
3060
3120
3180
3240
3300



ttaccaccac
t caaaaccca
aggaacttgc
gcaacact gt
acgcccacgg
gaaact gt ct
gagttcctag
ctgtcttgea
cgat ccgacc
gaggact ggc
cagcagt acc
cgaggt ct gt
ggct gggagg
ct gt gt at at
gacctgtctg
at ggggcat g

actacttata

<210> 2
<211>
<212>
<213>

<220>
<223>

<400> 2
gtacggattg

caggagct gt
ttttttcaac
tcttcagcca
t gcagt cact
gtttgaat at
gcacat agac
agct gt cact
aaaaccagag
gcagtgatta
ctcatgtatg
at gt agagcce

caaggagct ¢
tatcgacatc
tcttaagcac
caagcaccag
tgtacccgga
ct gaacagaa
tccectctee
agggct ct ct
ccgagtttgt
ttattctgac
gaactgttga
acggccagaa
cttaccagaa
agagagcgt g
atcgagtatg
ttgttgtott
cttatatgag

13565
DNA
Artificia

CL5077WOPCT_Sequenceli sting_ST25. t xt
ccgat aaggt cggaccttat gtgtgcatga

attgagettg
attgacgact
ggtttcttce
taccggtgtc
accggaat cg
gaaggaggac
caacgagaag
ggccact gge
ggttggettce
ccecggggt g
ggatgtcatg

ccgagat cct
gat t aact gt
caagt at gga
tatgatactg
tctcgatacg

gct cgaagaa

Sequence

Pl asnm d pZKL3- 9DPON

t cacctacgce
t gttcgagga
accgaat cgc
attgetggec
gtctct gact
ct ggccagag
gagtactcca
attgcccaga
ggtcttgacg
tctaccggaa
att gaggagg
t agaggttag
gegettgtte
cacaacct gt
gagat gct gg
agctgacttg

tgtatgtccc tgtacctgea tcttgatgga

ccaattttaa
tgccctatcg
aggcttccaa
gcgagt gaag
aact aagat g
agaat gct gt
gcagagacag
at at agagaa
t aggt at agt
caaaccgt at

atttctataa

ttttataaca
actatattta
agt aacccct
tggactct aa
cat gat ccat
tggttgttac
gggt at gt ca
tgtattgacg
acacttactg

tctgtgtcta
t cgaaggggc

t ggaaacgag
tctactccaa
cgcttcccga
cat ct ccaac
tacatttgta
at ct gaagcce
catttgaaga
gttgtggceta
tagct acaag

cagaaggcga

cggcactgtg
cagaaagttc
cgagt ggt cc
t gcgaget gg
acgagaactc
gtctget cat
agcagaccat
accgacct aa
acaagggaga
cggat at cat
ccaagcgat a
actatggata
agcttgtatg
gtat ccgeat
gt acagt get
tgtatgactt

gagagct ccg
tccttggage
aaccgact gc
cacttaattg
atagcgacga
gaaat at cat
gaggtaccga
t catacaacc
t gt cat aagt
tacatact gc

t acggaagag

ctccecctca
gcagatattg
gat at cacca
t gcgt acgag
ccagt acaag
gct ggeegag
t gagcttgece
gggcgact ct
cgcetctcgga
aattgtcgge
ccagaaggct
tgtaatttaa
at ggt cagac
gatctgtcca
aatacgttga

aat

gaaagcggat
t agaagacca
ttcccaagaa
aaaccttaga
tattgcgagg
aaacaacgaa
tgtcattttc
gacgtttatg
gcagt gaagt
tacagt aata

tcaatctctt

cttgtaattt ccaaacgagt aattgagtaa
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3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960
4020
4080
4140
4200
4260
4313

60
120
180
240
300
360
420
480
540
600
660
720



tt gaagagca
gct act gcac
gt gacagttg
ttaatgaatc
ct cgcet cact
aaaggcggt a
aaaaggccag
gct ccgeecce
gacaggact a
tccgaccctg
ttctcatage
ct gt gt gcac
t gagt ccaac
t agcagagcg
ctacact aga
aagagt t ggt
ttgcaagcag
t acggggt ct
at caaaaagg
aagt at at at
ct cagcgatc
t acgat acgg
ct caccggct
t ggt cctgca
aagtagttcg
gt cacgct cg
tacat gat cc
cagaagt aag
tactgtcatg
ct gagaat ag
cgcgcecacat
act ct caagg
ctgatcttca

aaat gccgca

t cgt agacat
atact gt act
ctagctgcta
ggccaacgcyg
gact cgct ge
atacggt t at
caaaaggcca
cct gacgage
t aaagat acc
ccgettacceg
tcacgctgta
gaaccccecyg
ccggt aagac
aggt at gt ag
agaacagt at
agct ct t gat
cagattacgc
gacgct cagt
atcttcacct
gagt aaact t
tgtctatttc
gagggcttac
ccagatttat
actttatccg
ccagttaata
tcgtttggta
cccat gt t gt
ttggccgeag
ccatccgt aa
t gt at gcgge
agcagaact t
atcttaccge
gcatctttta

aaaaagggaa

CL5077WOPCT_Sequenceli sti ng_ST25.

tacttatcat
cgcccat gca
cttgtagtcg
cggggagagg
gct cggt cgt
ccacagaatc
ggaaccgt aa
at cacaaaaa
aggegtttcce
gatacctgtc
ggt at ctcag
ttcagcccga
acgacttatc
gcggt gect ac
ttggtatctg
ccggcaaaca
gcagaaaaaa
ggaacgaaaa
agatcctttt
ggt ct gacag
gttcatccat
cat ct ggccce
cagcaat aaa
cctccatcca
gtttgcgcaa
tggcttcatt
gcaaaaaagc
tgttatcact
gatgcttttc
gaccgagttg
t aaaagt get
tgttgagatc
ctttcaccag

t aagggcgac

gtattgtgag
gggat aat gc
ggt gggt gat
cggtttgegt
tcgget gegg
aggggat aac
aaaggccgeg
t cgacgetca
ccet ggaage
cgectttete
ttcggt gtag
ccget gegece
gccact ggca
agagttcttg
cgetetgetg
aaccaccgct
aggat ct caa
ctcacgttaa
aaattaaaaa
ttaccaatgc
agttgcctga
cagtgctgeca
ccagccagcec
gtctatt aat
cgttgttgee
cagct ccggt
ggttagcetcc
catggttatg
t gt gact ggt
ctettgeeceg
catcattgga
cagttcgatg
cgtttctggg

acggaaat gt

Page 4

agggaggaga
atagcgagac
agcat ggcgce
attgggegcet
cgagcggt at
gcaggaaaga
ttgct ggegt
agt cagaggt
tccctegtge
ccttecgggaa
gtcgttcget
ttatccggta
gcagccact g
aagt ggt ggc
aagccagtta
ggtageggt g
gaagat cct t
gggattttgg
tgaagtttta
ttaatcagtg
ctcceegt cg
at gataccgc
ggaagggccg
tgttgccggg
attgctacag
t cccaacgat
ttcggtecte
gcagcact gc
gagtact caa
gcgt caat ac
aaacgttctt
taacccactc
t gagcaaaaa

t gaat actca

t xt
tgcagctgta

ttggcagt ag
gccagcet gca
cttcegette
cagct cactc
acat gt gagc
ttttccatag
ggcgaaaccce
gct ct cct gt
gcgt ggegcet
ccaagct ggg
act at cgt ct
gt aacaggat
ct aact acgg
ccttcggaaa
gtttttttgt
tgatctttte
t cat gagatt
aat caatcta
aggcacct at
t gt agat aac
gagacccacg
agcgcagaag
aagct agagt
gcat cgt ggt
caaggcgagt
cgatcgtt gt
ataattctct
ccaagt cat t
gggat aat ac
¢ggggcgaaa
gt gcacccaa
caggaaggca

tactcttccet

780
840
900
960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160

2220

2280

2340

2400

2460

2520

2580

2640

2700

2760



ttttcaatat
atgtatttag
tgatgcggt g
aagcgt t aat
ccaat aggcc
gagtgttgtt
agggcgaaaa
ttttttgggg
tagagcttga
agcgggegct
cgegcet t aat
gaagggcgat
gcaaggcgat
gccagt gaat
at agacat ct
agt at gt gaa
catccgtett
cacgt agt ct
atcatatcca
gt ggccagt t
ctgtacgttc
aggacaattg
gatactggtc
gaaagt gcct
agt aact gaa
at gagcgcaa
gacacaat ag
ggt gat agga
tcttgagett
tggttttggt
agt cat acac
gcact gtacc
t gcggat aca

at acaagct g

tattgaagca
aaaaat aaac
t gaaat accg
attttgttaa
gaaat cggca
ccagtttgga
accgtctatc
t cgaggt gecc
cggggaaagc
agggcgcet gg
gcgeegcet ac
cggtgcgggce
t aagtt gggt
t gt aat acga
t caat aggag
t aaccagcgg
t cggggttga
gcaaaagcct
agattcttca
acgat caatt
accat agt ct
atact ggcag
at gt agggt t
cggaaaacaa
gt cgagaaga
gagtttccac
gccacgttag
gcegttaatt
ttccataaca
gtagt ggt ag
aagt caget t
cagcatctcc
caggttgtge

aacaagcgct

CL5077WOPCT_Sequenceli sti ng_ST25.

tttatcaggg
aaat aggggt
cacagat gcg
aattcgegtt
aaatccctta
acaagagt cc
agggcgat gg
gt aaagcact
cggcgaacgt
caagt gt age
agggcegcegtc
ctcttegeta
aacgccaggg
ct cact at ag
cattaatacc
gccat ccaac
t ggt aagt cc
tgtttccaag
ggtt gat gcc
t gt agt cagt
ctctgtatge
aagggttt gt
gttggat cgt
tatacttttc
aatttcctcc
aggt aaaat c
atagccat cc
aagttgcgac
agttcttctg
tgcagt ggt g
tcttcgagece
gt at cgagaa
agt at catac

ccatacttgc

ftattgtcte
tccgcgcaca
t aaggagaaa
aaatttttgt
t aaat caaaa
act attaaag
cccact acgt
aaat cggaac
ggcgagaaag
ggt cacgcet g
cattcgccat
ttacgccage
ttttcccagt
ggcgaatt gg
t gt gggat ca
aaagaagt cg
gtcgtctcct
t cgaggct gc
cat gaat aga
gttgtttcca
cttctgaaag
ggagtttatg
ttggatgtca
ctttttggtg
aaact ggt ag
gct ct gcagy
gtacttgaga
acatgtcttg
cct ccaggaa
gtattgtgac
t cat at aagt
acacaacaac
atactcgatc

acgctctcta
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at gagcggat
tttcccecgaa
ataccgcatc
t aaat caget
gaat agaccg
aacgt ggact
gaaccat cac
cct aaaggga
gaagggaaga
cgcgt aacca
t caggct geg
tggcgaaagg
cacgacgttg
gcecgacgtc
ctgat gt aaa
ttccagt gag
tgcttaaaga
ccatagttga
gcagt gacag
aggaagt cga
ccat cat gaa
t cagt agt gt
gt aat agegt
t gat cgt ggg
t caagagt ca
gcaaat gggc
acaaagt cgt
atagtatctt
gt ccat gggt

tggggatgta
at aagt agt t

at gccccat t
agacaggt cg

t at acacagt

t xt
acatatttga

aagt gccacc
aggaaat t gt
cattttttaa
agat agggt t
ccaacgt caa
cct aat caag
gcececcgat t
aagcgaaagg
ccacacccge
caact gttgg
gggat gt gct
t aaaacgacg
gcat gcagga
cttctcccag
tgactcggta
acagagcgtc
ttagecgttgg
ctcctagaga
ccagacgatc
cttggcagcece
t aagaggagyg
ct gcaat gga
ccaaaaat cc
cat cgggaaa
caggggct ct
atgtctcctg
gaattctctc
ggtttgatca
gttgagaata
caacgtatta
ggacagat ca
tctgaccatc

taaattacat

2820
2880
2940
3000
3060
3120
3180
3240
3300
3360
3420
3480
3540
3600
3660
3720
3780
3840
3900
3960
4020
4080
4140
4200
4260
4320
4380
4440
4500
4560
4620
4680
4740
4800



atccatagtc
atcgettgge
t gat at ccgt
ctcecettgte
t aggt cggtt
tggtctgett
t gagcagacc
agttctcgta
ctcgeaggece
act cggcgat
ttctgtecte
t gccggegt a
gtccgacct t
acaggt t ggt
ggacgttagc
tttagtctge
aatagttacg
t agaaagaac
gaaagccagc
ct gt cagacc
agttggagtc
ccttgggaac
acagtccgtg
agt gaat gtt
aagtcttgag
tacagt ct gt
agcaat gt cg
gcaaaaaat a
tattcttgat
t ggcgcet cat
tattttttcg
cgct ggaggg
cgcacct agg

ctacgtcatt

taacctctaa
ctcctcaata
t ccggt agac
gt caagaccc
ctgggcaat g
ggagt act cg
t ct ggccage
gt cagagacg
agcaat gat t
t cggt gacac
gaacaggaag
ggt gaagt cg
at cggcaagc
tttcttgget
tcgagetteg
agaacttttt
agttagttga
gt caat ggct
aatgacgttg
cacagcect cc
gtactccaaa
caccaccgtc
gat agcagaa
gcagaagaag
atcagtttgg
acaggt at ac
tttaccaaaa
aacactccga
gagagcgt at
tgttgcgtta
tttgcaaggc
agt cggagag
accctttgge

ccat gcgt gc

CL5077WOPCT_Sequenceli sting_ST25. t xt

cagtt aat ct

ggat ct cggt

at gacat cct
accccgggyy
aagccaacca
ccagt ggcca
ttctegttgg
tcctecttet
ccggttcegg
cggt act ggt
aaaccgt gct
t caat gat gt
t caat gaget
gccacgagct
t aggagggca
at cggaacct
acttat agat
ctct gggegt
cagct gat at
aacgaagaat
ggcggcaat g
ageccttctg
tatgtcttgt
tatgtgeett
ccagt cat gt
tcgct gecca
gt gagaat gc
t acggggaat
cgatggttaa
t gcagegt ac
ttaacaacat
gegttttgga
acgccgaaat

atgtttgege

tct ggt aage
tctggecegta
caacagttcg
t cagaat aag
caaact cggg
gagagcecct t
gagaggggac
tctgttcaga
gtacaccgt g
gctt gacagt
t aagagcaag
cgat at gggt
ccttggt ggt
t gagcact cg
ttttggtggt

tat ct gggge
agact ggact

cgectttgee
tgttgtcgge
gtatcgtcaa
acgagt caga
act cacgt at
cggtccattt
catt gagaat
t gt ggggggt
ctttatactt
t ccacagaac
cgaaccccgg
tgctgetgtg
accacaat at
t gct gt ggag
gcggettgge
gtgccacttt
cttttttccc
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ctcccageca
cagacct cgg
gtact gct gt
ccagtcctca
gt cggat cgg
gcaagacagc
t aggaact cc
gacagtttcc
ggcgttogtyg
gttgccaata
ttccttgagg
tttgatcatg
ggt aacat cc
agcggcaaag
gaagaggaga
agt gaagt at
atacggct at
gacaaaaat g
caaccgcgcec
agt gatccaa
cagatact cg
t gt agccacc
ct caccaact
cggt gt t get
aattggattg
tttgattceg
acaccccagg
tct ccacggt
t gct gt gt gt
t ggaagetta
agggat 9ggg
ct ggegecca
t cagt ct agt
ttgcecttga

geettet ggt
ccgacaatta
ccgagagegt
gagt cgeect
gcaagct caa
t cggccagea
ttgtact ggg
t cggcaccag
atat cggacc
t ct gcgaact
gggagcacag
cacacat aag
agagaagcac
gcggact t gt
ct gaaat aaa
atgttatggt
cggt ccaaat
t gat cat gat
gaaaacgcag
gcacact cat
tcgacctttt
gacacaggca
ttaggcgtca
gatttcaata
agttatcgcece
ctgcacttga
gtatggttga
t ct caagaag
gtgtgttgtt
ttagecttte
at at ggaggc
gct cgcgaaa
aacgccttac

tcgccacaca

4860
4920
4980
5040
5100
5160
5220
5280
5340
5400
5460
5520
5580
5640
5700
5760
5820
5880
5940
6000
6060
6120
6180
6240
6300
6360
6420
6480
6540
6600
6660
6720
6780
6840



gtacagtgca
t agcggt aca
cgcacgaccy
tgtttgggece
gcacccccat
gtctgeettg
agcatt at at
ccttgcetaac
atatctacag
gt gaccggct
aagcagaaga
cgcaaggagg
cgaggct gga
gtgtttgatt
cccaacgcag
ttgaccgtgc
gaggt ggt gg
gact acgt gg
cccat caagg
gacatcatca
ggt gct aacc
cgt cat gt gg
ggcgagattc
t ccactccece
aagact ct gc
gtcactgatg
gacgacgaag
aacacacaca
t at gccaacg
tttgaccacc
aaatcacttc
ctcgtcaata
acacgcagt a

agat ggaagc

ctgtacagtg
ct agt gggat
gct ageeegt
aaagtctt gt
t gat cgagec
tttagtttgg
ataaggct cg
acaaaagtca
caat ggccat
¢ggacgaggg
act cggagat
agt atct gga
agct caacaa
tgttccatct
tgttgattgt
t gagt gacgt
aggat gct cc
cccat gacga
agaagggcat
ccaagatt at
gaaaggat ct
ccgagttcceg
gcggt ct get
agcgaaagac
aggctcctga
aggaggagga
acgacgaaga
t gggt t at at
gtaactt cat
ttgccattct
ttcttcccag
gagggetttt
ggatgtcctg

cggt agaacc

CL5077WOPCT_Sequenceli sting_ST25. t xt

gaggttttgg
t gt at ggagt
gacagacgat
cagcct t get
ctaacccct g
ctcctgeecey
tctctcecte
agaacacaaa
ggccaaaagc
cttgaccgat
tcatttcacc
ctcgcetgatc
cccgectace
gggacacat g
gggcattccc
ccagcggt ac
ctggtgtgte
tctgccctac
gtttctggee
ccgagact ac
caacgt ctcg
aaactcgttc
gcagaat gt g
gct gcagacce
cgetgttgac
agacgacgac
cgaggaagac
ct aggt gaga
t cat gt caac
cttgcactcc
cat cgagctc
tggactcctt
cacgggtctt

gggctgcettg

gggggtctta
ggcat ggage
gggt gget cc
t gcgaaccta
cccat cagge
tttcggegte
ccaaccacac
caaccacccce
aaacgacggt
acttcgggtc
acccaggct g
gacaacaagg
gaccgacct g
cgt caget gg
agcgacaagg
gagacggt gc
accat ggact
gcttecggea
acccagcgaa
gacaagtatt
t ggct caaga
aagcgaaaga
ctcatttgga
aacgccaaga
gt ggact cct
gaggtt gat g
gacgagt agg
gttagttgga
gaggaaccag
tttactatat
ggaaacctca
getgttggece
tttgtggggt
tgcttggaga
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gat gggagct
ct aggt ggag
tgttgtccac
attcccaatt
aat ccaatta
cacttgcaca
tcactttttt
aaccccctta
cggaggct gt
acgt gagecc
cccagcagt t
actatctcaa
tgcgaatcta
agcagt ccaa
agacccacaa
gacact gcaa
ttct ggaaaa
acgacgat ga
ccgagggceat
t aat gcgaaa
agaacgagct
aggt cggt aa
acggcgacaa
agat gt acat
cggagaacgt
aggacgaaga
cggecgeat t
cagttatata
t gact gcaag
ctcatttatt
t gagcaat aa
accttgtcct
gt ggagaaag
t ggaagccgg

aaaagcggcc
cct gacagga
cgcgt acaaa
ttgtcacttc
agct cgcat t
aacacaaaca
gceegtette
cacacaagac
ggaagagcac
t gccgecaag
ggat cgggag
gtaccgt cct
cgcegat gga
gaaggccttc
gcggaaggga
gt gggt ggac
acacaaaatc
tatctacaag
ttccacctcg
ctttgecegy
ggact t caag
ggatctctac
ct ccggceact
gaacgtgctc
gt ct gagaac
agccgacgac
gat gattgga
ttaaat cagc
t aat at agaa
tcttatatac
cat cgt ggat
tgctgtttaa

gggtgettgg
t agaaccggg

6900
6960
7020
7080
7140
7200
7260
7320
7380
7440
7500
7560
7620
7680
7740
7800
7860
7920
7980
8040
8100
8160
8220
8280
8340
8400
8460
8520
8580
8640
8700
8760
8820
8880



ctgcttgggg

acgtaattgc
ggagactt at
cccctccaca
aaaggaaaaa
gccgacggag
cgt ccgaacc
acgtgtcttg
acaaggcacc
€ggggcggaa
gagacgagtc
cacat caggt
gtaggtttgg
gceggcet caa
cacat caaca
agt accat ag
ccaccagagc
tccccgacaa
t ct cgcaggt
ccggegttaa
ccttcacctg
cget gect ct
cgtttgcet gt
t gt gggecca
gaggaggagce
gat ggaccga
ttgget ggat
t caacaacga
tggccatt gt
ttgtctacge
cccttgecca
ctcttaccge
cggact accg

ccctcaagca

ggatttggog
ggcatttggg

cagccaatca
gagtagagtc
aaagaagct t
ggcaat ggcg
agct ccagca
gcccacgeac
t agct cgcag
acggcgggaa
acggccccat
taccccaagce
gcgggettge
ttgaatcttt
t ggccat caa
aaggt gat gg
ccaatt gagc
tgtactaaca
cgacaccat t
gat gagccag
ggccaact gg
gtcgtecttt
cggctattac
t cgagect ac
t gt cgagggce
ctccaacaag
getgettgtg
ctgggttgtce
tct gcccacce
cggtatcatg
ctggattgga
cct ggt cacc

aaacgccctc

ggttggtctc

CL5077WOPCT_Sequenceli sti ng_ST25.

ccget ggget
tcct gcgege
cagcgccgga
aaacagcagc
gggttatatt
ct at ggaacc
gegtttttte
tcatgtcatg
caaggt gt cc
aaagccacgy
tcgceecgege
caaacctttg
tccgtetgte
tttettettce
agt cggt at t
aaacat gacc
t cat act aac
caggt cct ge
gcetceggece
ggcgect acg
caccagcaca
gct geegetc
at gt gcaccg
aaggccgcetc
t ccat ccgat
gacccttacg
cccaacccca
cgact ccagce
ctegtetgtyg
cgat acacct
gagcagccect
tttggagagyg
at ct ggt acc

gcct gggacce

ccaaagaggg
atgtcccatt
tccacctgta
agcaacat ga
cceget ct at
ttgcggat at
cgggecattg
ttggtgttgg
gaaccaaaga
gggcacgaat
aat ggct cge
t gt t aaaaag
caaggcaaca
tcttctctat
aacggattcg
caacagaaac
agt cgacaac
ccat ggt gaa
gagat gt caa
acgacaaggg
t caact gget
ccttegtete
gtct cggt at
tgcecegtteg
ggtgggcectc
acgcccgaaa
agaacaaggg
acaagtacta
getttggetg
ttgtgcagca
t cgacgaccg
gctaccacaa
agt acgaccc

tccagacctt
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gtaggcattt
ggt cagaat t

gottogottyg
tagttggggy
ttagaggttg
ccat acgcecg
agccgact gc
gaggccact t
agcggcet gca
t gaggcacgce
caacgcccgg
cttaacat at
tttatataag
attcattctt
ggcgaat cgg
agat gacaag
ct gt cgaacc
aaacgt ggac
ctacaaggtc
ccgccacat t
caacttcatt
cttcaact gg
caccgeegge
aatcatcctt
gtctcaccga
gggattctgg
ccgaact gac
cgtttacgtt
gggcgact gg
ggtgactttc
acgaact ccc
cttccaccac
caccaagt gg

ctcccagaac

t xt
cgttggogtt

agt ccggat a
ggt gggagca
tgtgcgtgtt
cgggat agac
cggcggactg
gaccccgeca
tttaagtagce
gt ggt gcaaa
cctcgaattt
tcttttgeac
tataccgaac
ggtctgcatc
gaat t aaaca
acgaattgtg
t gt cat cgac
aatt gat gac
caagt ggatc
aagt acacct
t ccgagcage
ctggtgattg
aagaccgccg
taccaccgaa
gctetgtttg
gt ccaccacc
ttctcccact
atttctgacc
ctcgtcttca
aagggaggtc
t gt gt caact
cgagaccacg
gagttcccct
ctcatctgga

gccat cgagce

8940
9000
9060
9120
9180
9240
9300
9360
9420
9480
9540
9600
9660
9720
9780
9840
9900
9960
10020
10080
10140
10200
10260
10320
10380
10440
10500
10560
10620
10680
10740
10800
10860
10920



agggt ct cgt

gt at ccccat
cccgagat ct
accct ggt gg
acggaggt gt
cggtcattcg
accagaacat
ccecgggt cga
aat at at aaa
gagaagccaa
gggaaaggtt
agccaggat t
gt cgt accat
gaagt gaagg
at ggt ccggg
gatacgtatg
gttagtggtt
tgtcctcaga
ggccaagacg
ggctcccatc
gtgccttatc
actttcatat
tcttectttce
t aaaaaaat ¢
ggt aacgaag
ctttgattct
t gaacgaaat
ggt ct gat gc
tcacccttgg
acaacct gct
acaccat t gg
tcaccactca
ccct cat ggg
acat gt ggct

gcagcagcga
t gagcaget g
ggttctcatt
aaaggccctc
ctaccgacac
aggcggceat g
t gt ct ccgat
gaaccccggt
tacattgaga
gacgagt act
ctatatacac
t caggcactt
gtcttcattt
aatttaaata
cttatctcga
t aacaaagcg
cgat gat ggc
catacaatta
at ct cagegt
tactttcttc
tatcctccca
cagagat aag
ttgtaattag
aaaaaaagca
gat cgt at at
tccctacaac
cgtctccatt
ct cgcact gc
tcctctcgga
cat gtccatc
tgtcatgtcc
gctgttctac
caagcctctg

gttctacaac

CL5077WOPCT_Sequenceli sti ng_ST25.

cagaagaagc
cctgtcattg
tctggcattg
attat gagcg
t ccaacgctg
gaggttgagg
gagagt ggaa
atgtctggca
tattaaatgc
caaaggggat
tttccggaat
cggtgtctcg
gcet gt caaa
gttggagcaa
ccaatagcca
acgcat ggta
act ggt gcct
cagt caagca
gtcgtatgtce
tgcttggcta
gtattaccaa
gagtagcaca
t acaaaggt g
aaaaacgaaa
at at at at at
caaccattct
ggccaggagg
gaggt get gt
cccaagggtc
tactcget gg
gacaact gcg
ct cagcaagt
acctggttge

taccgaaacg

t ggacaagtg
agtttgagga
t ccacgacgt
ccgtcggcaa
gccacaacct
t gt ggaagac
accgaat cca
tggctgetta
gctagattag
tacaccatcc
accgtagttt
gggt gaaat g

gt aaaacaga
gggagaaat g
aagt ct ggag
caat aat acc
ggt at gact t
cttacccttg
ggattggegt
cacccagcat
ctctaaat ga
gttgcat aaa
attagcgaaa
aacgaaaaac
at at at at ac
caccacccta
ttcttcccaa
acct ct ccat
agt ct cgaat
gctecttect
agaaggcttt
tcctcgagta
agttctttca
aagccgtttg
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gcgaaacaac
gttccaagag
gtctgeettt
ggacggt acc
gcttgecace
t gcccagaac
ccgaget ggt
ggcggeegea
agagcct cat
atat ccacag
ccgatgttat
gegttettgg
agcagat gaa
t agagt gt ga
tttctgagag
ggaggcat gt
tatacggctg
gacatctgta
agct cect cg
gtctgctatg
catgatgtga
aagcccaact
t ct ggaagcet
cacagttttg
ccacggat cc
attcacaacc
ggt cgact at
cgecttegte
gaagtttgtg
ctctatggec
cgacaacaat
cattgactcc
ccatctcgga

gatctttgtg

t xt
ct caact ggg

caggccaaga
gt cgagcacc
gctgtcttca
atgcgagttt
gaaaagaagg
ct ccaggceca
t gagaagat a
act gct cgga
acacaagct g
caat gggggce
cctccatcaa
gaat gaact t
aagact cact
aaaaaggcaa
at cat agaga
actacatat t
ggt acccccce
ctcgtcaatt
gctegtttte
ttgggtctac
ct aat cagct
tagttggecce
agaacaggga
cgagaccggce
at ggaggt cg
gct caget ct
at cct gaagt
ttcaccaact
tacgccat gt
gtcttccgaa
ttctatctge
gct cct at gg

ct gct caacg

10980
11040
11100
11160
11220
11280
11340
11400
11460
11520
11580
11640
11700
11760
11820
11880
11940
12000
12060
12120
12180
12240
12300
12360
12420
12480
12540
12600
12660
12720
12780
12840
12900
12960



gcttcattca
ctat gcccaa
t cgt ct ggaa
ggtttttcaa
agacct acat
t ggat gggga
t caacacagg
tttgacactt
catactcata
cgt acagt gt
gttgc
<210> 3
<211> 777

<212> DNA
<213>

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

CDS
(1).

<400> 3
atg gag gtc
Met Gu Va
p

aag gtc
Lys

gac
Asp

ctg
Leu

tac ggg
Tyr Ay
35

ctce
Leu

cecce
Pro

gga
50

ctce
Leu

aac ctg
Leu

65

tac gce
Tyr

aac

ttc
e Asn

|
0

ctce
Leu
115

aag
Lys Phe

cct ctg acc

ctggatcatg
gtccctgatt
gtaccggaac
ctacttctac
cgt ccgaaag
agt gagt gcc
gat atagcga
gagaat gt ac
ctcgtaccceg

gcaat act gc

(777)

gtg
Va

aac ga
Asn G
5

t at
Tyr
20

get ca
Ala G

tcc atc
Ser

aag
Lys @

at
I
70

tcc
Ser

atg
Met

tac
Tyr Thr

85

aat
Asn
100

gte
Va

9ag

Gu Tyr

ttg ca

tgg

acc att
e G

tac att

CL5077WOPCT_Sequenceli sti ng_ST25.

tacggct act
acttctatgc
attccct get
gttggtactg
cacaagggag
cggttetgtg
gct acgt ggt
gat acaagca
gcaacggttt
gt at cat agt

Eugl ena gracilis

a
u

c gtc
| e Val

o
—

g ctc
n Leu

tgg

c ttc
e Va
40

g tet
n Ser
55

cga
Arg

c tac
e Tyr

tcg
Ser

ggt gtc

Cc cga atc
e Arg

tcc
Ser
120

g ttc ttt

Trp Ser

gtc atc

attggacccg
agat cattca
accgacaaga
tcct gt gt ot
ccaaaaagat
tgcacaattg
ggt gcgagga
ct gt ccaagt
cacttgagtg
ctttgatgta

mut ant del ta-9 el ongase "EgD9eS- L35G

tcc att
Ser lle
10

ggc
Ay

tct gat gcc
Asp

25

ctg

I1e Leu

atg
Met

aag
Lys

ctg
Leu

tcc
Ser
90

atg
Met

act
Thr

acc
Thr
105

t at
e Tyr

ctg
Leu

cac cat ctc

Page 10

act gat caag
gttcaacgtt
t ggaat gaga
gttcctcaac
t cagt gageg
gcaat ccaag
t at agcaacg
acaat act aa
cagt ggct ag
tatcgtattc

Sl<)©

Au

tcg
Ser

cac
Hi s

tgc
30

ctt
Leu

ttc acc
e Thr

acc
e Thr

tct
Ser

aac
Asn

ctg t
Leu Phe T
1

ctce
Leu
125

cecce
Pro

gga gct cct

t xt
ctcaagttcc

ggcttctaca
atgtttgget
ttctacgtgce
gccgcaagt g
at ggat ggat
gatatttatg
acatactgta
tgctcttact
attcatgtta

ctt
Leu
15

cecce
Pro

9ag

G@u Va

ggt cct
Gy Pro

tac
Tyr

aac
Asn

gcc
Al a
80

Met

gct
Al a

aag
Lys
95

agc

Leu Ser

aag
Lys

(Q
Q(Q
< O

atg gac

13020
13080
13140
13200
13260
13320
13380
13440
13500
13560
13565

48

96

144

192

240

288

336

384

432



Pro

atg
Met
145

ctg
Leu

cga
Arg

Met

¢gg
Arg

ttt
Phe
225

Leu
130

tgg
Trp

ctce
Leu

Thr

ctg
Leu

aac
Asn

ctg atc

Leu

<210>
<211>
<212>
<213>

<400>

4
2

Va

tga

58

PRT

Eugl ena grac

4

Met G u Va

1

Lys

Leu

Leu

Asn

65

Tyr

Phe

Va

Tyr

Ay

50

Leu

Al a

Asp

Asp
Ay
35

Pro

Leu

aag
Lys
180

CcCC

e Pro

tac
Tyr

Va
Tyr
20
Ser
Lys
Met

Tyr

Leu

tac

e Tyr
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Phe His Hs Leu Gy Ala Pro Mt

Gn

aac
Asn
150

ttc att

Phe
165

ctce
Leu

acc
Thr
245

Asn

Al a

Ile

Ay

Ser

Thr

85

Va

tac
Tyr

tac

e Tyr

230

tac
Tyr

lis

Au

Gn

Al a

Gn

Ile

Phe

Phe
135

tac
Tyr

cac

e Hs

ttc
Phe

aac

e Asn

cga
Arg
215

gtt
Va

Leu

Phe

Ser

55

Tyr

Ay

Arg

cga aac
Arg Asn

ggt act
Ay Thr

c gtc cga
e Val Arg

Val Ser
Trp Ser

25

Val |le

40

Arg Met

Ser Leu

Val Met

Ile Thr

gaa
Au

c atg

Met
170

cecce
Pro

aag
Lys
250

Asp

Leu

Lys

Ay

Ser

90

Thr

Page 11

gcc
Al a
155

tac
Tyr

aag
Lys

140

gtt
Va

tac atc

e Tyr

atg
Met

ctg
Leu
235

cac
Hi s

Ay

Al a

Lys

Phe

Ser

75

Asp

Gn

aga
Arg
220

t gt
Cys

aag
Lys

Ser

Phe

Va

60

Phe

Asn

Leu

tgg
Trp

tac
Tyr

-
—_—
DO

t at
Tyr

ctg att

Leu

gte
Va
205

atg
Met

ctg
Leu

H s
Thr
45

Phe

Leu

Phe

Va

Leu

Ser

Tyr

ggc
e

ttt
Phe

tgg
175
act
Thr

aag
Lys

ctc

e Leu

C aaa

Lys
255

Leu
15

Met

Asp

gtg
Va
160

acc

p Thr

tct
Ser

tac
Tyr

aac
Asn
240

aag
Lys

Pro

Va

Pro

Tyr

Al a

80

Al a

Ser

480

528

576

624

672

720

768

777



Lys

Pro

Met

145

Leu

Arg

Met

Arg

Phe

225

Phe

Ile

Phe

Leu

130

Trp

Leu

Leu

Asn
210
Phe

Tyr

Gn

<210>
<211>
<212>
<213>

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

<400>
atg gtg aaa

Met
p

gcc
Al a

aag
Lys

cag

Va

tcc
Ser

atg
Met

CcccC

115

Thr

Leu

Asn

Va

5
1449
DNA

100

Au

Trp

Phe

Ay

Pro

Tyr

Gn

Yarrow a

CDS

Tyr

Leu

Tyr

Phe

165

Leu

Gn

Cys

Phe

Thr
245

CL5077WOPCT_Sequenceli sting_ST25. t xt
105 110

Ile

Gn

Asn

150

Lys

Phe

Tyr

Tyr

230

Tyr

Asp

Phe

135

Tyr

Hi s

Phe

Asn

lipolytica

(1)..(1449)
del ta-9 desaturase;

5
Lys

ggc
Ay

agce
Ser
35

ttc

aac
Asn

acc

gtg
Va
5

gat
Asp

gg9c

Ay Aa

tgg

gac
Asp

gte
Va

gcc

gcc

caa
Gn

aac
Asn

tac
Tyr

aac

Ser
120

Phe

Arg

Trp

Pro

Va
200

Ay

Va

gtg
Va

tac
Tyr
gac

40
tgg

Phe

Hi s

Ile

Vet
185

Ay

Asp

Thr

Arg

gat
Asp

aag
Lys
25

gac
Asp

cac

Tyr Leu

H s Leu

Met Tyr
170

Pro Lys

Phe Tyr

Gy Met

Val Leu
235

Lys His
250

ctc tcg
Leu Ser
10
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<211> 1101
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<213> Yarrowi a lipolytica

<220>
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<222> (1)..(1101)

<223> choline-phosphate cytidylyl-transferase; GenBank Accession No.
XM 502978
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|
0

cag cag ttg gat cgg gag cgc aag gag gag tat ctg gac tcg ctg atc 192
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50 55 60
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