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(57) ABSTRACT

The present invention provides methods and systems for the
production of macroalgae 1n a manner to provide a sustained,
economical source of biomass that may be used in various
end-use processes, including energy production. The mven-
tion provides specific combinations of macroalgae types, salt-
water growth medium compositions, and open pond water
containers that results in biomass production beyond what
may occur naturally without the required manipulation. Spe-
cifically, macroalgae that produce an exoskeleton 1n the pres-
ence of brackish water (e.g., stoneworts) have been found to
provide excellent biomass production under the conditions of
the mnvention.

I LLIL It L] "q.“u...-:q.-n-p.-...“uuu.-r-u-nnhnﬂlhnnu|l||l|||||-u--+|-'|n'||-|-+H$1r-+-+H-|'|'||+ﬂ+-'|-|-'|'|-'|'|--'|lr+r'|-|-1!-!-r--!-"'H1-----||'|'|--"|-r|--|-- [ERELELER ] b reraT FTmisEEEEEImIFrEEFTY r A ArAESmArrCrETTITIFSFATY trebibon rl==t=-1 s dr=a-r pobddd BERERLRSLELEL SR RLES DHRR BDEDAD R T4 0 LML IEERIL AL
: H

30000 40400 SO00G GO0G0

Calcium Bicarbonate Concentration (mg/L)



Patent Application Publication Apr. 10, 2014 US 2014/0096442 Al

thildddmddd boh lhhabbbhdbdd ddrmo b Bh bR d%d = =dbkri Brbbh A+ b bk bd b T bbb AN IR D= F AR T DR A A E R+ AN

b PRI NI F P A IR P R PR pR R P A i m i pEpp R g g np hp by g hvhmw b b b Ik P hw b b dbo b kb d b rk=d bl LR D bk Rl habakbk kAl I Rl b b b hhkbd+40 I TIAR AR DN AR FAR R I =R]k LILRR ]I IRk [RIRIRT L L N N RELE DL LRl Lo L L DL LRI L)

hnmndgdpiregninkpuifamans X Ik el md b rm Bl Bl bl B Pl Do br ol bbbl b Dbk memb bbbk hk Phdekdek AR AN B o b P PR B k= ek | NI PP PR B AN N DN A SR b g egaq g pighapghabr by [ogdd s ddbrdrremrthach i bn bbb bbb bid-d -d I hbhldbdb TR TR ok o bbb HHIF S M LA R H +FH (TRN RN AR TR IR Lo AR LN NN ARLE AL AR LR RN A EAR DL ML NN L L LI DI RS L IR RN I RLE [ NN NE L L)
- o -

(IR LR LER LY R L Ao BELE LR LN LN L

E NPT TFTTITAT T FrTEEE AN IFC FFTFTTTTITATSTITETTTTATAT T TI TITTTTATIP-rorrrrr- b1 b= e dme gy kb ek b bplmcm by e dd RS ak o I E b bR R EE R TR AL ELLEIEIE .k Rk Rl bR IdE I . I N-bRdd ON 10 L. EELENIJd JEEEE-LI AN INIE | B ILEREITRET D ILET INEEESD

EEFFEFTITITET] AN AR IF-TIN IS EEEFIN IR "N IGE NS EEERIFIF=T=TINIF ar-Tea FTFTITIFFIFIF P 11111 S PRI TR AT st ==

o o A A N L Iy e N R RN N T RN R R R TN L R L L N N N R N L R R LR L R T T L L R R R PR S L T

Rate
o/m’/day)

FTrrT—a—q—m—m———————————

r
-
r

AN EEEN IR . LLLI RS EEEEEE m.amemrmenininimrhev i onmulban s d i mrhn b mnad rd s brm i ns dbhah hkd+dnsh sk a b FFhdbdrk IFd b Fa b DR IR I P = IR A A k== kE b AT AP FE At N =k d i k- I pupn (ppspemigraggyuenigiwrjeeenendnrd o d bfddpddadarrdhhbhab I b bbb by bR A IR I o b bk I+ A IR IR AN RS hF I D F k- FR+FdT AR B AN AR FR T N TN - R A A I A AR TR e e nn gy e aan b sp gt mrarpr ppEp el m nh mn na

. e N T LT T L L L T e R R G A e ey PR S R LR IR A I L L O L L L L TR T T R e T R e TR T AN TRV P L e TN L IV RN PN T A R e S EAN TR oL T R NN S e N T Lot PR ey R LRI L e PSR T E R eI IL DRI EIRCY IRLARTERERNIT LY LR EELE 1L 1)

A rErAAFEEETIE E T TSR TS T T

4
AE Tia g mp gy g Ry 7 ermmm b bk mkerm fomadem o e wd Uk b r e mm ol il Rk r Wl FA A B Db o bbb bbb B b EFEHE T R PR R R AT o | 8N EETY N N R R | EE g A T T AN N RN NN R RN N EE EE RN EE R T E R AT T T T AT R EFEFEF PR RIS TS RTTI TN F R FF PR TR TTAIT AT 1 070 3= r i F s pr PRt ss bp i ms s g s qm sk kb ok d e bbb ms b db e b baa s m bR R fmdl g ae i ms I e R Ad AR LT L kR

iriri—

T I L S T T T T T TR TR R TR IR DR LR LR LR R R L L R L L Lo R e e R TR L

E e T N Y R R LN P P e e P T A T P R R P IR TR RN NN R RN TN TR RN RN NN I NI NI AR NE LI TN TR TR TR RN NN ORI NI RIN LELLRI NN TRIRI NN NN R LI R Y] +F¥1 -a'm AFTHITAF AL~V F P FEPFPE M-I HH T A

b L NL IR IITIC T IR NI I 1T ITIF I TI=TIR PP =g mymp = mk sk oy P T A T e R T I R LT oo e r e e ar e o e L AR AR RN LRy R e e e A R AL SR R LN AN S S P L AT R PR RET EARI EOR TR I N SN AR RN LR R LA R Y UL LR PR RR L LI LIAR LR AN R L LELELER R RRLR IR LL bbbt Sl

Nebmkm bk bbb RERR IR B AP PR FRAN I IR R SN o MR =Rk A ||-q-=-|-r-|l1-|-|--.n.l|-|—i- T R L e LT N T R TT TR EC L TR R L B LT saprpipapn ki iqnqnaergigbyind h=" Rl d s Rk bbb A R R RERE TR TR LR bR R A FRFEIRAR-frppnran e mn |l g kb kb kpangtan it sk gy e ad dudmla bkl ddbdb b b b b bk bk brbdh e o bR T DR R “:
H - -. H
4 1 !

10000 2 30000 40000 50000 S

Calcium Bicarbonate Concentration (mg/1.)




US 2014/0096442 Al

BIOMASS PRODUCTION AND PROCESSING
AND METHODS OF USE THEREOF

CROSS-REFERENCE TO RELATED
APPLICATIONS

[0001] The present application claims priority to U.S. Pro-
visional Patent Application No. 61/161,294, filed Mar. 18,
2009, the disclosure of which 1s mncorporated herein by ret-
erence 1n 1ts entirety.

FIELD OF THE INVENTION

[0002] This invention relates to a system and process for
biomass production, processing, and use. More specifically,
the mnvention relates to methods of producing algae, 1n par-
ticular macroalgae, 1n a scale suitable for multiple end uses,
including but not limited to power generation, biofuel pro-
duction, and consumption by living organisms.

BACKGROUND

[0003] Growing concerns related to environmental sensi-
tivity and ever increasing costs associated with all aspects of
life 1n the twenty-first century form the basis for a never-
ending search for replacements for current energy sources.
The debate over availability of fossil fuels as a continuing
energy source for electrical power production and for auto-
motive fuels likely 1s made moot by volatility 1n production
locations, price fluctuations, and increasing demand with a
growing world population and increasing industrialization.
Growing populations also further stress availability of suili-
cient nutrition worldwide, particularly when land-based food
crops are displaced by crops intended for biotuel production
(e.g., corn and sugar cane) as a possible replacement (or at
least an extender) for fossil fuels.

[0004] To solve the foregoing problems 1n a society turning
toward a philosophy of renewability, some have turned to
algae as a possible fuel source. Simply stated, algae are pho-
tosynthetic organmisms that use solar energy to combine water
and carbon dioxide to produce organic materials, 1.e., biom-
ass. In general, there are two basic types of algae that are
recognized in the field—microalgae and macroalgae. These
two types of algae are distinctly different, botanically speak-
ing, and have distinct characteristics, and hence usefulness, as
biomass sources.

[0005] Microalgae (or microphytes) typically are recog-
nized as unicellular species which exist individually or in
chains or groups. Depending on the species, their sizes can
range from a few micrometers to a few hundreds of microme-
ters. Unlike higher plants, microalgae do not have roots,
stems, and leaves. Microalgae exhibit great biodiversity, and
it has been estimated that about 200,000-800,000 species
exist, of which about 35,000 species are described.

[0006] o date, research and development directed to tuel
production using algae biomass has centered on microalgae
as the algae of choice, typically because of the high o1l content
in many species of microalgae. Typically, research around the
use ol microalgae as a biomass source has focused on turning,
the microalgae 1nto fuel or electrical energy via transesterifi-
cation to biodiesel, fermentation to ethanol or methane, gas-
ification to methane or hydrogen, pyrolysis to gas/liquid
tuels, and burning to create heat or electricity. Many sources
indicate that the creation of biodiesel from microalgae is the
most promising use since subsidies on biodiesel are very high
worldwide, and biodiesel 1s 1n general seen as a clean fuel.
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Also the process of producing diesel from biomass with lipids
by transesterification 1s becoming well established. Methane
production from microalgae 1s possible by fermentation,
pyrolysis, or gasification but, at the present time, gasification
typically 1s viewed as the most efficient process (because
most of the biomass 1s converted into methane), although
fermentation 1s cheaper to perform. To make microalgae a
viable source of biomass, they must be produced 1n large
volume, which has proven difficult. Ideal conditions for
microalgae growth can be created 1n a laboratory; however,
the costs to create these conditions are exceedingly high, and
it 1s very difficult to scale up the laboratory environment
cificiently.

[0007] There currently are two distinct methods being used
for cultivation of microalgae. One method makes use of a
raceway pond, which 1s a large open water raceway track
where microalgae and nutrients are circulated around the
pond track through use of a motorized paddle. With addition
of carbon dioxide to the pond, 1t has been possible to grow
microalgae, and the biggest advantage of these open ponds 1s
their simplicity, vielding low production costs and low oper-
ating costs. Many algae species, however, cannot be grown 1n
these ponds due to contamination, such as by other algae and
bactena. Also the process conditions, such as temperature and
light, are hard or impossible to control.

[0008] The second method currently being used to grow
microalgae 1s the photobioreactor. Unlike raceway ponds, this
1s a closed system with a controlled light source. Although use
of the photobioreactor provides control over growth condi-
tions, operation and production costs of photobioreactors are
much higher due to the requirement for more complicated
technology.

[0009] Thereareseveral advantages associated with the use
of algae 1n general as a biomass energy source. For example,
1n many processes, converting algae biomass to energy can be
substantially neutral with regard to carbon dioxide, and the
fact that algae can use carbon dioxide and other flue gasses to
grow has made them a growing subject of research. Further-
more, algae are a sustainable source of energy, and the basic
requirements for algae growth (1.e., carbon dioxide, water,
and sunlight) are available 1n abundance (particularly since
freshwater 1s not necessarily required). Another advantage to
use of algae 1s their highly efficient conversion of solar energy
to biomass, particularly compared to typical land crops or
trees. It 1s possible for algae to use almost 10% of the incom-
ing sunlight for the photosynthesis process, and this can allow
for a high biomass output per square meter per day. The
problem in the art has been 1dentifying all of the variables
necessary to achieve a sustainable, high biomass output.

[0010] Widescale use of microalgae as a biomass source
has been limited to date, and this primarily arises from the
inability to grow mass cultures of microalgae at a competitive
price. To earn maximum growth per square meter, a photo-
bioreactor has been necessary, and such photobioreactors are
extremely expensive compared to the traditional open pond
systems. The open pool systems, however, have not been a
viable option to date because it 1s hard, 11 not impossible, to
control the growth process of the microalgae in the open
environment. To date, only a few algae species have been
identified as possible candidates for open pool growth sys-
tems because there are only a few species that lack detrimen-
tal sensitivity to contamination, and these species are often
not the most etficient converters of sunlight and carbon diox-
ide to biomass. Besides the fact that growing algae 1s not
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economically viable at the moment, the conversion 1s not
optimal as well. Because algae are wet they cannot be gasified
without drying, which consumes a lot of energy and therefore
lowers the overall efficiency. Supercritical water gasification
has been protiered as a possible a solution, but 1t has not been
successiully applied on a large scale. One extensive research
mitiative (see Golueke, C. and Oswald, W., 1968, “Power
from Solar Energy via Algae-Produced Methane,” Solar
Energy, 7(3), pp. 86-92) around conversion with fermentation
arrived at the conclusion that 1.5 kWh of electrical energy per
kg of algae could be produced by algae anaerobic fermenta-
tion and burning of the produced methane. With already
established open pool growth rates of 10 grams/m=/hour, this
would yield 15 W/m?>, which means that the total electricity
production of the Netherlands could be produced with 18,000
km? of algae farms—about 45% of the total surface area of the
Netherlands, which 1s of course not viable. These calculations
only took 1nto account the area needed to grow the algae, not
the processing of the algae to methane. This represents only
some of the problems to date associated with algae biomass
production that 1s economically viable and technologically
sound.

[0011] In a Position Paper by John R. Benemann (“Oppor-
tunities and Challenges 1n Algae Biotuels Production, Sep-
tember 2008), 1t was concluded that the cultivation of
microalgae for biotuels 1n general and o1l production 1n par-
ticular 1s not yet a commercial reality and, outside some
niche, but significant, applications 1n wastewater treatment,
still requires relatively long-term R&D, with emphasis cur-
rently more on the R rather than the D. Mr. Benemann states
that this 1s due 1n part to the high costs of even simple algae
production systems (e.g., open, unlined ponds), and 1n even
larger part to the undeveloped nature of the required algal
mass culture technology, from the selection and maintenance
of algal strains in the cultivation systems, to achievement of
high productivities of biomass with a high content of veg-
ctable oils, or other biofuel precursors. Mr. Benemann also
made the following observation. Assuming a currently
achievable yield of about 50 metric tons per hectare per year
biomass with 25% o1l content (as triglycerides usetul for
biodiesel), or a yield of about 14,000 liters of o1l per hectare
per year, even assuming a $1/liter selling price, this would not
be sufficient to cover the optimistic estimated capital costs
(depreciation, return on capital, and other fixed costs), let
alone any operating costs. He concludes that this clearly
requires a major improvement in the productivity of such
systems, with a doubling or even tripling 1n outputs of what 1s
currently possible.

[0012] Considering all of the limitations associated with
the potential use ol microalgae as a biomass source, 1t 1s not
surprising that macroalgae has not to date been given serious
consideration as a possible biomass source. Specifically, 1t
has been understood 1n the prevailing literature that macroal-
gae are not a reliable and useful biomass source. For example,
macroalgae have been considered of little use because of the
low macroalgae growth rate 1n comparison to the enormous
short term growth rate of microalgae. Macroalgae also have
been considered of little use because its low 01l content rela-

tive to microalgae has hindered efficient production of o1l
derived biofuels.

[0013] Successtully growing algae of any type has been
hindered to date because the rapidly growing algae are known
to deplete the carbon dioxide in the growth medium (.e.,
water), and this presents the requirement for supplementing,
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the carbon dioxide from artificial sources to maintain growth
rate. Disadvantages of algae use as a biomass source further
are complicated by the difficulty and expense 1n separating
algae from the aqueous growth medium and the difficulty and
expense 1n separating the oil fraction from the algae. These
and further shortcomings in the art are overcome by the
present invention.

SUMMARY OF THE INVENTION

[0014] FEmbodiments of the present invention overcomes
the known problems 1n the art around the use of algae as a
biomass source for ultimate energy production through the
careful identification of specific cultivation techniques that
enable production of algae on a usetul and economical scale.
Accordingly, 1n various embodiments, the present invention
provides methods of producing macroalgae, as well as spe-
cific macroalgae production systems.

[0015] In one embodiment, the invention can provide a
method of producing macroalgae comprising growing the
macroalgae i an open pond system. Specifically, the open
pond system can comprise a saltwater growth medium having
a pH of at least about 7.5, and a calcium content of at least
about 500 mg/L. In some embodiments, the growth medium
can be characterized in terms of the ratio of calcium to the
other primary components—sodium and chlorine from the
main salt component of the water. In specific embodiments
the growth medium can have a content of sodium and chlorine
such that the ratio of the combination of sodium and chlorine
to the calctum 1n the saltwater growth medium 1s greater than
0 but less than about 50. In other words, the growth medium
1s still a saltwater per se, but 1t has a much higher proportion
of calcium (e.g., such as from calctum bicarbonate) than
known macroalgae growth mediums.

[0016] The macroalgae used 1n the invention can vary but
preferably 1s taken from a defined group of macroalgae. For
example, the macroalgae can be a macroalgae classified in the
order Charales. In other embodiments, the macroalgae can be
a macroalgae classified in the family Characeae or Clavato-
raceae. In still other embodiments, the macroalgae can be a
macroalgae classified 1n a specific genus or may be selected
from a specific list of species. A detailed discussion of the
types of macroalgae that may be used according to the inven-
tion 1s provided herein. In specific embodiments, the mac-
roalgae can be defined 1n relation to certain characteristics
rather than a strict classification system. For example, the
macroalgae can be a soil-rooting species. In other embodi-
ments, the macroalgae can be a macroalgae that forms a
calcium carbonate-containing exoskeleton in the presence of
sufficient calcium 1ons and carbonate 1ons. Thus, the mac-
roalgae may be a species recognized by one or more of the
common names stonewort, brittlewort, muskgrass, and
muskwort.

[0017] Theopenpondsystem used in the inventive methods
can have specific characteristics that provide for the excellent
results provided by the invention. For example, the open pond
system may comprise soil having a pH of at least about 7.3.
[0018] Similarly, the saltwater growth medium can have
specific characteristics that contribute to the imnvention. For
example, 1n addition to the specific pH and calcium content,
the saltwater growth medium can have a specific sulfate con-
tent, such as at least about 1,000 mg/L. Further, the saltwater
growth medium can have a specific nitrogen content, such as
at least about 6 mg/L. Still further, the saltwater growth
medium can have a specific phosphorus content, such as at
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least about 0.5 mg/L.. In one embodiment, the saltwater
growth medium can have the following composition: a
sodium chlornide content of about 3 g/L. to about 70 g/L; a
calcium content of about 500 mg/L to about 50 g/L; a sulfate
content of about 1 g/LL to about 16 g/L; a nitrogen content of
about 6.25 mg/L to about 100 mg/L; a silicon content of about
1.5 mg/L to about 24 mg/L; aphosphorus content of about 0.5
mg/L to about 8 mg/L; and an 1ron content of about 0.5 mg/L
to about 8 mg/L.. Moreover, the saltwater growth medium can
be characterized by 1ts total salinity. In some embodiments,
the growth medium can have a total salinity of at least about
1% by weight or can be in the range of about 1.5% to about
15% by weight. In specific embodiments, the above compo-
sitions can be achieved through addition of specific nutrients
and secondary chemicals that can directly or indirectly con-
tribute to the chemical composition of the growth medium.
For example, in specific embodiments, the inventive methods
can include adding a hydroxide compound to the saltwater
growth medium.

[0019] In specific embodiments, conditions are selected
such that the method of producing macroalgae comprises
forming a calctum carbonate-containing exoskeleton on at
least a portion of the external surface of the macroalgae such
that the macroalgae comprise a plant portion and a calcium
carbonate-containing exoskeleton portion. This characteris-
tic becomes highly relevant 1n relation to methods of harvest-
ing of the macroalgae.

[0020] In certain embodiments, harvesting can comprise
removing only a portion of the individual macroalgae plants
leaving the rooting portion of the macroalgae 1n place 1n a
majority of the individual plants. In other embodiments, har-
vesting can comprise separating the upper portion of the
macroalgae from the rooting portion of the macroalgae at
some point below the surface of the saltwater growth
medium. Specifically, harvesting can comprise removing an
average ol about 10% to about 50% of the mass of the mac-
roalgae.

[0021] Insomeembodiments, harvesting 1s carried out only
when specific conditions are met. For example, harvesting
can be carried out when the average shading factor in the open
pond system 1s about 25% to about 75%. The effect of shading
tactor 1s further described herein.

[0022] In specific embodiments, the production method
can comprise separating the calcium carbonate-containing
exoskeleton portion from the plant portion of the macroalgae.
The calcium carbonate can be recycled for various uses,
including as a chemical additive to a macroalgae growth
medium, such as 1 an open pond system. In some embodi-
ments, the methods of the invention also can comprise direct-
ing the plant portion of the macroalgae to an end-use process.

[0023] The open pond system used in the mvention can
have specific characteristics that are useful 1n achieving the
desired macroalgae growth. For example, the saltwater
growth medium 1n the open pond system can have a specified
depth, such as at least about 2 feet, or a depth of about 2 feet
to about 8 feet. Further, the open pond system may comprise
light sensors, optical sensors, or other sensing equipment
interspaced therein. Other attributes of the open pond system
are further described herein.

[0024] In further embodiments, the methods of the mven-
tion can be described in relation to the unique combination of
process steps that heretofore have not be recognized 1n the art.
For example, 1n certain embodiments, the imvention can be
directed to a method of producing macroalgae comprising the
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following steps: growing a soil-rooting, exoskeleton-forming
macroalgae 1 an open pond system such that the macroalgae
comprise a plant portion and a calcium carbonate-containing
exoskeleton portion; harvesting the macroalgae; and separat-
ing the exoskeleton portion from the plant portion of the
macroalgae. Any macroalgae as described herein could be
used according to such embodiments. Likewise, so1l condi-
tions and saltwater growth conditions as otherwise described
herein could be employed according to these embodiments.

[0025] According to such embodiments, the inventive
method can 1nclude further steps. For example, the method
can comprise directing the plant portion of the macroalgae to
an end-use process. Also, the method could comprise recy-
cling at least a portion of the calcium carbonate-containing
exoskeleton into a saltwater growth medium 1n an open pond
system growing macroalgae.

[0026] In other embodiments, the ivention can provide a
macroalgae production system. In specific embodiments,
such a system can comprise the following: a saltwater growth
medium container having therein a soil component having a
pH of at least about 7.5; actively growing macroalgae at least
partially rooted 1n the soi1l component; and a saltwater growth
medium having a specified composition as described herein.
In specific embodiments, the growth medium can have pH of
at least about 7.5, a calcium content of at least about 500
mg/L., and a content of sodium and chlorine such that the ratio
of the combination of sodium and chlorine to the calcium 1n
the saltwater growth medium 1s greater than O but less than
about 50. Again, any of the macroalgae described herein
could be used 1n the production system of the mnvention.

[0027] Infurther embodiments, the macroalgae production
system can comprise additional components. For example,
the macroalgae production system can mclude light sensors,
optical sensors, or other like sensing devices interspaced
within the saltwater growth medium container. In still further
embodiments, the production system can comprise a mac-
roalgae harvesting device that separates an upper portion of
the actively macroalgae from a rooting portion of the mac-
roalgae at some point below the surface of the saltwater
growth medium. Moreover, the production system can com-
prise a separator for separating any calcium carbonate-con-
taining exoskeleton on the external surface of the macroalgae
from the plant portion of the macroalgae. Even further com-
ponents for processing the macroalgae after harvesting could
be included in the macroalgae production system of the
invention.

BRIEF DESCRIPTION OF THE DRAWINGS

[0028] Having thus described the invention in general
terms, reference will now be made to the accompanying FIG.
1, which 1s a graph showing the growth rate of Chara vulgaris
macroalgae 1n a saltwater growth medium with varying cal-
cium carbonate concentrations.

DETAILED DESCRIPTION OF THE INVENTION

[0029] The mvention now will be described more fully
hereinafter through reference to various embodiments. These
embodiments are provided so that this disclosure will be
thorough and complete, and will fully convey the scope of the
invention to those skilled 1n the art. Indeed, the invention may
be embodied 1n many different forms and should not be
construed as limited to the embodiments set forth herein;
rather, these embodiments are provided so that this disclosure
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will satisfy applicable legal requirements. As used in the
specification, and 1n the appended claims, the singular forms

a’, “an”, “the”, include plural referents unless the context
clearly dictates otherwise.

[0030] The present invention provides methods and sys-
tems for producing macroalgae 1n a renewable, reliable, mass
suificient, and cost-effective manner. The macroalgae biom-
ass provided according to the imvention can be directed to a
wide variety of beneficial end uses. For example, the mac-
roalgae biomass may be used as a fuel for power generation,
as a raw product to produce biotuel, or as a food source (e.g.,
as all or part of an animal feed product).

[0031] As pointed out above, algae have been researched
for some time 1n relation to their use 1n energy production 1n
one form or another. Many in the field have keyed upon
microalgae as the biomass source, typically because of their
large, relative o1l content (e.g., around 20% by weight) and
their very fast growth rate potential. Unfortunately, microal-
gae only become useful as a biomass source under tightly
controlled growth conditions. This appears to arise from the
sensitivity of microalgae to competitors (e.g., bacteria and
natural consumers of the microalgae). Moreover, because of
theirr micro size, highly specialized techniques are being
developed and refined to mimimize the land surface area
needed to grow a suilicient mass of the microalgae to be a
uselul and economical biomass source. As experts 1n the field
have noted, there 1s no successtul microalgae biomass pro-
duction system that can rival other energy sources.

[0032] In light of the desirable qualities of microalgae (o1l
content and rapid growth), and despite the considerable
hurdles to effective microalgae biomass product, most in the
field have paid little attention to macroalgae as a viable bio-
mass source for energy production. The present mvention,
however, can provide for useful production of macroalgae as
a biomass source because of specialized research that has
identified specific processes and conditions that allow mac-
roalgae to outperform microalgae 1n a manner that makes the
macroalgae a highly desirable and effective biomass source.

[0033] For example, most in the field have disregarded
macroalgae 1n favor of microalgae because of the low growth
rate ol macroalgae relative to microalgae. Research related to
the present invention has unexpectedly identified that
although this may be the case under tightly controlled, sterile
laboratory conditions, macroalgae growth can significantly
exceed microalgae growth 1n more natural settings. More-
over, the present researchers have been able to overcome the
percerved disadvantage to macroalgae related to their lower
o1l content by identifying methods of energy production
using the macroalgae biomass that are not reliant upon o1l
content alone. For example, it has been found that under
defined conditions, the macroalgae can be directly combusted
as a fuel source rather than being converted to a separate tuel
source, such as biodiesel or methane.

[0034] Through careful research and experimentation, the
present advancement in the art has been achieved particularly
through i1dentification of components, factors, and conditions
that expand upon the natural order of macroalgae and move it
from classification as a mere seaweed or even a pest or nui-
sance plant to classification as a desirable and highly useful
biomass resource. By identifying the proper macroalgae
types, the proper growing conditions, and the proper cultiva-
tion techniques, the present invention 1s able to overcome the
many limitations in the art around the use of algae as an
elfective and even profitable biomass source.
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I. Macroalgae

[0035] Incertain aspects, the many advantages provided by
the present mnvention can arise from the choice of macroalgae
used 1n a biomass production method and system. Although
certain conditions are described herein that can allow for the
use of a wide variety of macroalgae species (as well as sub-
species, varieties, forms, and cultivars thereot), 1t has been
found according to the present invention that increased ben-
efit can be derved from the use of specific types of macroal-
gae, particularly macroalgae that are well-suited for cultiva-
tion under conditions that may otherwise be deemed
inhospitable to algae.

[0036] As would be recognized by a skilled person, mac-
roalgae can be 1dentified according to a specific botanical
classification system. Thus, in certain embodiments, the mac-
roalgae that may be used according to the present invention
can be described based upon their specific classification.

[0037] Insomeembodiments, macroalgae usetul according
to the present invention can include those macroalgae 1n the
phylum or division Chlorophyta or Charophyta. In other
embodiments, macroalgae useful according to the present
invention can include those macroalgae 1n the class Charo-
phyceae. In specific embodiments, macroalgae useful accord-

ing to the present mvention can include those macroalgae 1n
the order Charales.

[0038] The green algae i1n the order Charales commonly
may be called stoneworts or brittleworts, as well as muskgrass
or muskwort. These common names can arise from certain
distinct characteristics of the plants, such as the brittle, lime-
stone (calcium carbonate) exoskeleton that can form on the
external surfaces of the plant (particularly the thallus) in the
presence of hard or brackish water, as well as the distinctive
smell of stale garlic emitted by the plant when crushed. Algae
of the order Charales can be found 1n a variety of water
habitats and are found on all continents except Antarctica.
The thallus of the plant typically consists of a series of so-
called “giant cells” up to several cm 1n length, with branches
coming oif at nodes composed of smaller cells. Growth
occurs at the apex, and the plant typically 1s anchored rooted
in soil, mud, or silt by translucent rhizoids (or roots). Male
and female sexual reproductive structures grow at the nodes.
The male antheridia are spherical and often orange. The
female oogonia are oblong, consisting of a central cell jack-
cted by five tubular, spiraling cells. A crown of smaller cells
sits atop the jacket cells where they come together.

[0039] In further embodiments, macroalgae useful accord-
ing to the present invention can include those macroalgae
classified in the family Characeae or Clavatoraceae. In par-
ticular embodiments, macroalgae useful according to the
invention include the use of a genus 1n the family Characeae.
While any macroalgae 1n the family Characeae may be used
according to the imvention, 1n certain embodiments, the mac-
roalgae may be of a genus selected from the group consisting
of Aclistochara, Amblyochara, Amphorochara, Chara,
Charites, Croftiella, Gobichara, Grambastichara, Grovesi-
chara, Gyrogona, Harrisicharva, Hornichara, Lamprotham-
nium, Lamprothamnus, Latocharva, Lychnothamnus, Maedle-
riella, Maedlerisphaera, Mesochara, Microchara,
Multispirochara, Nemegtichara, Neochara, Nitella, Nitellop-
sis, Nodosochara, Obtusochara, Peckichara, Peckisphaera,
Piriformachara, Platychara, Raskyvaechara, Sphaevochara,
Stephanochara, lectochara, 1olvpella, and combinations
thereof.
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[0040] In particularly preferred embodiments, macroalgae
of the genus Chara may be useful according to the imvention.
Members of the Chara genus typically are green or gray-
green 1n color and grow completely submersed 1n shallow to
deep water (e.g., from about 4 cm to about 20 m). Individuals
can vary greatly 1n size, ranging from about 5 cmto about 1 m
in length. The main stem of Chara macroalgae usually bear
whorls of branchlets clustered at regularly spaced joints.
When growing 1n the presence of suilicient calcium (more
particularly suificient calcium ions and suificient carbonate
ions), members of the Chara genus can become coated with
lime, giving them a rough gritty feel (1.e., the roughness
arising from the protective exoskeleton formed of calcium
carbonate). Typical of members of the Charales order, mac-
roalgae from the Chara genus may be identifiable by their
strong skunk-like or garlic odor, especially evident when
crushed.

[0041] Any macroalgae belonging to the Chara genus (1.e.,
any Chara species) may be used in the methods and systems
of the present invention. In specific embodiments, the mac-
roalgae may be selected from the group consisting of Chara
aculeolata, Chara alopecuroidea, Chara alopecuroides,
Chara angarica, Chara arrudensis, Chara aspera, Chara
asperula, Chara australis, Chara baltica, Chara batrachio-
ides, Chara batrachosperma, Chara baueri, Chara
benthamii, Chara bharadwajee, Chara biformis, Chara brac-
hvpus, Chara braunii, Chara bulbillifera, Chara canescens,
Chara capillacea, Chara capillaris, Chara capitata, Chara
ceratophvlla, Chara chidamuensis, Chara columnaria,
Chara congesta, Chara conimbrigensis, Chara connivens,
Chara conniveti-fragilis, Chara contraria, Chara corallina,
Chara coronata, Chara crassicaulis, Chara crinita, Chara
curta, Chara delicatula, Chara denudata, Chara desmacan-
tha, Chara dichopitys, Chara diffusa, Chara dissoluta, Chara
distorta, Chara drummondii, Chara eboliangensis, Chara
eckionii, Chara elongata, chara equisetifolia, Chara escheri,

Chara fallax, Chara fibrosa, Chara firma, Chara flexillis,
Chara foetida, Chara foliolata, Chara fragifera, Chara fra-
gilifera, Chara fragilis, Chara fulcrata, Chara galioides,
Chara gelatinosa, Chara globularis, Chara glomerata,
Chara gracilis, Chara gymnophylla, Chara gymnopitys,
Chara gymnopus, Chara halina, Chara hansenii, Chara hed-
wigii, Chara hetevophylla, Chara hirta, Chara hispida,
Chara hookeri, Chara horrida, Chara huangii, Chara
hvalina, Chara hvdropyvtis, Chara imperfecta, Chara incon-
nexa, Chara inconspicua, Chara inflata, Chara intermedia,
Chara intertexta, Chara intricata, Chara krausei, Chara leei,
Chara leptopitys, Chara leptosperma, Chara leptospora,
Chara lhotzkyi, Chara liljebladii, Chara longibracteata,
Chara macropogon, Chara maior, Chara major, Chara
microphvila, Chara mollusca, Chara montagnei, Chara
mucronata, Charva muelleri, Charva muscosa, Chara myrio-
phylla, Chara nolteana, Chara nuda, Chara obtuse, Chara
oedophyila, Chara opaca, Chara pachyvarthra, Chara palae-
ofragilis, Chara palaeohungarica, Chara papillata, Chara
papulosa, Chara pedunculata, Chara plebeja, Chara polya-
cantha, Chara polvcarpica, Chara polyphyvila, Chara
polysperma, Chara pouzolsii, Chara preissii, Chara prolif-
era, Chara psilopitys, Chara pulchella, Chara pusilla, Chara
rabenhorstii, Chara refracta, Chara rudis, Chara rusbyana,
Chara sadleri, Chara scoparia, Chara setosa, Chara spine-
scens, Chara squamosa, Chara stelligera, Chara stoecha-
dum, Chara strigosa, Chara stuartiana, Chara submollusca,
Chara subtillis, Chara succincta, Chara syncarpa, Chara
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tenuispina, Chara tenuissima, Chara tomentosa, Chara
transiucens, Chara trichophyvila, Chara vandalurensis,
Chara vasiformis, Chara virgata, Chara viridis, Chara visia-
nii, Chara vulgaris, Chara wallichi, Chara wallrothii, and
Chara zeylanica. Of course, the foregoing are representative
of the Chara species that may be used according to the mven-
tion, and any further Chara species (or other species exhib-
iting the characteristics suitable for use as described herein)
may be used as a biomass source 1n the methods and systems
of the mvention. Moreover, the mnvention also encompasses
subspecies, varieties, forms, and cultivars of any useful
Chara species, as well as combinations thereof.

[0042] In certain embodiments, the macroalgae Chara vul-
garis particularly may be usetul according to the invention. It
has been found that such macroalgae exhibit all of the desir-
able characteristics making macroalgaec useful biomass
sources according to the present invention. Specifically,
Chara vulgaris form a calcium carbonate exoskeleton 1n
harsh, brackish water and thus are highly resistant to external
factors (e.g., bacteria other organisms that may feed on or
otherwise destroy of reduce the lifespan of the algae) that
make other algae, particularly microalgae, unsuitable as prac-
tical, economical biomass sources. Because Chara vulgaris
have been found to grow so vigorously under particularly
harsh conditions, they also do not suffer from competition by
other water plants. As more fully described herein, the present
invention has determined specific conditions that surprisingly
not only support the types of macroalgae disclosed herein but
actually make them flourish beyond expectations known 1n
the art. Because of the characteristics common to the Charo-
phytes, particularly the stoneworts (or members of the
Charales order), the invention encompasses macroalgae
beyond Chara vulgaris and can include any Charophyte
exhibiting the properties described herein, as could be easily
determined by subjecting representative species from any
genus 1n the Charales order, the Characeae family, or the
Clavatoraceae family to growing conditions as described
herein and observing the response of the plant thereto. Spe-
cifically, the invention can encompass any macroalgae form-
ing a calcium carbonate exoskeleton when grown 1n high pH,
high calcium conditions that typically do not support a variety
of plant species. Such conditions are more fully described
below. Because the common name stonewort 1s descriptive of
the characteristics making the macroalgae described herein
particularly useful according to the invention, that term may
be used herein to refer collectively to the numerous species,
subspecies, varieties, forms, and cultivars of the Charales
order generally, or the Chara genus more particularly, that are
particularly useful in the methods and systems of the mnven-
tion. Thus, the mvention encompasses all of the macroalgae
described above, as well as Chara vulgaris specifically, and
also subspecies, varieties, fauns, and cultivars of Chara vul-
garis. For example, in specific embodiments, the macroalgae
of the invention can be selected from the group consisting of
Chara vulgaris 1. contraria, Chara vulgaris var. refracia,
Chara vulgaris 1. paragymnophylia, Chara vulgaris 1. sub-
hispida, Chara vulgaris 1. subinermis, Chara vulgaris var.
gymnophyllia, Chara vulgaris var. hispidula, Chara vulgaris
var. vulgaris, Chara vulgaris Linnaeus, Chara vulgaris var.
montana, Chara vulgaris 1. crvispa, Chara vulgaris var. con-
traria, Chara vulgaris var. papillata, Chara vulgaris 1. lon-
gibracteata, Chara vulgaris var. longibracteata, Chara vul-
garis var. crassicaulis, Chara vulgaris var. denudata, Chara
vulgaris var. vulgaris 1 crassicaulis, Chara vulgaris var.
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inconexa 1. arrudensis, Chara vulgaris var. inconnexa, Chara
vulgaris subsp. squamosa, Chara vulgaris 1. hispidula,
Chara vulgaris var. condensata, Chara vulgaris var. imper-
fecta, Chara vulgaris var. oedophylla, Chara vulgaris var.
vulgaris 1. muscosa, and combinations thereof.

[0043] In some embodiments, even further types of mac-
roalgae may be useful according to the invention. For
example, 1n the phylum Chlorophyta, macroalgae that may be
useful according to the mvention include those classified
under the class Ulvophyceae, particularly under the order
Ulvales, further particularly under the family Ulvaceae, and
more particularly under the genus Ulva, including species,
subspecies, varieties, forms, and cultivars thereof. Other mac-
roalgae that may be usetul according to the invention include
macroalgae classified in the genus Padina, including species,
subspecies, varieties, forms, and cultivars thereof.

[0044] As noted above, the macroalgae used according to
the imnvention can be generally distinguished from microalgae
by the characteristic of including roots (or rhizoids) that
anchor the plant to the soil. Thus, distinct from microalgae,
the macroalgae used according to the present invention can be
described as soil-rooting species of macroalgae. This 1s a
particularly important feature because of the fact that not only
are specific water conditions needed to achieve optimum
growth, but specific soil conditions also are required. More
specifically, the macroalgae used 1n the present invention are
those that grow and flourish 1n soil conditions (particularly
very alkaline conditions) that typically do not well support
plants.

II. Saltwater Growth Medium

[0045] As macroalgae are aquatic plants, the methods and
systems of the invention require water as a growth medium
for the macroalgae. Beneficially, the water growth medium
used according to the present invention does not require sub-
stantial amounts of freshwater since the macroalgae used
according to the mvention are those that grow well 1n harsh,
brackish waters. Of course, freshwater could be used as a
growth medium and be appropriately adjusted to the correct
salinity or dissolved salt content.

[0046] Preferably, a saltwater 1s used as the base matenal
for a growth medium used according to the present imnvention.
The saltwater growth medium can be from any source, such as
seawater, saline ground water, or any other water source
having a natural average salinity above that acceptable for
freshwater (1.¢., not requiring substantial desalinization to be
considered potable). In certain embodiments, a particularly
usetul source for a saltwater growth medium is saline ground
water from the Permian basin 1n North America. Such water
1s naturally lower in sodium chloride content than seawater,
which can be beneficial, as discussed below. Moreover,
sources ol ground water from the Permian basin are located 1n
arcas away Irom the sea coast where land 1s naturally less
valued and typically 1s not already 1n use for other economic
purposes, such as crop growth, recreation, or urban develop-
ment. As discussed further below, other geographic regions
particularly suitable for supporting the methods and systems
of the present invention likewise tend to be in areas not
otherwise valued for other economic ventures. Water from the
Permian basin also 1s quite useful because of 1ts naturally high
carbonate content, which 1s valued for inducing exoskeleton
growth on the macroalgae used in the mnvention. Of course, 1t
1s understood that discussion of saline ground water from the
Permian basin 1s exemplary in nature of the type of water
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source that 1s particularly usetful according to the mvention
and 1s not itended to limait the scope of practice of the mnven-
tion.

[0047] To the extent possible, it 1s desirable to carry out the
methods of the invention 1n areas giving rise to water sources
that provide a saltwater growth medium substantially close to
the desired chemical content, as described below. It clearly 1s
possible according to the mnvention, however, to start with a
water growth medium have a variety of chemical composi-
tions and then adjust the composition to the desired param-
cters discussed below.

[0048] A saltwater growth medium useful according to the
present mvention may have a basic composition somewhat
similar 1n scope to that of average, natural seawater. Specifi-
cally, the saltwater growth medium can have a substantially
large content of sodium chloride and much lesser contents of
a variety of further salts and minerals. For comparative pur-
poses, Table 1 below provides a description of the various
components ol seawater that also may be present 1n the salt-
water growth medium of the present invention. The represen-
tative seawater composition 1s typical, 3.5% by weight (35
ppt) total salinity water. Only elements present in appreciable
amounts (1.e., at least 1 ppm) are included, although trace
amounts of close to 60 further elements can be present 1n
seawater samples.

TABL.

L1

1

Main Elements Present in Typical 35 ppt Seawater

Element ppm  Element ppm Element ppm
Hydrogen 110,000 Sulfur 904  Nitrogen 15.5
Oxygen 883,000 Potassium 392  Fluorine 13.0
Sodium 10,800 Calcium 411  Strontium 8.1
Chlorine 19,400 Bromine 68  Silicon 2.9
Magnesium 1,290 Carbon 28 Boron 4.5
[0049] Although the saltwater growth medium useful

according to the present mvention exhibits many common-
alities of typical seawater compositions, the saltwater growth
medium usetul according to the present invention provides
very specific characteristics that allow for the surprisingly
accelerated growth of macroalgae species described herein
while preventing growth of most other algae that are capable
of sustained growth 1n typical seawater compositions.
[0050] In specific embodiments, the saltwater growth
medium of the present invention 1s characterized by an alka-
line pH. Preferably, the saltwater growth medium of the
invention has a pH of at least about 7.5. In other embodi-
ments, the saltwater growth medium has a pH of atleast about
8.0 oratleast about 8.5. In certain embodiments, the saltwater
growth medium can have a pH of about 7.5 to about 10.0,
about 8.0 to about 10.0, or about 8.0 to about 9.5.

[0051] The saltwater growth medium of the invention par-
ticularly can be characterized by the calcium content of the
water. Preferably, the saltwater growth medium has a calctum
content of at least about 250 mg/L. The calcium content can
be calculated based upon the various sources of calcium
available, such as calcium carbonate, calcium bicarbonate, or
other calcium salts that may be naturally present and/or added
to the composition. The calctum content can be described as
in terms of the free calcium ions (Ca**) in solution in the
saltwater growth medium. In other embodiments, the saltwa-
ter growth medium can have a calcium content of at least
about 300 mg/L, at least about 400 mg/L, at least about 500
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mg/L, at least about 600 mg/L, at least about 700 mg/L, at
least about 800 mg/L, at least about 900 mg/L, at least about
1.0 g/L, at least about at least about 1.25 g/L, atleastabout 1.5
g/L, at least about 1.75 g/L, or atleast about 2.0 g/L. In further
embodiments, the saltwater growth medium can include cal-
cium in an amount of about 500 mg/L to about 12.5 g/L., about
500 mg/LL to about 10 g/L., about 500 mg/L to about 9 g/L,
about 500 mg/L to about 8 g/L, about 500 mg/L to about 7
g/L., about 500 mg/L to about 6 g/L, about 500 mg/L to about
5 g/L., about 750 mg/L to about 5 g/L, about 1 g/L to about 5
g/L., or about 2 g/L. to about 5 g/L.

[0052] Like natural seawater, the saltwater growth medium
of the present invention can 1nclude a substantial content of
sodium chloride (1.¢., sodium 10ns and chlorine 10ns 1n solu-
tion). The saltwater growth medium of the present mnvention,
however, distinctly differs from natural seawater, as well as
other water compositions for growing algae as a biomass
source, 1n that the calcium content 1n relation to the sodium
chloride content 1s significantly higher. For example, 1n the
exemplary formulation provided 1n Table 1 for typical, 35 ppt
seawater, sodium and chlorine combined account for 30,000
ppm of the total salinity while calctum accounts for only
around 400 ppm of the total salinity. Thus, the typical, natural
ratio of the combined total of sodium and chlorine to the
content of calcium 1s about 75 (1.e., 30,000/400). While sea-
water compositions can vary 1n their total salinity, this ratio
tends to remain the same or even higher.

[0053] On the contrary, the saltwater growth medium of the
present mvention 1s characterized by having a surprisingly
high calctum content 1n relation to the content of sodium and
chlorine. In certain embodiments, the saltwater growth
medium can have a content of calcium and a content of
sodium and chlorine such that the weight ratio of the combi-
nation of sodium and chlorine to the calcium 1s greater than
about 0 but less than about 50 [1.e., the ratio being calculated
as (Na*+Cl17)/Ca*?]. In further embodiments, the ratio can be
greater than O but less than about 45, greater than O but less
than about 40, greater than O but less than about 35, greater
than O but less than about 30, or greater than O but less than
about 25. This significantly skewed salt 1on ratio in relation to
typical seawater compositions 1s indicative of the harsh,
brackish conditions that, while substantially preventing
growth of other types of vegetation, causes the macroalgae
described herein to tlourish and provide a fast growing, sus-
tainable, significant bulk biomass resource.

[0054] Inaddition to the high calcium content, the saltwater
growth medium of the present invention also can include
turther materials 1n amounts that are not typically found 1n
water used for purposeful algae growth. For example, in
specific embodiments, 1t 1s beneficial according to the mven-
tion to provide the saltwater growth medium with a sulfate
content of at least about 1 g/L. In further embodiments, the
sulfate content can be at least about 1.5 g/L, at least about 2
g/L., at least about 2.5 g/L, or at least about 3 g/L.. In other
embodiments, the sulfate content can be about 1 g/L to about
16 g/L, about 2 g/L. to about 12 g/L., about 2 g/L. to about 10
g/L, about 2 g/L. to about 8 g/L., about 2 g/L. to about 6 g/L, or
about 3 g/L to about 5 g/L.

[0055] The addition of specific amounts of sulfates can be
via any chemical compounds that will provide free sulfate
anions 1n solution, such as sulfate salts (e.g., calcium sulfate)
or even dilute acids (e.g., sulturic acid) so long as any acid
addition does not adversely affect the desired saltwater
growth medium alkalinity and overall pH. The addition of
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sulfates to the growth medium particularly 1s useful to pro-
vide the rapidly growing macroalgae with sufficient available
sulfur for use 1n making key plant components, such as amino
acids needed for plant protein production. Moreover, as noted
above, the types ol macroalgae usetul according to the mven-
tion can have the characteristic of a strong odor. While not
wishing to be bound by theory, 1t 1s believed that the addition
of sulfates to the growth medium can be beneficial for facili-
tating production of the odor-forming compounds, which
may be similar in nature to compounds causing garlic-like
odors. The presence of the odor causing compounds can be a
turther defense mechanism (in addition to the mnorganic plant
exoskeleton formed on the surface of the organic plant parts
of the macroalgae described herein) that assists the macroal-
gae 1n having almost competition free growth when cultivated
according to the methods and systems described herein. Spe-
cifically, the odor can be useful to inhibit consumption of the
macroalgae by herbivores or even microscopic organisms that
may otherwise attack, injure, and possible kill algae growing
in an open pond system. The effects of odor causing chemi-
cals in plants as a defense mechanism 1s discussed by Lindsey
J. Macpherson, Bernhard H. Geierstanger, Veena Viswanath,
Michael Bandell, Samer R. Eid, SunWook Hwang, and
Ardem Patapoutian (2003). ““The pungency of garlic: Activa-
tion of TRPA1 and TRPV1 1n response to allicin™. Current
Biology 15 (May 24): 929-34, which 1s incorporated herein by
reference.

[0056] It also can be beneficial to control the nitrogen con-
tent of the saltwater growth medium used 1n the present
invention. In specific embodiments, the nitrogen content can
be atleastabout 6 mg/L, atleastabout 7.5 mg/L, at least about
10 mg/L, at least about 12.5 mg/L, at least about 15 mg/L., at
least about 17.5 mg/L, or at least about 20 mg/L. in further
embodiments, the nitrogen content can be about 10 mg/L to
about 100 mg/L, about 10 mg/L to about 90 mg/L., about 10
mg/L to about 80 mg/L., about 10 mg/L. to about 70 mg/L,
about 10 mg/L to about 60 mg/L, about 10 mg/L to about 50
mg/L., about 15 mg/L to about 40 mg/L, or about 15 mg/L to
about 35 mg/L.

[0057] As noted previously, the macroalgae useful accord-
ing to the present ivention surprisingly have been found to
flourish 1n unusually harsh conditions. This extends specifi-
cally to the presence of materials that have been heretolore
thought to be completely detrimental to stoneworts particu-
larly. According to Forsberg (1964, “Phosphorus, A Maxi-
mum Factor in the Growth of Characeae,” Nature, 201(4918):
517-518), the species Chara globularis only grew well 1n a
water composition with no phosphorus or only low phospho-
rus. The extent of his testing led the author to teach that the
upper limit for phosphorus concentration for Chara growth 1s

20 ng/L.

[0058] In certain embodiments, the saltwater growth
medium of the present invention can include phosphorus in an
amount of at least about 0.5 mg/L, or 25 times greater than the
maximum amount of phosphorus taught 1n the literature as
being possibly present 1n a Chara growth medium. In further
embodiments, the saltwater growth medium can include
phosphorus 1in an amount of at least about 1 mg/L, at least
about 1.25 mg/L, at least about 1.5 mg/L, at least about 1.75
mg/L, or at least about 2 mg/L.. In additional embodiments,
the saltwater growth medium can comprise phosphorus 1n an
amount of about 0.5 mg/L to about 8 mg/L, about 0.5 mg/L to
about 7 mg/L, about 0.5 mg/L. to about 6 mg/L, about 0.5
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mg/L to about 5 mg/L, about 0.5 mg/L. to about 4 mg/L, or
about 1 mg/L to about 3 mg/L.

[0059] Inadditionto the specific materials described above,
it can be useful according to the imvention for the saltwater
growth medium to include additional materials, typically 1n
only relatively small amounts 1n comparison to the materials
described above. Such further materials and preferred ranges
for the matenals are provided in Table 2 below. Such mater:-
als can be highly useful by the macroalgae and other benefi-
cial organisms 1n the saltwater growth medium in the produc-
tion of various molecules needed for desirable growth and
survival. Preferably, the materials can be provided 1n concen-
tration ranges, such as shown i1n Table 2, that are greater than
would be expected to be found 1n average, natural bodies of
water (e.g., seawater)

TABLE 2

Further Materials Desirably Included in the Saltwater Growth Medium

Material Units Approximate Ranges

Silicon mg/L 1.5-24 (e.g., 3-12 or 4-8)

Iron mg/L 0.5-8 (e.g., 1-4 or 1-3)

Manganese mg/L 0.025-0.4 (e.g., 0.05-0.2)

Cobalt mg/L 0.025-0.4 (e.g., 0.05-0.2)

Zinc mg/L 0.0025-0.04 (e.g., 0.005-0.02)

Molybdenum mg/L 0.00125-0.02 (e.g., 0.0025-0.01)

Copper mg/L 0.00125-0.02 (e.g., 0.0025-0.01)
[0060] As noted above, the saltwater growth medium pret-

erably 1s sourced in a manner that the beginning composition
1s as close as possible to the final, desired characteristics
described above for producing the macroalgae according to
the present invention. Given the unique composition and
characteristics, however, 1t 1s expected that at least some
degree of supplementation to the water source will be
required to achieve the final, desired composition. Accord-
ingly, the present invention also provides specific methods for
treating the saltwater growth medium to initially achieve the
desired composition and to maintain the desired composition
throughout the cultivation of the macroalgae. Preferably, the
saltwater growth medium 1s obtained and/or prepared such
that a desired total salinity 1s achieved. In specific embodi-
ments, the total salinity of the saltwater growth medium 1s at
least about 0.5% by weight or 5 ppm, preferably at least about
1% by weight or 10 ppm. In other embodiments, the total
salinity can be about 1% by weight (10 ppm) to about 15% by
weight (150 ppm), about 1.5% by weight (15 ppm) to about
15% by weight (150 ppm), about 1.5% by weight (15 ppm) to
about 10% by weight (100 ppm), about 1.5% by weight (15
ppm) to about 7.5% by weight (75 ppm), or about 1.5% by
weight (15 ppm) to about 3% by weight (50 ppm). In some
embodiments, 1t can be desirable for the saltwater content to
be greater than O but less than about 10% (100 ppt), less than
about 9% (about 95 ppt), less than about 8% (about 80 ppt),
less than about 7% (about 70 ppt), less than about 6% (about
60 ppt), less than about 5% (about 50 ppt), less than about 4%
(about 40 ppt), or less than about 3% (about 30 ppt).

[0061] Total salinity may be an important characteristic
according to the invention because of the overall advantage
provided to the macroalgae usetul according to the mvention.
While not wishing to be bound by theory, it 1s believed that at
zero to low salt levels, competition among many plant types
may dominate. As salt levels increase, however, fewer plants
can survive and flourish 1n the manner seen by the macroalgae
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according to the invention. At continually higher salt concen-
trations, although the macroalgae continue to grow, produc-
tivity may be reduced as the plants work harder to maintain
necessary salt ratios across the cell membranes. This charac-
teristic may depend 1n part upon other factors, such as the
specific type of macroalgae, ambient temperature and humaid-
ity, other water nutrients, and the like.

[0062] As macroalgae grow they deplete the growth
medium of many necessary growth components, such as car-
bon dioxide and nitrogen. Since the macroalgae used accord-
ing to the present imnvention can be exoskeleton growing spe-
cies, they also rapidly uptake 10n components necessary to
form the calcium carbonate exoskeleton. Accordingly, vari-
ous methods may be employed according to the present
invention to achieve and maintain the desired saltwater
growth medium characteristics to provide useful, sustainable,
economical macroalgae growth as a biomass source.

[0063] In relation to supplementation of carbon dioxide,
known art methods typically rely upon bubbling techniques.
This 1s ineffective, however, since carbon dioxide has water
solubility of only about 4.4 mg/L.. Bubbling quickly saturates
the water, and further additions beyond saturation simply
escape to the atmosphere and cannot be used by the algae.
Moreover, known gas distribution systems to facilitate bub-
bling of carbon dioxide 1n open ponds covering many acres
are prohibitively expensive.

[0064d] The present invention overcomes such problems
using processes that rely upon combinations of chemical
reactions to provide a highly usable carbon source for grow-
ing algae that meets the needs of the organic plant compo-
nents (1.€., the actual plant portion of the macroalgae) and the
inorganic plant components (1.¢., the exoskeleton portion of
the macroalgae). In certain embodiments, it can be usetul
according to the invention to add one or more strong bases to
the saltwater growth medium as a means to increase overall
pH of the growth medium. In preferred embodiments, a
hydroxide compound may be used, such as an alkali metal
hydroxide (e.g., sodium hydroxide) or alkaline earth metal
hydroxides (e.g., calcium hydroxide). Preterably the hydrox-
1de compounds are provided 1n a content suflicient to main-
tain the overall pH of the saltwater growth medium 1n a range
as otherwise described herein. Hydroxide additions can be
beneficial by contributing to the alkalinity of a system by
neutralizing acids that would otherwise exhaust butlers from
the system. Simply stated, hydroxide molecules are spent
rather than carbonate molecules, and high calctum and
adequate alkalinity thus can be maintained (e.g., by addition
of recycled calcium carbonate exoskeleton from the macroal-
oae).

[0065] In further embodiments, 1t can be beneficial accord-
ing to the mvention to provide one or more 10n precursors
usetul for providing 10ns 1n solution usable by the macroalgae
to form the protective exoskeleton. Preferably, one or more
materials capable of forming calcium 1ons and carbonate 1ons
in solution may be used. Of course, calcium carbonate mate-
rials themselves may be used. Preferentially, the saltwater
growth medium 1s contained 1n a pond of similar structure
having a natural structure that 1s enriched in minerals suitable

for adding to the calcium carbonate content of the saltwater
growth medium contained therein.

[0066] In specific embodiments, the material capable of
forming calcium 1ons and carbonate 10ns 1n solution may be
the actual calcium carbonate-containing exoskeletons that
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can be separated from the macroalgae grown according to the
invention. Such recycling of the exoskeleton 1s described 1n
greater detail below.

[0067] The combination in solution of the natural ingredi-
ents of the saltwater growth medium and one or more mate-
rials that may be added thereto according to the invention can
function 1n umson to provide a growth medium composition
that 1s 1deally suited for growing the macroalgae described
herein 1n a surprisingly rapid and efficient manner. Although
not wishing to be bound by theory, 1t 1s believed that the
specific combinations of materials added to the saltwater
growth medium function to produce exceedingly high con-
centrations of calcium bicarbonate in the saltwater growth
medium. This 1s particularly beneficial since 1t has been found
according to the invention that the macroalgae described
herein can utilize the calcium bicarbonate 1n the saltwater
growth medium in like fashion to free carbon dioxide. Spe-
cifically, the calcium bicarbonate can function as a precursor
to provide carbon, oxygen, and calctum needed to form the
organic matter 1n the plant itself (e.g., proteins, carbohy-
drates, and oils), as well as the protective exoskeleton. As
illustrated 1n the Examples appended hereto, 1t has been found
according to the invention that by providing high contents of
calcium bicarbonate 1n the saltwater growth medium, the
growth rate of macroalgae, such as those 1n the Chara genus,
surprisingly can be accelerated as much as ten-fold and
beyond compared to systems that do not include the increased
calcium bicarbonate content. As such, the saltwater growth
medium may be characterized 1n relation to the measurable
calcium bicarbonate content thereof. In specific embodi-
ments, it can be useful to provide a saltwater growth medium
with a concentration of calcium bicarbonate that 1s i the
range ol about 1 g/L to about 50 g/L. In further embodiments,
the saltwater growth medium may have a concentration of
calcium bicarbonate that 1s 1n the range of about 2 g/L. to about

45 g/, about 2 g/L to about 40 g/L., about 2 g/L. to about 35
g/L., about 2 g/L. to about 30 g/L, about 2 g/L to about 25 g/L,
about 2 g/L. to about 20 g/L, about 2 g/L. to about 15 g/L., about
2 g/IL.to about 10 g/L, about 2 g/L to about 9 g/L., about 2 g/L.
to about 8 g/L., about 3 g/L. to about 7 g/L., or about 4 g/L to
about 6 g/L.

[0068] Intypical settings, a rapid algae growth (or “bloom)
can rapidly and drastically deplete a water system (particu-
larly a closed system) of essential nutrients for the algae
growth, which ultimately reduces the growth pattern or even
ultimately destroys the algae. According to the present inven-
tion, monitoring and addition of necessary chemicals can
result the desired concentration of calcium bicarbonate 1n the
saltwater growth medium of the 1nvention, preferably a con-
centration that remains substantially within defined concen-
tration limits. Thus, chemicals are added such that the cal-
cium bicarbonate concentration preferably does not {fall
below the minimum desired level, but only enough 1s added so
that the calcium bicarbonate concentration preferably does
not rise above the maximum desired level, which could unde-
sirably alter the water chemistry and/or simply be economi-
cally wasteful. In other words, it 1s desirable to avoid sharp
spikes and drastic drops 1n calcium bicarbonate concentra-
tions (although slight variations above and below the defined
limits may be allowable for short terms).

[0069] The calctum bicarbonate concentration may be
achieved by simple timed sampling of the growth medium
and employment of standard assays to evaluate the calcium
bicarbonate concentration of the samples (or concentrations
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of other components of the saltwater growth medium). In
preferred embodiments, continuous monitoring can be
employed and can be partially or totally automated. For
example, permanent, 1n-place 1on selective electrode moni-
tors may be placed 1n one or more locations throughout the
containment system for the saltwater growth medium. This
can provide for continuous monitoring of the calcium bicar-
bonate level (as well as levels of other desirable constituents
of the growth medium, as described herein), and can auto-
matically prompt addition of the necessary materials to main-
tain the concentration that 1s desired or can provide an alert
for manual addition of the necessary materials. Similar moni-
toring may be used to ensure salt levels 1n the growth medium
do not exceed the desired concentrations such that the desired
ratio of sodium chloride to calcium 1s not exceeded. For
example, 1I salt content increased beyond a desired range
(e.g., by evaporation), additional water could be added to the
system to modily the salt concentration accordingly.

[0070] Although not wishing to be bound by theory, the
above management techniques for maintaiming preferred salt-
water growth medium makeup can arise from recognition of
a complex interplay of chemical reactions that can be man-
aged by appropriate additions of the necessary chemaicals. For
example, carbon dioxide can react in water to form a dilute
solution of carbonic acid (H,CO,). Although a relatively
weak acid, the carbonic acid can react with calcium carbonate
in a water system to form calcium bicarbonate. The addition
of calcium hydroxide to the system can again facilitate the
formation of solid calcium carbonate. These reactions are
shown below 1n formulas 1-3.

CO,+H,0—H,CO, (1)
H,CO,+CaCO,—Ca(HCO,), (2)
Ca(HCO,),+Ca(OH),—2CaCO,+2H,0 (3)
[0071] The foregoing also can be balanced with the natural

conversion of calctum bicarbonate 1n solution in the presence
of water-loss forces (e.g., evaporation 1n an open pond system
and plant uptake in photosynthesis) and a nucleation substrate
(e.g., the external surfaces of exoskeleton-forming macroal-
gae). This conversion can be according to formula 4 provided
below.

Ca(HCO;),—=CO,(g)+H,0(/)+CaCO,(s) (4)

[0072] Inthe systems and methods of the present invention,
it 1s believed the chemical conversion described 1n formula 4
can be highly important in the excellent results achieved in the
present mvention and can be strongly related to growth
medium calcium content, calcium bicarbonate content, and
pH, as well as further factors described herein. Specifically,
the high, concentration of calcium bicarbonate functions as a
de facto source of carbon dioxide, which 1s absolutely
required for optimum plant growth. Moreover, the economic
benefit arising from this method 1n comparison to a bubbling
method, as well as the increased ability for providing a carbon
dioxide source, illustrates one of the many benefits of the
present invention over the known art. Further, the high, con-
centration of calcium bicarbonate can lead directly to nucle-
ation on the thallus (as well as other parts) of the macroalgae
to provide the protective exoskeleton. The calctum carbonate
deposition 1s further magnified by the direct addition of cal-
cium carbonate to the saltwater growth medium and the inter-
play with the turther chemical additives as described above.
Simply stated, by combining a high pH with a high additive
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amount of calcium carbonate, water conditions (e.g., €xcess
calcium bicarbonate concentrations) can be formed such that
the water rapidly absorbs and holds carbon dioxide for a time
suificient for the macroalgae to utilize the carbon dioxide 1n
photosynthesis and such that sufficient calcium 1s present for
the macroalgae to form its desirable protective exoskeleton.

[0073] Theinvention also 1s beneficial because of the moni-
toring of the saltwater growth medium content concentra-
tions. Continuous or periodic monitoring may be used to
ensure the concentrations of the various components are
within desired ranges. In periodic monitoring, simple assays
may be used to evaluate concentrations of specific maternals,
particularly calctum bicarbonate or its individual ions. In
continuous monitoring, sensors may be used to provide on-
going (e.g., real time) concentrations of one or more compo-
nents of the saltwater growth medium. Thus, 1t can be possible
to carry out the methods of the invention such that one more
components 1s maintained 1n the growth medium at a con-
tinuous concentration. In such embodiments, a continuous
concentration growth medium (i.e., 1 relation to a specific
component thereol) can described a growth medium compo-
sition that undergoes observation and adjustment on a routine
schedule, preferably under constant monitoring, such that the
concentration of the specific component always remains
within defined parameters. Of course, the mmvention 1s not
necessarily limited to such embodiments but could encom-
pass growth mediums with varying levels of one or more
components that can be periodically adjusted to keep the
concentration substantially within the desired ranges.

[0074] Thus,1tclearly can be seen that the present invention
has i1dentified specific water formulations and methods of
achieving such formulations that, while based on basic
chemical reactions, provide a unique sequence of events that
ultimately achieves sustainable, economically viable biom-
ass production when coupled with the use of specific mac-
roalgae that exhibit the unique characteristics needed to take
advantage of the unique conditions established according to
the 1nvention.

I11. Growth Medium Containment

[0075] The methods and systems of the present invention
can be characterized (and may be distinguished from known
algae growth systems) by the container used for the saltwater
growth medium. Such saltwater growth medium container
can have any of the features as described herein, specifically
in the sense that 1t can be any natural or artificial formation
that contains water—1.e., holds the water within 1ts bounds
for a prolonged period of time. In specific embodiments, the
containment means used for the growth medium can simply
be described as a pond. Preferably, any water containment
means that 1s open to the atmosphere and generally meets the
requirements as described herein could be used according to
the invention. As previously pointed out, microalgae can be
grown using a closed system photobioreactor but, although
this provides control over growth conditions, operation and
production costs of photobioreactors are much higher due to
the requirement for more complicated technology.

[0076] Thus, in certain embodiments, the methods and sys-
tems of the present invention can be characterized by the use
of a saltwater growth medium containment system that is
open to the atmosphere or, in other words, 1s not a closed
system. Such containment means can be referred to as an
open pond system. As will be better understood in light of the
tollowing discussion, the phrase “open pond system” 1s not
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intended to be limiting and can encompass a variety of types
and shapes of containers, natural or man-made. The advan-
tages of using an open system in the present invention are
numerous. First, start-up costs are greatly reduced because
there 1s no need for costly bioreactors. Moreover, natural
reservoirs can be used, and may even be preferred, because of
the natural chemical makeup of the water contained therein
and the need for reduced chemical additions to achieve the
desired saltwater growth medium.

[0077] Asthename indicates, an open pond system accord-
ing to the invention 1s open to the atmosphere to the extent that
the water growth medium 1s not 1n a closed system. Rather,
ambient air and/or sunlight may be freely available, and the
open pond system may allow for unfettered interaction with
the surrounding environment. Accordingly, bacteria and
other organisms that may be detrimental to algae growth
processes otherwise known in the art may have free access to
the macroalgae being grown according to the present inven-
tion; however, because of the nature of the macroalgae used in
various embodiments described herein (1.e., the foimation of
the calcium carbonate-containing exoskeleton that 1s formed
by the macroalgae in response to the specific water conditions
provided in the pond), such organisms may not necessarily be
detrimental to the macroalgae growth.

[0078] Of course, the word “open’ should not be viewed as
unnecessarily limiting. For example, the ponds used accord-
ing to the invention are not required to be limited to outdoor
location. Although the freedom to use outdoor settings 1s
highly desirable for many reasons, the present invention
could be practiced 1n ponds or tanks that are partially or
completely sheltered, including being completely interior to a
building or other similar construct.

[0079] Likewise, thenature of the “pond” used in the mnven-
tion should not be unnecessarily limited. In origin, the word
pond 1s a variant of the word pound, which means a confining
enclosure. In this sense, a pond useful according to the present
invention can be any confining enclosure that otherwise 1s 1n
line with the further disclosure provided herein. Ponds useful
according to the mvention can result from a wide range of
natural or artificial processes. Any depression in the ground
which collects and retains a sufficient amount of precipitation
can be considered a pond, and such depressions can be
formed by a variety of geological and ecological events, as
well as human activity. The classification of a body of water
as pond (such as versus a lake) can based on the dimensions of
the body. A pond, as used 1n relation to the present invention,
should not limited by technical definitions that may vary by
locality, governing body, or other non-standardized under-
standings. Rather, a pond as used herein can be any body of
water that can allow for sustained growth of macroalgae as
described herein.

[0080] In specific embodiments, certain dimensional char-
acteristics may be preferred for reasons of economy or con-
venience, or such characteristics may be usetul for providing
the maximum achievable (preferably sustainable) growth pat-
terns for the macroalgae. In some embodiments, a pond used
according to the mvention may be any body that contains
water for suitable time over an area covering up to about 100
acres, up to about 75 acres, or up to about 50 acres. Although
larger coverage areas could be used, these sizes are provided
simply because it 1s believed that this provides a reasonable
limit for ease of harvesting of the macroalgae and controlling
the water chemistry throughout the entire body of water.
Larger areas could be used with appropriate harvesting meth-
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ods and chemical content control. In other embodiments, a
pond used according to the invention may be any body that
contains water for suitable time over an area covering at least
about 1 acre, at least about 2 acres, at least about 3 acres, or at
least about 4 acres. Although smaller coverage areas could be
used, these sizes are provided simply because it 1s believed
that smaller sizes may reduce the economy of the methods
such that the mass of macroalgae that could be harvested 1n
the smaller area may be insufficient to counterbalance the
operating costs of the venture. In specific embodiments, the
s1ze ol a pond useful according to the invention may be 1n the
range of about 2 acres to about 100 acres, about 4 acres to
about 100 acres, about 5 acres to about 90 acres, about 6 acres

to about 80 acres, or about 10 acres to about 70 acres.

[0081] Pond depth may also be a contributing factor. By
some definitions, a pond 1s a body of water where even its
deepest areas are reached by sunlight. Since sunlight penetra-
tion can be controlled by a variety of factors, such definition
should not viewed as controlling the nature of the pond useful
according to the present invention. Since the macroalgae use-
tul according to the mmvention may be rooting species, it 1s
beneficial for the pond depth to be such that the macroalgae
are a provided a suitable water depth for maximizing growth
potential without severely limiting sunlight penetration close
to the root zone. Since the tloor of a pond 1s not necessarily flat
and level across the entire surface are of the pond, depths are
provided herein as an average depth. In some embodiments,
pond depth preferably is at least about 1 foot, atleast about 1.5
feet, or at least about 2 feet. In other embodiments, pond depth
can be up to about 10 feet, up to about 8 feet, or up to about 6
teet. In specific embodiments, pond depth may be in the range
of about 2 feet to about & feet, 2 feet to about 7 feet, 2 feet to
about 6 feet, or about 3 feet to about 5 feet.

[0082] Preferably, ponds useful according to the invention
will contain the water therein for a suitable amount of time.
Most natural bodies that hold water have some degree of
porosity and/or run-oil. This means that even without an
evaporative elfect, water held therein will not remain indefi-
nitely without some source of replenishment. Some thus have
defined a pond as a body that will contain water for at least
about four months out of the year. Preferably, a pond used
according to the invention holds water for a suitable amount
of time for macroalgae to become established and grow
therein. Otherwise, holding potential 1s mainly an economical
consideration 1n relation the cost of water for replenishing the
pond or suitable treatment to maintain desired chemical com-
position to account for water loss. In this regard, it should be
noted that a pond as used herein preferably has a relatively
low water current. Thus, although 1t 1s acceptable for ponds
used herein to be spring-fed or stream-fed, 1t 1s preferably that
the in-flow and out-tlow of the water in the pond 1s suiliciently
controlled such that the chemical composition of the pond can
be more easily controlled and maintained.

[0083] One specific aspect 1n which the ponds used accord-
ing to the present invention may be characterized 1s the pres-
ence of soil. Of course, 1n the production of microalgae, soil
content, or even the presence of soil at all, typically 1s not
considered critical. Since the macroalgae used 1n the present
invention may be rooting species, soil presence can be abso-
lutely required, and the chemical nature of the soi1l may be of
particular importance. While the word “so1l” 1s used herein,
its use should not be considered limiting. Rather, the word 1n
meant to encompass more technical terms, such as silt, and 1s
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intended to mean any land composition and nature enabling
rooting ol macroalgae and facilitating plant growth.

[0084] Further, although the presence of soil can be a nec-
essary component in some embodiments, the ponds useful
according to the mvention are not necessarily limited to bod-
1es formed 1n actual land. Rather, artificial containers could be
used so long as soil 1s provided 1n some fashion to provide a
rooting zone for the macroalgae, as needed. Thus, the mnven-
tion also could encompass any type of construct, including
natural land formations, artificial land formations (e.g., exca-
vations), and engineered containers. Moreover, ponds in land
formations could have completely soil-based bottoms, or they
could include some type of lining (including flexible or aggre-
gate linings) that 1s at least partially covered with a content of
so1l (preferably of a nature to provide adequate plant nutrition
and anchoring capability).

[0085] In some embodiments, 1t can be particularly usetul
for the soi1l 1n the pond to have a specific pH, preferably a pH
indicating the soil 1s alkaline 1n nature. In certain embodi-
ments, soil pH 1n the pond can be at least about 7.5, at least
about 8, or at least about 8.5. In other embodiments, soil pH
may be 1n the range of about 7.5 to about 11, about 8 to about
10.35, about 8 to about 10, or about 8.5 to about 10. Such pH
may be determined by standard assays and meters that are
commercially available. This alkaline pH 1s of particular
interest because most plant life does not grow well (or at all)
in such alkaline soil conditions. Surprisingly, however, it has
been found that such typically inhospitable soi1l conditions
can be particularly effective for the growth of macroalgae.

[0086] Thesoilinthe ponds used according to the invention
also can be characterized by the presence of certain chemical
components. For example, specific geographic locations
(such as western Texas 1n the U.S.) have soil that 1s naturally
alkaline and has a high content of minerals (e.g., gypsum and
limestone) that can leach into water sources and standing
bodies of water and thus provide natural sources of chemicals
and minerals useful 1n the growth medium described herein
(e.g., act as sources for calcium 1ons 1n solution, as well as
carbonate and bicarbonate 1ons 1n solution). Again, such soil
composition oiten 1s unfavorable for much vegetation growth
but has been found to be favorable for macroalgae growth
according to the present imvention. Because open pond sys-
tems with a soil content are favored according to the mnven-
tion, the ability of the macroalgae to grow surprisingly well in
extreme conditions actually can make certain geographic
locations particularly desirable. Moreover, the chemical
nature of the soil surrounding the pond (not just lining the
floor of the pond) can affect the nature of the water in the
pond. For example, during rainy times, water run-oif from the
surrounding terrain can make 1ts way into the pond, and
locating the pond 1n areas with surrounding soil conditions
that provide desired mineral content can provide valuable
assistance 1n regulating the chemistry of the saltwater growth
medium contained in the pond. Still further, groundwater
naturally found in locations with alkaline, high mineral con-
tent so1l can likewise be alkaline in nature with a high mineral
content. For example, groundwater sources of the Permian
basin 1n the west Texas region can have a natural salinity that
1s very useful for the saltwater growth medium useful 1n the
invention. Thus, with knowledge of the various specific
requirements for growing macroalgae according to the
present invention, it 1s possible to locate specific geographic
regions that can provide 1deal growing conditions in relation
to soil content, water composition, and other useful factors.
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[0087] For example, research according to the present
invention has determined that preferred geographic locations
for carrying out the methods of the mvention may include
those with the following characteristics: relatively low utili-
zation factor (or alternatively relatively low cost), relatively
high average temperature, relatively high solar insolation
(specifically average intensity over the course of a full year),
low relative humidity, and relatively high soil alkalinity.

IV. Open Pond System Components

[0088] The containment means for the saltwater growth
medium can be described 1in terms of an open pond system. Of
course, such system could be formed simply of the pond 1tself
with the various characteristics described above. In some
embodiments, the system can comprise further components
that are useful 1n carrying out the invention as described
herein.

[0089] For example, in specific embodiments, the open
pond system can include one or more light sensors. In other
words, a saltwater growth medium container used in the
invention (e.g., as part of the open pond system) can 1include
a series ol light sensors that can be appropriately interspaced
to evaluate the light intensity throughout the area and the
depth of the pond.

[0090] Sunlight only penetrates water to a certain depth
(which typically 1s easily within the depths of ponds used 1n
the present invention). Other factors can affect sunlight pen-
etration, however, including water turbidity and, more impor-
tantly, the amount of vegetation growing in the water. In the
methods and systems of the present invention, the macroalgae
can grow at dramatic rates and can quickly form a thick carpet
in the pond that can greatly affect light penetration, or light
intensity (which can be evaluated as the 1ntensity of the 1nci-
dent light at the surface of the pond versus the intensity of the
light at a specific water depth). In the case of ponds of the
depths used according to the present invention, the shading
factor can be evaluated as the intensity of the incident light at
the surface of the pond versus the mtensity of the light at or
near the pond floor (or other root zone for the macroalgae).
For example, when the amount of light reaching the pond
floor 1s measured to be only 25% of the amount of light
available at the water surface, the shading factor 1s said to
75% (1.e., 75% of the available 1s being blocked by plant
mass—or other material-—in the water). Likewise, when the
amount of light reaching the pond floor 1s measured to be 75%
of the amount of light available at the water surface, the
shading factor 1s said to 25%.

[0091] The presence of light sensors in the pond can be
particularly useful for providing prolonged maximization of
biomass production. While a thick macroalgae carpet can be
indicative of excellent growth conditions, the nature of the
carpet mass can eventually cause a decline 1n mass production
because of the reduced amount of sunlight available to plant
maternial at deeper regions of the pond. It has been found
according to the present invention that sustained maximum
biomass production using macroalgae as disclosed herein can
be obtained by maintaining a harvesting schedule that 1s in
part related to the shading factor. Particularly, when the shad-
ing factor 1s allowed to reach too high, biomass production
can decline. When harvesting takes place, however, when the
shading factor 1s too low, the ability of the macroalgae to
produce harvestable biomass 1s not being fully realized, and
the costs associated with harvesting are not being etficiently
managed. In certain embodiments, 1t 1s preferable for harvest-
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ing to occur when the average shading factor in the harvest
zone 1s 1n the range of about 20% to about 80%, more pret-
erably 1n the range of about 25% to about 75%, about 30% to
about 70%, about 35% to about 65%, or about 40% to about
60%.

[0092] Any suitable light sensing technology could be used
in the open pond system of the present invention. In specific
embodiments, the light sensors may be spaced throughout the
pond to allow for establishment of average shading factor
over the entire pond or localization of average shading factor
in defined regions (such as 1 a larger pond system). For
example, light sensors could be paired for placement at the
surface and at or near the pond floor and could be interspaced
such that there 1s at least one set per 0.25 acres, at least one set
per 0.5 acres, at least one set per 0.75 acres, one set per 1 acre,
at least one setper 1.5 acres, atleast one set per 2 acres, at least
one set per 2.5 acres, at least one set per 5 acres, at least one
set per 10 acres, or at least one set per 15 acres. Preferably, the
light sensors may be coupled to a computer system that allows
for constant monitoring and provision ol appropriate alert
when the shading factor in certain regions or in the pond
generally reach levels indicating harvest 1s required. Because
macroalgae growth can vary in open pond systems based
upon uncontrollable factors, such as temperature, sunlight,
and other weather conditions, the use of shading factor as a
measure of harvest time can be highly valuable in maintaining,
sustained, maximum biomass production. Preferably, other
technologies for achieving this end also may be employed.
For example, 1n some embodiments, the open pond system
may comprise optical sensors that can be used to evaluate
macroalgae maturity. Such sensors could encompass under-
water cameras, as well as sensors that can detect changes in
plant size, shape, position, or any other characteristic that
would indicate growth to a stage suitable for harvest.

[0093] Like many plants, macroalgae can have a defined
growth curve wherein less mature macroalgae have a faster
growth rate, and the growth rate may slow upon reaching a
certain level of maturity, which can be determined by visual
examination. Harvesting less mature plants can decrease
overall production because plants are being taken during their
stage ol more rapid growth. If harvesting 1s delayed long after
maturity 1s reached, overall production again declines
because the mature plants contribute to shading while having
less or no contribution to further biomass production. Thus,
optical sensors may be used 1n the invention to allow for more
precise control over harvesting intervals. Such sensors could
be permanently placed within the pond or could be provided
with means allowing for movement throughout the pond on
regular intervals to evaluate the entire crop. Likewise, the
optical sensors could be used manually, such as on human or
computer-controlled vessels that can move about the pond
under specific control to evaluate crop maturity.

[0094] The open pond system of the invention also may
include one or more devices for harvesting the macroalgae,
orinding the macroalgae to compromise the exoskeleton
thereon, and separating the exoskeleton from the organic
macroalgae parts. Even further post-harvest processing
devices, such as drying devices for reducing water content of
the organic plant portions of the macroalgae could be
included. As discussed above, harvesting of the macroalgae
preferably 1s carried out at defined intervals so as to maximize
the biomass obtained with each harvest. In certain embodi-
ments, harvesting can comprise removing only a portion of
the individual macroalgae plants. Since the macroalgae used
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according to the invention can be rooting species, 1t typically
1s desirable for the harvesting method to be such that a sig-
nificant portion of the plant, including the roots, be left intact
and still growing 1n the pond. Of course, 1t 1s recognized that
the ability to achieve this end can depend upon the integrity of
the individual plants and various other conditions. Thus, 1t 1s
understood that any description herein of removing only a
portion of the individual macroalgae plants encompasses a
fraction of the plants being totally uprooted. The 1ntent, how-
ever, 1s that uprooting 1s minimized to the extent possible so
that individual plants can continue to grow and be harvested
time and time again.

[0095] Any apparatus usetul for cutting water plants while
actively growing in water can be used according to the present
invention. A self-contained apparatus that functions as both
means for traversing a pond and as means for cutting the
macroalgae could be used as the device for harvesting the
macroalgae. In other embodiments, the cutting apparatus
could be an add-on device that can be attached to any suitable
boat or similar vessel. In some embodiments, the harvester
may be an apparatus that merely cuts the macroalgae and
leaves 1t 1n the saltwater growth medium. In such embodi-
ments, the pond system may further comprise a separate
apparatus for gathering the cut macroalgae. Such gathering
apparatus may be combined with the cutting apparatus to
provide a single harvesting device that cuts the macroalgae
and immediately gathers the cut plants for removal from the
saltwater growth medium. Specific examples of harvesting
devices that could be used according to the invention are those
in the line of products marketed under the brand Jenson Lake
Mower™ (available from Jenson Technologies, San Marcos,
Tex.), which are battery powered, electric cutting blades that
can be removably attached to a floating vessel (see, http://
www.lakemower.com/index html).

[0096] The open pond system may include further standard
industrial and/or farming devices, such as conveyor belts,
tractors, dump trucks, bucket loaders, fork lifts, roller presses,
and the like for assisting 1n the growth and harvest of the
macroalgae, and a skilled person relying upon the present
disclosure would be able to envision further such devices that
could be useful. Such further devices are intended to be
encompassed by the present invention.

V. Methods of Producing Macroalgae

[0097] In one aspect, the present invention can be directed
to methods of producing macroalgae. The inventive methods
arise from detailed research that has identified specific com-
binations that allow for surprising results that could not have
been otherwise foreseen from the known art. For example, the
methods allow for production of macroalgae 1n growth envi-
ronments that typically do not support other types of algae
and/or many other types of plants generally. Moreover, the
methods allow for production of macroalgae of the types
described herein in amounts that greatly exceed amounts
achievable using known technology.

[0098] In certain embodiments, the invention can be
directed to a method of producing macroalgae comprising
growing the macroalgae in an open pond system comprising
a saltwater growth medium have specific characteristics as
described herein. As used herein, the term “producing” is
intended to be used 1n 1ts broadest sense and can 1nclude all
phases of growth, including inoculation of the desired mac-
roalgae species, obtaining prepared inoculums, placement of
inoculums 1n the saltwater growth medium, and applying the
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methods and systems described herein to facilitate growth of
the macroalgae. Producing also can encompass actions
beyond growth, including harvesting o the macroalgae, post-
harvest processing of the macroalgae, and directing the har-
vested macroalgae products to one or more end-uses.

[0099] The inventive methods of production also may
encompass actions preliminary to the macroalgae growth. For
example, the production methods may comprise preparation
of a saltwater growth medium and/or preparation of a saltwa-
ter growth medium containment system. For example, this
could encompass 1dentifying a site with desired characteris-
tics for location of the containment system and/or providing
necessary structures and/or equipment at the location as nec-
essary for use 1n the production methods and systems. Pro-
duction also could encompass actually foaming a pond or
modilying an existing pond to be better suited for use accord-
ing to the invention. Production also may encompass 1denti-
tying a water source for use 1n making the saltwater growth
medium and/or providing means for delivery of the water
source to the containment system (or pond).

[0100] The mventive methods may comprise providing
and/or using a growth medium having the specific character-
istics otherwise described herein. In specific embodiments, a
pond for use 1n the methods can be filled with water (if
necessary) and then brought to the desired chemical compo-
sition as described herein. This may comprise addition of one
or more chemical additives (e.g., any material useful for
providing key composition elements, such as carbon, nitro-
gen, oxygen, calcium, sulfur, and potasstum, which may be in
the form of specific compounds—e.g., calcium carbonate or
calcium bicarbonate—or may be 1n the form of more complex
matenals—e.g., a commercial fertilizer that provides nitro-
gen and other materials).

[0101] While freshwater ponds may be used according to
the ivention, it 1s necessary to adjust the water composition
to have a desired salinity. Accordingly, 1t can be beneficial to
begin with ponds containing water that already 1s saltwater by
nature. Otherwise, an unfilled or partially unfilled pond may
be used and can be filled using saline ground water and/or
seawater. In specific embodiments, saline ground water hav-
ing a salt content that 1s lower than that of seawater may be
useful, such as water from the Permian basin, which has a
salinity that 1s naturally lower than that of seawater. Such
water also 1s usetul because of its naturally high carbonate
content, although this parameter may be adjusted as neces-
sary as otherwise described herein. The use of freshwater 1s
not needed according to the invention, and this can add to the
economically desirable nature of the invention. It the carbon-
ate content 1s low, a solution of calcium carbonate may be
added, such as by the combination of hydrochloric acid and
limestone.

[0102] In further embodiments, the methods of the mven-
tion may be described 1n relation to the various steps of the
production method itself, which may be inclusive or exclu-
stve of the specific saltwater growth medium composition.
For example, 1n some embodiments, the mvention may be
directed to a method of producing macroalgae comprising the
following steps: growing a soil-rooting, exoskeleton-forming
macroalgae 1 an open pond system such that the macroalgae
comprise a plant portion and a calcium carbonate-containing
exoskeleton portion; harvesting the macroalgae; and separat-
ing the exoskeleton portion from the plant portion of the
macroalgae.
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[0103] The growing step 1n such methods can include any
of the specific requirements otherwise described herein, such
as the use of specific growth medium compositions and open
pond systems. In some embodiments, mmoculums of the
desired macroalgae can be prepared or otherwise obtained
from methods known 1n the art and can be added to the pond
at some time after the saltwater growth medium in the pond
has achieved the desired chemical composition. In preferred
embodiments, inoculums are added when the ambient tem-
perature 1s within a desired range, such as greater than about
2° C., greater than about 5° C., greater than about 10° C., or
greater than about 15° C.

[0104] As previously described, the macroalgae can be
allowed grow until specific conditions are met, such as a
specific shading factor in the growth medium or a specific
degree of plant maturity has been achieved (e.g., as could be
determine through manual, personal inspection or through
the use of optical sensing devices). In some embodiments, the
macroalgae can be allowed to grow until the light intensity
(shading factor) at the bottom of the pond 1s reduced by algae
shading to about 50% of the light intensity at the top of the
pond. In preferred embodiments, growth 1s allowed to con-
tinue until the shading factor 1s in the range of being not less
than about 25% but not more than about 75%. Thereafter, the
macroalgae may be harvested by standard techniques at a
frequency so as to maintain maximum macroalgae produc-
tion rates. In some embodiments, this can be achieved by
harvesting at regular intervals, such as when the shading
factor 1s 1n the range of about 50%. In some embodiments,
harvesting may occur at a frequency ol about every two
weeks. In preferred embodiments, regular harvesting occurs
at a frequency of not less than monthly and not more than
weekly.

[0105] Theharvesting step caninclude any of the devices or
apparatuses (and methods of use thereol) otherwise described
herein. Preferably, the percentage of the macroalgae that 1s
removed during harvesting (1.e., the plant mass that 1s
removed from 1individual macroalgae plants) can be adjusted
sO as to maintain maximum macroalgae production rates for
the location and time of year. In some embodiments, maxi-
mum macroalgae production can be achieved by maintaining,
the preferred shading factors.

[0106] The harvesting of the macroalgae can comprise
removing only a portion of the individual macroalgae plants
leaving the rooting portion of the macroalgae 1n place 1n a
majority of the individual plants. Again, while it may be
unavoidable that some macroalgae may be completely
uprooted during the harvesting process, it 1s preferred that
that macroalgae be cut or similarly harvested such that the
upper portions of the plant are removed and the rooting por-
tion of the plant 1s left behind for further growth production.
Thus, 1n specific embodiments, harvesting can comprise
separating the upper portion of the macroalgae from the root-
ing portion of the macroalgae at some point below the surface
ol the saltwater growth medium. Specifically, harvesting can
comprise removing an average of about 10% to about 50% of
the mass of the macroalgae. In other words, about 10% to
about 50% of the total mass of individual macroalgae plants
are cut away from the root portion during harvesting leaving
about 50% to about 90% of the individual macroalgae plant
(including the rooting portion) in place and actively growing.
The unintended removal of entire plants preferably 1s mini-
mal such that 1t does not atlect the total harvest percentages.
In other embodiments, the percentage of the macroalgae

Apr. 10,2014

removed 1n a specific harvest can be about 10% to about 40%
by mass, about 15% to about 35%, or about 20% to about 30%

by mass.

[0107] Adter harvest, the macroalgae may undergo further
processing to prepare the macroalgae for further uses. In
particular embodiments, it 1s useful to separate the calctum
carbonate-containing exoskeleton from the plant portion (i.e.,
the organic material ) of the macroalgae. This may be achieved
by any method useful for separating organic and 1norganic
materials. Since the exoskeleton 1s basically a limestone coat-
ing on the organic plant parts (particularly the thallus)—
which may be known in the art as “marl”—somewhat
destructive means can be required to separate the exoskeleton
from the organic plant parts. In some embodiments, a grinder
or similar device may be used. Certain examples of grinders
usetul 1n the mvention are those available from Prater-Ster-
ling (Bolingbrook, Ill.—see, http://www.prater-sterling.
com).

[0108] Although grinding alone may be a suificient means
to structurally separate the exoskeleton from the organic plant
parts, further separation means may be employed to effec-
tively 1solate the sum of the exoskeleton parts from the sum of
the organic plant parts. Such further separation may be car-
ried out using any means known in the art for separating
items, such as means for separating i1tems of ditlering densi-
ties. The calcium carbonate exoskeleton typically has a den-
sity of about 2.7 to 2.8 g/cc, whereas the organic plant portion
of the macroalgae typically has a density of about 0.8 to 1.1
g/cc. Thus, water separation means may be used to separate
and 1solate the two matenals. Such separation may include
the use of a hyper-saline solution to facilitate the rapid and
elficient separation of the exoskeleton and the plant parts. For
example, low cost, high salinity water can be produced by
evaporation 1n ponds to achieve salt water with salt contents
ranging from that of typical seawater (e.g., about 3.5% salin-
1ty) to saturated (e.g., about 25% salinity) with corresponding
densities 011.03 g/cc to 1.19 g/cc. In preferred embodiments,
the separation medium can have a salt content of about 14%
and a density of about 1.10 g/cc. Such separation techniques
can be carried using any suitable apparatus, such as a cylin-
drical cone bottom tank or other similar tank available from
Chem-Tainer Industries, Inc., West Babylon, N.Y.

[0109] Adter separation, the separated components can go
through further processing. The calcium carbonate exoskel-
cton may be gathered and directed to multiple end uses. For
example, at least a portion of the exoskeleton may be recycled
back into a saltwater growth medium as a calcium carbonate
source. In localized facilities, the calcium carbonate can be
recycled basically 1n a closed system (1.e., calctum carbonate
from the saltwater growth medium forms the exoskeleton on
the macroalgae, 1s harvested with the macroalgae, 1s sepa-
rated from the macroalgae, and 1s recycled back into the same
pond for use again as a calctum carbonate source). In other
embodiments, calcium carbonate from the exoskeleton may
be gathered and recycled into different macroalgae produc-
tion systems. In further embodiments, the calcium carbonate
exoskeleton may be used or sold for other purposes, such as
an additive 1n the production of concrete.

[0110] The organic plant portions of the harvested and
separated macroalgae also may undergo further processing.
For example, methods may be employed (including any
known, standard industrial techniques) to remove salt content
from the macroalgae. Specifically, the use of rolling press or
other water extraction and successive rinses may be
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employed to minimize freshwater consumption. After any
desired salt removal and final rolling press or other water
extraction, the macroalgae may be dried. For example, 1t
could be simply spread on flat, dry land areas to dry in the sun.
In some embodiments, areas covered with compacted cal-
cium carbonate may be used. Of course, any other method for
drying plant parts may be used. Preferably, the macroalgae
are dried to a moisture content 1n the range of about 1% to
about 20%, about 2% to about 17%, about 3% to about 15%,
about 4% to about 12%, or about 5% to about 10%, based on
the total weight of the macroalgae. These approaches mini-
mize energy consumption, water consumption, and cost.
Moreover, such processes are well suited for use 1n the geo-
graphic locations where the methods of the mmvention are
believed to be most suited—=e.g., hot dry climates, such as
west lTexas.

[0111] In some embodiments, the organic plant portion of
the macroalgae may be directed to an end-use process or
composition. Examples of end-use processes can include
various types of energy production processes, such as direct
combustion of the macroalgae organic plant portion (or parts
thereot) to produce electricity. Another end-use process may
be a biotuel conversion process. Still another end-use process
may be conversion to chemical compounds, such as by
pyrolysis. A further end-use process could be production of
food or food supplements. Thus, still further processing of the
macroalgae may be provided, such as separating the macroal-
gae organic part into 1ts component parts—i.e., protein, car-
bohydrate, and o1l. The protein portions may be 1solated and
used 1n various nutritive compositions. The carbohydrate and
o1l portions may be used 1n energy production, such as direct
combustion to foirn electrical energy. Otherwise, these por-
tions may be used in other energy production methods, such
as conversion to biofuel. Further, these portions could be
converted to other chemicals via methods such as pyrolysis.
An example of a method that may be useful 1n separating the
organic material into 1s separate components 1s the use of high
pressure screw extractors and solvent extractors similar to
those used 1n processing soy beans and soy products, wherein
the dry biomass 1s chopped or ground 1nto fine particles and
chemically treated to disrupt the cell membranes of the bio-
mass. Oils and proteins are separated from the cell mem-
branes and other carbohydrates using known solvent and
other chemical and chemico-physical separation processes.
Newer, solvent free methods are also applicable such as
detailed 1n U.S. Pat. No. 7,112,688. Isolated carbohydrates
can be used as a fuel product and provided to various power
generation plants. Oils/lipids can be provided to various bio
tuel producers. Proteins can be used 1n specialty food prod-
ucts and other protein based consumer products.

[0112] Adftereach harvest, it can be useful to perform one or
more tests on the saltwater growth medium to ensure chemi-
cal properties remain 1n desired ranges. For example, the pH,
nitrogen, phosphate, potassium, calcium, and trace chemical
levels can be tested, such as by any suitable techniques rec-
ognized 1n the art. In some embodiments, an off-the-shelf
assay may be used. In other embodiments, such evaluation
can be carried out using permanent n-place, 10n selective
clectrode monitors, such as noted previously. If adjustments
are required, the chemical composition of the growth medium
can be adjusted by appropriate additions of chemicals. When
the carbonate concentrations fall below preferred levels due
to calcium depletion from algae growth, or the salt content
rises above preferred levels due to water evaporation, the
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levels can be adjusted by circulating water between the pond
and any general water source, such as a ground water saline
aquifer or a seawater source. Additionally, calcium bicarbon-
ate generated from calcium carbonate recycled from algae
processing can be added. Further, any means described herein
may be applied at this time to balance the chemical compo-
sition of the growth to be within the desired parameters.

[0113] The methods and systems of the present invention
can be characterized by the surprising high mass of macroal-
gae that may be produced over a given area of land. In specific
embodiments, the combination of the saltwater growth
medium that 1s used, the type of macroalgae that 1s used, and
the open pond system that 1s used can provide for a total
macroalgae production of at least about 10 metric tons of
macroalgae per acre per year. In other embodiments, the
invention can provide for a total macroalgae production of at
least about 20 metric tons, at least about 30 metric tons, at
least about 40 metric tons, at least about 50 metric tons, at
least about 60 metric tons, at least about 70 metric tons, at
least about 80 metric tons, at least about 90 metric tons, at
least about 100 metric tons, at least about 125 metric tons, at
least about 150 metric tons, at least about 175 metric tons, or
at least about 200 metric tons based on the total weight of the
macroalgae. In other embodiments, the invention can provide
for macroalgae production of about 10 metric tons to about
250 metric tons, about 20 metric tons to about 200 metric
tons, about 30 metric tons to about 150 metric tons, about 40
metric tons to about 125 metric tons, or about 50 metric tons
to about 100 metric tons of total macroalgae per acre per year.
As the macroalgae of the invention typically grow an exosk-
cleton, the foregoing amounts may include the inorganic
exoskeleton plant portion and the organic plant portion. It 1s
expected that the morganic exoskeleton would account for
roughly 40% to 60% by weight, 45% to 55% by weight, or
about 50% by weight of the total weight of the macroalgae.
Thus, the macroalgae production also may be described 1n
terms of only the organic plant portions of the macroalgae that
may be directed to specific uses. In some embodiments, mac-
roalgae production in relation to the organic plant portion
(mass dried as described herein) can be at least about 5 metric
tons per acre per year, at least about 10 metric tons per acre per
year, at least about 15 metric tons per acre per year, at least
about 20 metric tons per acre per year, at least about 25 metric
tons per acre per year, at least about 50 metric tons per acre per
year, at least about 75 metric tons per acre per year, or at least
about 100 metric tons per acre per year. In further embodi-
ments, macroalgae production 1n relation to the organic plant
portion (mass dried as described herein) can be about 10
metric tons per acre per year to about 120 metric tons per acre
per year, about 15 metric tons per acre per year to about 100
metric tons per acre per year, about 20 metric tons per acre per
year to about 80 metric tons per acre per year, or about 30
metric tons per acre per year to about 60 metric tons per acre
per year. The noted production rates may relate to total actual
macroalgae growth available for harvest or may relate to total
actual harvested growth (1.e., the production amount taken
from the ponds for further processing and/or use.

[0114] Additionally, the methods and systems of the inven-
tion may be characterized by the surprising growth rates that
are obtained when using the specific combination of factors
described herein. As shown 1n the appended examples, the
growth ol algae under conditions described herein is not a
simple, commonplace matter. Moreover, the present inven-
tion has established methods and systems that not only allow
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for growth of macroalgae under extreme conditions but pro-
vide for exceptional growth beyond what would be expected
in light of the known art. For example, in specific embodi-
ments, the invention provides methods and systems wherein a
macroalgae growth rate of at least about 2 g/m*/day is
obtained (i.e., grams of macroalgae per m* of pond surface
areaper day). In further embodiments, the macroalgae growth
rate may be at least about 5 g/m*/day, at least about 10
g/m*/day, at least about 15 g/m?*/day, at least about 20 g/m*/
day, at least about 25 g/m>/day, at least about 50 g/m>/day, at
least about 75 g/m*/day, at least about 100 g/m?/day, or at
least about 125 g/m~/day. In further embodiments, macroal-
gae growth rates may be in the range of about 5 g/m?*/day to
about 135 g/m>/day, about 10 g/m*/day to about 125 g/m~/
day, about 15 g/m*/day to about 110 g/m>/day, about 20
g/m*/day to about 100 g/m*/day, or about 25 g/m*/day to
about 75 g/m?/day. The foregoing growth rates can relate to
the total macroalgae growth independent of whether the
growth 1s actually harvested.

V1. Macroalgae Production Systems

[0115] In another aspect, the present invention can provide
specific macroalgae product systems that can be designed and
implemented for use 1n various geographic locations. The
macroalgae production system provides the specific compo-
nents needed to practice biomass production in a sustainable,
economically viable manner. Moreover, the macroalgae pro-
duction system can be used 1n many areas of the world where
many types of plant growth 1s limited and/or where access to
end products arising from the macroalgae (e.g., nutritive
material and energy production) 1s not abundant.

[0116] In certain embodiments, the invention can provide a
macroalgae production system comprising the following: a
saltwater growth medium container having therein a soil
component; actively growing macroalgae at least partially
rooted 1n the so1l component; and a saltwater growth medium
having a specific composition. Any of the further materials
described herein, such as any and all components discussed 1n
relation to the description of a saltwater growth containment
system and/or an open pond system, may also be encom-
passed by the macroalgae production system of the mnvention.
[0117] In some embodiments, the macroalgae production
system may be expressly characterized by the nature of the
components thereof. For example, a production system
according to the invention incorporating a saltwater growth
medium as described herein could be clearly distinguished
from a natural pond having water therein that does not meet
the chemical composition requirements of the present inven-
tion. Still turther, the production system can be distinguished
by the nature of the macroalgae being grown therein. In
particular, the macroalgae production system can be distin-
guished from known art by the unique combination of mate-
rials gathered for use in the system. In particularly, it 1s
believed that the known art does not encompass the unique
combination of a an open pond system wherein macroalgae as
described herein are grown and harvested in a sustainable,
economically viable manner using a growth medium that 1s
specifically formulated to meet the unique needs of the mac-
roalgae and to be highly compatible with the surround envi-
ronment wherein the macroalgae production system 1s
located.

VI1I. End Use of Macroalgae Organic Material

[0118] As noted above, the organic portion of the macro
algae biomass produced according to the present invention
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can be directed to a number of different end uses. In particular
embodiments, the macroalgae biomass can be used as a fuel
for power generation, as a raw product to produce bio fuel, or
as a protein source for use as animal feed.

[0119] In some embodiments, the invention can provide a
process for renewable generation and use of biomass. For
example, such process can comprise the following: producing
macroalgae as described herein; processing the macroalgae to
produce a dry biomass; 1solating proteins from the dry biom-
ass; and processing the proteins into an animal feed for use
with stock animals. Optional, further steps could include the
following: collecting waste products from the stock animals
and processing the waste products into fertilizer; and adding
the fertilizer to an open pond system according to the mnven-
tion to supplement the composition of the saltwater growth
medium contained therein.

[0120] In other embodiments, the ivention can provide a
process for production of macroalgae based bio-fuel products
comprising: producing macroalgae as described herein; pro-
cessing the macroalgae to produce a dry biomass; and pro-
cessing the dry biomass with hydrogen 1n a pyrolysis system
having bio-fuel products as a byproduct.

[0121] Infurther embodiments, the invention can provide a
process for production of macroalgae based bio-fuel products
comprising: growing macroalgae as described herein; pro-
cessing the macroalgae to produce a dry biomass; and pro-
ducing synthesis gas with the dry biomass 1n an IGCC plant.
Optionally, carbon dioxide from the synthesis gas generation
may be used to grow macroalgae.

[0122] In still other embodiments, the mvention can pro-
vide a process for power generation, comprising: growing
macroalgae as described herein; processing the macroalgae
into a dry biomass; fluidizing the dry biomass with substan-
tially pure oxygen; and combusting the fluidized biomass and
oxygen 1n a ftranspiration cooled combustor. In further
embodiments, the methods optionally can include one or
more of the following steps: producing steam 1n a multi-stage
heat exchanger integral to the transpiration cooled combus-
tor; generating electrical power from steam; cooling exhaust
gases from the transpiration cooled combustor to close to
ambient conditions; collecting exhaust gas carbon dioxide
from the transpiration cooled combustor and utilizing the
carbon dioxide 1n the production of macroalgae biomass.

[0123] Insome embodiments, the invention can provide an
integrated system that produces a high yield biomass (1.¢., the
macroalgae described herein), that can be separated 1nto car-
bohydrates, proteins, and oi1ls which in turn can be used in
clectrical power generation, agriculture, food products, and
chemical products.

[0124] In some embodiments, macroalgae produced
according to the invention can be provided as a dry biomass
for further use. For example, the dry biomass (formed from
the organic portions of the macroalgae) can be processed with
hydrogen and/or high temperature steam in a pyrolysis refin-
ery to produce various biofuel products. Oxygen can be
removed from the pyrolysis process using various oxygen
absorbing materials, such as aluminum powder. Pyrolysis of
biomass to produce biofuels 1s generally described in the
current art to produce oxygenated biofuels such as esters and
higher boiling points fuels such as biodiesel. Absorbing oxy-
gen and adding hydrogen 1n this embodiment will yield pure
hydrocarbon fuels which are direct chemical analogues of
petroleum derived fuels. Lower hydrogen levels and tempera-
tures will produce hydrocarbons such as diesel, but additional
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hydrogen and higher temperatures will produce lighter
hydrocarbons such as gasoline.

[0125] In other embodiments, macroalgae produced
according to the invention can be used as a fuel source 1n an
Integrated Gasification Combined Cycle (IGCC) plant to pro-
duce synthesis gas (syngas). IGCC plants have been used
widely 1n the coal industry to turn coal 1nto syngas. For use in
the present mvention, existing IGCC plants can be modified
such that the coal feed 1s replaced with a whole macroalgae or
macroalgae hydrocarbon biomass residue feed. Further,
lower oxygen feed levels are used, and the slag lockhopper 1s
not needed. Oxygen 1s provided to the IGCC plant from an air
separation system, such as a standard industrial air separation
unit. The IGCC plant produces synthesis gas (a mixture of
carbon monoxide and hydrogen), carbon dioxide, and Hydro-
gen.

[0126] Syngas can be used in a Fischer Tropsch plant to
produce fuel products. The Fischer-Tropsch process (or Fis-
cher-Tropsch Synthesis) 1s a catalyzed chemical reaction 1n
which synthesis gas 1s converted into liquid hydrocarbons of
various forms. The most common catalysts are based on 1ron
and cobalt, although nickel and ruthenium have also been
used. The principal purpose of this process 1s to produce a
synthetic petroleum substitute, typically from coal, natural
gas or biomass, for use as synthetic lubrication oil or as
synthetic fuel. This synthetic fuel runs trucks, cars, and some
aircraft engines. The Fischer Tropsch process with biomass
produced syngas 1s detailed 1n U.S. Pat. No. 6,133,328, which
1s 1ncorporated herein by reference.

[0127] In other embodiments, an integrated system for
renewably producing energy from macroalgae can include:
biomass (which can be macroalgae that 1s produced as pro-
vided herein or may be a biomass obtained from another
source); a fuel injector; a transpiration cooled combustion
unit; and an exhaust gas separation unit. The combustion unit
can be a zero emission power generation unit and can include
a transpiration cooled combustor, a fuel injection system, and
an exhaust gas separation system. Additional modules or
systems can be included with the combustion unit, including
a steam power generation unit, air separation units, and coms-
mon waste scavenging systems.

[0128] Inoperation oxygen is supplied to the combustor via
a Tuel injection system, which provides fluidized fuel and
oxygen to the combustor at pressures above the combustion
pressure. The fuel can be dried biomass, such as macroalgae
produced as described herein. Dried biomass can be pro-
cessed to a fine powder or other form suitable for fluidization.
Fluidized biomass and oxygen are consumed 1n a pressurized
combustion process at temperatures well above traditional
coal fired combustion chambers.

[0129] Inpreferred embodiments, the use of a transpiration
combustor allows the combustion to occur at temperatures
and pressures far 1 excess of traditional combustion cham-
bers. These high pressures and temperatures allow the com-
bustor to burn a variety of fuel types, including fluidized
biomass (e.g., macroalgae), as well as other materials, such as
various grades and types of coal, wood, o1l, fuel o1l, natural
gas, bio-fuel, and solid waste refuse.

EXPERIMENTAL

[0130] The present mnvention now 1s described with refer-
ence to various examples. The following examples are not
intended to be limiting of the mvention and are rather pro-
vided as exemplary embodiments.
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Example 1

Evaluation of Microalgae and Macroalgae Growth
Using Inventive Saltwater Growth Medium

[0131] Multiple species of microalgae and macroalgae
were evaluated under identical conditions to determine the
ability of the different types of algae to grow using the mnven-
tive saltwater growth medium. The composition of the salt-
water growth medium 1s provided below 1n Table 3. Given the
amount ol calcium bicarbonate present 1n the composition,
the free calcium available 1n solution was calculated to be
approximately 1,250 mg/L. The solution pH for the saltwater
growth medium was 8.5. The same saltwater growth medium
was used for all indoor and outdoor tests with the microalgae
and the macroalgae.

[0132] First, the microalgae species noted below 1n Table 4
were grown indoors 1n glass tanks (5 gallon volumes) covered
with glass tops. There was no soil present in the glass tanks.
Indoor lighting was provided with high intensity sunlight
balanced tfluorescent lights. Indoor temperatures were kept at
about 20° C. to about 27° C. All of the noted microalgae
species grew well under the noted conditions.

TABL

L1

3

Saltwater Growth Medium Composition

Amount
Material (mg/L)
Sodium chloride 24,000
Calcium bicarbonate 5,000
Sulfate 4,000
Nitrogen 25
Silicon 6
Phosphorus 2
Iron 2
Manganese 0.1
Cobalt 0.1
Zinc 0.01
Molybdenum 0.005
Copper 0.005

TABLE 4

Microalgae Species Evaluated Under the Inventive, Outdoor Growth
Conditions and by the Comparative, Indoor Growth Conditions

Phaeodactyvium tricornutum
Pleurochrysis carterae
Porphyridium cruentum
Scenedesmus dimorphus

Anabaena cviindrica
Ankistrodesmuts
Botryococcus braunii
Chalamyvdomonas Reinhardtii

Chiorella Scenedesmus obliquus
Crpthecodinium cohnii Scenedesmus quadricauda
Cyclotella Schizochytrium

Dunaliella salina
Dunaliella tertiolecta
LEuglena gracilis
Hantzschia
Nannochloris
Nannochloropsis
Neochloris oleoabundans
Nitzschia

Sprrogvra
Spirulina maxima
Spirulina platensis
Stichococcits

Svnechoccus sp.
letraselmis maculate
letraselmis suecica
Thalassiosira pseudonana

[0133] Asacomparative, the same microalgae species were
grown 1n outdoor ponds according to the invention. The out-
door ponds were foamed directly in the ground with natural
so1l forming the sides and walls thereof. The water composi-
tion was again that shown 1n Table 3. The ponds were approxi-
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mately 210 feet 1n diameter (about one acre) and ranged in
depth from about three to about four feet. So1l pH varied from
about 8.2 to about 8.4. All ponds were uncovered. Outdoor
water temperature ranged from about 4° C. to about 20° C. In
all cases, the microalgae rapidly died when evaluated under
the conditions according to the invention using the open pond
system outdoors and the water composition of Table 3.

[0134] Several species of macroalgae also were evaluated
in this example. In each case, inoculums were begun and then
moved to the outdoor ponds for growth evaluation under the
test conditions. Again, the water composition was that shown
in Table 3. The ponds were approximately 210 feet in diam-
cter (about one acre) and ranged 1n depth from about three to
about four feet. So1l pH varied from about 8.2 to about 8.4. All
ponds were uncovered. Outdoor water temperature ranged
from about 4° C. to about 20° C. The macroalgae species
evaluated are shown below 1n Table 5. Also indicated therein
are the results of the evaluation.

TABL.

(L]

D

Macroalgae Species Evaluated Under the
Inventive, Outdoor Growth Conditions

Macroalgae Results

Chara vulgaris Grew extremely well over the entire

12 month test period
Ulva Survived the transfer and grew slowly
Padina Survived the transfer and grew slowly
Gracilaria Died without significant growth
Chondria Died without significant growth
Gelidiella Died without significant growth
Rhodonata Died without significant growth
Sargassum Died without significant growth
[0135] The above test results confirmed that microalgae

were not suited at all for use 1n biomass production under the
conditions used 1n the present invention. The testing further
indicated that only specific types of macroalgae were suited
tor the rapid, sustained growth needed to achieve economical,
long-term biomass production. Moreover, the testing indi-
cated that the types of macroalgae that were most useful under
the inventive test conditions where the species that formed a
protective exoskeleton.

Example 2

Growth Rate of Macroalgae According to the
Invention Versus Microalgae Grown Under Prior Art
Conditions

[0136] Based upon the understanding of the prior art, mac-
roalgae were not considered valuable for biomass production
because of the low growth rate relative to microalgae. To
evaluate this prior art assumption in light of the advancements
of the present invention, the growth rate of Nanochloropsis
microalgae was evaluated under normal, prior art, clean labo-
ratory conditions. The Nannochloropsis was not evaluated
using the saltwater growth medium of the present invention
because, as shown 1n Table 4 above, Nannochloropsis was
determined to not grow under the inventive conditions.

[0137] As a comparative, Chara vulgaris macroalgae was
grown 1n an open pond system according to the invention
using a saltwater growth medium as shown in Table 3 above
and pond conditions described 1n Example 1. Growth rate of
the Nannochloropsis and the Chara vulgaris was evaluated in
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grams per square meter per day. The testresults over an 18 day
period are shown 1n Table 6 below, wherein negative numbers
indicate algae death rates instead of growth rates.

TABLE 6

Comparative Growth of Microaleae and Macroalgae

Nannochloropsis Microalgae Chara vulgaris

Day Number Growth (g/m?/day) Growth (g/m?/day)
2 R0 9
4 {0 18
6 100 30
8 {0 35
10 —60 35
12 - 80 33
14 —-100 31
16 - 80 30
18 -20 29
Total Growth 0 250

Over 18 days

[0138] Asseenabove, the Nannochloropsis microalgae had
an early growth pattern that exceeded that of the Chara vul-
garis macroalgae. After eight days, however, the microalgae
began to die, and after 18 days, all of the rapid growth that was
experienced was negated as the total biomass achieved was
zero. The Chara vulgaris macroalgae, on the other hand,
required a few extra days to become established, but this was
not surprising since the macroalgae 1s a rooting species and
would be expected to require an initial amount of time to
become well established. After this mnitial period, though, the
macroalgae achieved an excellent, sustained biomass produc-
tion. This clearly shows that while microalgae can provide
short term, explosive growth, sustained growth potential 1s
almost entirely absent. This further illustrates the difficulties
in the art 1n achieving efficient, economical biomass produc-
tion with microalgae—the lack of potential for on-going
growth. To achieve results of any use, the microalgae must be
completely harvested with no further potential. On the other
hand, the macroalgae provides sustained growth and allows
for regular harvesting of excellent amounts of biomass with
continuous production or production that 1s interrupted only
on scheduled intervals. Moreover, the macroalgae provided
this excellent result in an open pond system with no control
over competitors (e.g., bacteria, predators, and the like), and
the microalgae were completely unable to grow 1n this same
environment, which 1s much more economical and simpler to
control.

[0139] The surprising eifects related to total growth over an
18 day period highlight the various benefits of the present
invention. In particular, macroalgae (such as Chara) can pro-
vide long term high yield in open unlined dirt ponds, unlike
microalgae (which die off after short periods of time). The
saltwater growth medium of the present invention (such as the
exemplary formula in Table 3) with high calcium bicarbonate
content has shown that high algae growth rates can be
achieved without the need for expensive CO, bubbling sys-
tems. The high pH and high carbonate water rapidly absorbs
and holds CO, long enough for the algae to absorb 1t, unlike
lower pH and/or lower carbonate water. The surprising effects
on growth of macroalgae according to the invention are 1llus-
trated below 1n Example 3. The high so1l pH 1n the open pond
systems of the mvention helps maintain the high water pH,
which helps absorb CO,, from the air and generate and main-
tain high calcium bicarbonate levels which accelerate mac-
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roalgae growth. It has been found according to the present
invention that macroalgae that form an exoskeleton 1n hard
water, such as Chara, grows faster and 1n a more pure form
with less competition with calcium bicarbonate. The calcified
tform of Chara 1s highly resistant to predation and even to
chemicals which would normally kaill it.

Example 3

Growth Rate of Chara as a Function of Growth
Medium Calcium Bicarbonate Concentration

[0140] Testing was carried out to determine the overall
elfect of the increased calcium provided in the saltwater
growth medium of the present invention. Growth data for one
week was gathered while growing Chara vulgaris 1n an
indoor glass tank with a soil-lined bottom. Testing was carried
out at a temperature of 80° F. with simulated sunlight.
[0141] Growth rate data measurements were started when
algae growth had reached suilicient levels such that the light
intensity at the bottom of the tank was 30% of the light
intensity at the surface. The saltwater growth medium was
identical to the formulation shown 1n Table 3 with the excep-
tion of the amount of calcium bicarbonate 1n the growth
medium. This single variable was changed as shown below 1n
Table 7 along with the Chara growth rate observed at the
noted calcium bicarbonate concentration. This data 1s 1llus-
trated graphically in FIG. 1.

TABL.

7

(L]

Chara Growth as a Function of
Calcium Bicarbonate Concentration

Chara Growth
Rate (g/m“/day)

Calcium Bicarbonate
Concentration (mg/L)

0
1,000
2,000
5,000

20,000

50,000

[0142] Many modifications and other embodiments of the
inventions set forth herein will come to mind to one skilled 1n
the art to which these inventions pertain having the benefit of
the teachings presented in the foregoing descriptions. There-
fore, 1t 1s to be understood that the inventions are not to be
limited to the specific embodiments disclosed and that modi-
fications and other embodiments are intended to be included
within the scope of the appended claims. Although specific
terms are employed herein, they are used m a generic and
descriptive sense only and not for purposes of limitation.

1-65. (canceled)

66. A macroalgae production system comprising: a saltwa-
ter growth medium container having therein a soil component
having a pH of at least about 7.5; actively growing macroal-
gae at least partially rooted in the soil component; and a
saltwater growth medium having a pH of at least about 7.5, a
calcium content of at least about 500 mg/L, and a content of
sodium and chlorine such that the ratio of the combination of
sodium and chlorine to the calcium 1n the saltwater growth
medium 1s greater than O but less than about 30.

67. The macroalgae production system of claim 66,
wherein the actively growing macroalgae 1s a macroalgae
classified 1n the order Charales.
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68. The macroalgae production system of claim 67,
wherein the actively growing macroalgae 1s a macroalgae
classified 1n the family Characeae or Clavatoraceae.

69. The macroalgae production system of claim 68,
wherein the actively growing macroalgae 1s a macroalgae
classified 1n a genus selected from the group consisting of
Aclistochara, Amblyochara, Amphorochara, Chara,
Charites, Croftiella, Gobichara, Grambastichara, Grovesi-
chara, Gyrogona, Harvisichava, Hornichara, Lamprotham-
nium, Lamprothamnus, Latochava, Lychnothamnus, Maedle-
riella, Maedlerisphaera, Mesochara, Microchara,
Multispivochara, Nemegtichara, Neochara, Nitella, Nitellop-
sis, Nodosochara, Obtusochara, Peckichara, Peckisphaera,
Piriformachara, Platychara, Raskyvaechara, Sphaevochara,
Stephanocharct, lectochara, 1olypella, and combinations
thereot.

70. The macroalgae production system ol claim 66,
wherein the actively growing macroalgae 1s selected from the
group consisting of Chara aculeolata, Chara alopecuroidea,
Chara alopecuroides, Chara angarica, Chara arrudensis,
Chara aspera, Chara asperula, Chara australis, Chara bal-
tica, Chara batrachioides, Chara batrachosperma, Chara
baueri, Chara benthamii, Chara bharvadwajee, Chara bifor-
mis, Chara brachypus, Chara braunii, Chara bulbillifera,
Chara canescens, Chara capillacea, Chara capillaris, Chara
capitata, Chara ceratophvila, Chara chidamuensis, Chara
columnaria, Chara congesta, Chara conimbrigensis, Chara
connivens, Chara conniveti-fragilis, Chara contraria, Chara
corallina, Chara coronata, Chara crassicaulis, Chara
crinita, Chara curta, Chara delicatula, Chara denudaia,
Chara desmacantha, Chara dichopitys, Chara diffuse, Chara
dissoluta, Chara distorta, Chara drummondii, Chara ebo-
liangensis, Chara ecklonii, Chara elongata, chara equiseti-

folia, Chara escheri, Chara fallax, Chara fibvosa, Chara
firma, Chara flexillis, Chara foetida, Chara foliolata, Chara
fragifera, Chara fragilifera, Chara fragilis, Chara fulcrata,
Chara galioides, Chara gelatinosa, Chara globularis, Chara
glomerata, Chara gracilis, Chara gymnophylia, Chara gym-
nopitys, Chara gymnopus, Chara halina, Chara hansenii,
Chara hedwigii, Chara heterophvila, Chara hirta, Chara
hispida, Chara hookeri, Chara horrida, Chara huangii,
Chara hyalina, Chara hydropyvtis, Chara imperfecta, Chara
inconnexa, Chara inconspicua, Ghana inflata, Chara inter-
media, Chara intertexta, Chara intricata, Chara krausei,
Chara leei, Chara leptophys, Chara leptosperma, Chara lep-
tospora, Chara lhotzkyi, Chara liljebladii, Chara longibrac-
teata, Chara macropogon, Chara majov, Chava major, Chara
microphylla, Chara mollusca, Chara montagnei, Chara
mucronata, Chara muelleri, Charva muscosa, Chara myrio-
phyila, Chara nolteana, Chara nuda, Chara obtuse, Chara
oedophyila, Chara opaca, Chara pachvarthra, Chara palae-
ofragilis, Chara palaeohungarica, Chara papillata, Chara
papulosa, Chara pedunculata, Chara plebeja, Chara polya-
cantha, Chara polycarpica, Chara polyphyvila, Chara
polvsperma, Chara pouzolsii, Chara preissii, Chara prolif-
era, Chara psilopitys, Chara pulchella, Chara pusilla, Chara
rabenhorstii, Chara refracta, Chara rudis, Chara rusbyana,
Chara sadleri, Chara scoparia, Chara setosa, Chara spine-
scens, Chara squamosa, Chara stelligera, Chara stoecha-
dum, Chara strigosa, Chara stuartiana, Chara submollusca,
Chara subtillis, Chara succincta, Chara syncarpa, Chara
tenuispina, Chara tenuissima, Chara tomentosa, Chara
transliucens, Chara trichophvila, Chara vandalurensis,
Chara vasiformis, Chara virgata, Chara viridis, Chara visia-



US 2014/0096442 Al

nii, Chara vulgaris, Chara wallichi, Chara wallvothii, Chara
zeylanica, subspecies thereof, varieties thereof, forms
thereot, and combinations thereof.

71. The macroalgae production system of claim 66,
wherein the actively growing macroalgae 1s selected from the
group consisting ol Chara vulgaris 1. contraria, Chara vul-
garis var. refracta, Chara vulgaris 1. paragymnophylia,
Chara vulgaris 1. subhispida, Chara vulgaris subinermis,
Chara vulgaris var. gyvmnophvila, Chara vulgaris var. his-
pidula, Chara vulgaris var, vulgaris, Chara vulgaris Lin-
naeus, Chara vulgarisvar. montana, Chara vulgaris 1. crispa,
Chara vulgaris var. contraria, Chara vulgaris var. papillata,
Chara vulgaris longibracteata, Chara vulgaris var. longi-
bracteata, Chara vulgaris var. crassicaulis, Chara vulgaris
var. denudata, Chara vulgaris var. vulgaris 1. crassicaulis,
Chara vulgaris var. inconexa 1. arrudensis, Chara vulgaris
var. inconnexa, Chara vulgaris subsp. squamosa, Chara vul-
garis 1. hispidula, Chara vulgaris var. condensata, Chara
vulgaris var. imperfecta, Chara vulgaris var. oedophyllia,

Chara vulgaris var. vulgaris 1. muscosa, and combinations
thereof.

72. The macroalgae production system of claim 66,
wherein the macroalgae 1s a macroalgae that forms a calcium
carbonate-containing exoskeleton 1n the presence of suifi-
cient calcium 1ons and carbonate 10ns.

73. The macroalgae production system of claim 66,
wherein the macroalgae 1s a species recognized by one or
more of the common names stonewort, brittlewort,
muskgrass, and muskwort.

74. The macroalgae production system of claim 66,
wherein the soil pH 1s at least about 8.

75. The macroalgae production system of claim 66,
wherein the saltwater growth medium has a pH of at least
about 8.

76. The macroalgae production system of claim 66,

wherein saltwater growth medium has a calctum content of at
least about 700 mg/L..

77. The macroalgae production system of claim 76,

wherein the saltwater growth medium has a calctum content
of at least about 1,000 mg/L.

78. The macroalgae production system of claim 66,
wherein the saltwater growth medium has a sulfate content of
at least about 1,000 mg/L..

79. The macroalgae production system of claim 66,

wherein the saltwater growth medium has a nitrogen content
of at least about 6 mg/L.

Apr. 10,2014

80. The macroalgae production system ol claim 66,
wherein the saltwater growth medium has a phosphorus con-

tent of at least about 0.5 mg/L..

81. The macroalgae production system ol claim 66,
wherein the saltwater growth medium has one or more of:

1. a sodium chloride content of about 3 g/L to about 70 g/L;

11. a calcium content of about 500 mg/L to about 50 g/L;

111. a sulfate content of about 1 g/L. to about 16 g/L;

1v. a nitrogen content of about 6.25 mg/L. to about 100

mg/L;

v. a silicon content of about 1.5 mg/L to about 24 mg/L;

vl. a phosphorus content of about 0.5 mg/LL to about 8

mg/L; and

vil. an 1ron content of about 0.5 mg/L to about 8 mg/L.

82. The macroalgae production system ol claim 81,
wherein the saltwater growth medium includes the sodium
chloride content, the calcium content, the sulfate content, and
the phosphorus content.

83. The macroalgae production system of claim 66,
wherein the saltwater growth medium has a total salinity of at
least about 1% by weight.

84. The macroalgae production system of claim 83,

wherein the saltwater growth medium has a total salinity of
about 1.5% to about 15% by weight.
85. The macroalgae production system ol claim 66,

wherein the saltwater growth medium in the container has a
depth of at least about 2 feet.

86. The macroalgae production system of claim 85,
wherein the saltwater growth medium in the container has a
depth of about 2 feet to about 8 feet.

87. The macroalgae production system of claim 67,
wherein the macroalgae production system further comprises
light sensors interspaced within the saltwater growth medium
container.

88. The macroalgae production system of claim 87, com-
prising a least one light sensor located near the surface of the
saltwater growth medium and at least one light sensor located
near the bottom of the saltwater growth medium.

89. The macroalgae production system of claim 67, further
comprising a macroalgae harvesting device that separates an
upper portion of the actively macroalgae from a rooting por-
tion of the macroalgae at some point below the surface of the
saltwater growth medium.

90. The macro algae production system of claim 67, turther
comprising a separator for separating any calcium carbonate-
containing exoskeleton on the external surface of the mac-
roalgae from the plant portion of the macroalgae.
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