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Abstract

We discuss our experience electro transforming Acetones to make biocatalyst suitable for the manufacture of the
Carbon Negative fuels. Important that we have identiyed the need for post ET incubation of the electrically tre home cooking and essential cc
system for those who could not ynd desirable products at this type of gas stations. Said gas stations along with the
carbon negative fuels and the details of their manufacture o er the magniycent toll for the removal of the gas stations
owned by the international petroleum corporations in order to make the air CO

, level like that was before the petroleum
distillation and combustion of said distillation of petroleum products gasoline and diesel fuel. This seems to be the
solution of the detected by the Author the environmental crisis on Earth.
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a cell membrane will easily dissolve in solutions such as ethanol. As
a result, the cell membrane becomes more uid and permeable as it
starts to break down; 2) the e ect on membrane permeability depends

on solvent type. Certain types of solvent can cause a greater degree
of membrane permeability than others, for example, ethanol causes
greater membrane permeability than methanol; 3) Increasing solvent
concentration increases membrane permeability. Solvent concentration
and membrane permeability are directly correlated i.e. increasing
solvent concentration increases membrane permeability. is is
because as the solvent becomes more and more concentrated, it has
a greater ability to dissolve phospholipids and disrupt the membrane
structure, making it more permeable to external substances. e most
damaging e ect of his electro transformation generator has happened
to the Author when he started to work of the cellulosic ethanol
production for use it as fuel project at the laboratory of Prof. Lee Lynd
at ayer School of engineering at Dartmouth College in 2001-2006.
Said Prof. Attempted to steal the Author’s intellectual property when
attempted to patent already patented Electro transformation / Electro
fusion Generator. His attempts made the Author to sue said College at
the Federal Court and he will be suing again for the attempted murder
of the Author committed by said Prof. at said College.  at activity
immediately has developed a er the success the Author had with the
electro transformation of Clostridium thermocellum strains [which
none has achieved before and has expanded way beyond said stealing of
the Author’s intellectual property by accepting venture funds from the
criminal investor’s structure Khosla Ventures in 2006. Khosla Ventures
funds nearly dead businesses attempting to collect funds given to said
dying businesses by the Governmental agencies as DOE, etc. (already
a er departure of the Author back to Houston TX) to start the criminal
business MAs coma Corporation which ended up with bankruptcy
of said company, while MASCOMA Corporation has led legal
paperwork on protection from bankruptcy. In said particular case the
successful electrotransfromation of C. thermocellum was accompanied
by the secondary pulse oscillations at the frequency of about 24
MHz It is very important to note that the Author has discovered the
secondary membrane structures in the cells of bacteria producing
alcohols or solvents (acetone). e role of said secondary membrane
structures is unclear, but it seems logical to assume that production of
alcohols or other solvents is toxic for the inner cell content. However
the cells produce said alcohols or solvents.  at means said secondary
membrane structures are intended for the protection of the inner
cellular content from said alcohols or solvents. What this speci cally
means time- and experimentally wise? e time is needed to create said
structures if the synthetic DNA construct encodes the biosynthesis of
alcohols or solvents in the cells.  at is why we have used additional
time and temperature for electro transformation of Acetones to
allow the synthesis of said secondary membrane structures. For the
electro transformation of samples of Acetones the cells subjected to
the application of the optimal electric pulse are then kept on ice for
10 min, then are exposed to the temperature 26 ° C for three hours
(water bath installed in the anaerobic chamber) and only a er that are
placed at the normal incubation temperature keeping in mind thata er
the application of the optimal electro transformation pulse the target
cells are diluted at least ten times with the growth medium of the best
possible composition. e same is noted for the electro transformation
of cells of Clostridium acetobutylicum and C. thermocellum.

Materials and Methods

e cultures of Acetones for the electro transformation (ET) were
grown in the fermenter similar to the 60 tons fermentation modules
we use for biofuels manufacture but for the bench use with the total
volume of 5 liters (Figure 5). e cells from the agar plate (10 colonies)
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5 liters. e liquid medium LM of the [1-12] composition given below
was lledatthevolumeof3.5liters. e gaswas pressed to the fermenter
at the pressure of 15 psi via the setup of the gas blend 0.1 mkm Iters.

e culture of the Acetones was sub grown in the said fermenter for 3 h
until the cell density at OD600 became around 0.52-0.55.

e liquid medium for the growth of Acetones LM, g/L:

NaHCO, 35
KH,PO, 05
NaCl 0.4
NH,CI 04
MgCl, x 6H,0 0.33
CaCl,x2H,0 0.05
Reassuring 0.001
Yeast extract 1.0
Nicotinic acid 0.025
Cyancobalamin 0.025
Para-amino benzoic acid 0.025
Ca D-pantothenic 0.025
iamine x HCL 0.025
Ribo avin 0.025
Lipoid acid 0.015
Folic acid 0.0001
Biotin 0.0001
Pyridoxal - HCL 0.005
Sodium nitrilotriactetate 0.0075
MnSO, x H,0 0.0025
FeSO,x 7H,0 0.0005
Co (NO,),x 6H,0 0.0005
ZnCl, 0.0005
NiCl,x6H20 0.00025
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CuSO,x 5H,0 0.0005
AIK (80,),x12H,0 0.0005
H.BO, 0.0005
Na,MoO, x2 H20 0.0005

Distilled water to the volume of 1 L. pH 6.5

e Solid medium (SM) for the growth of single colonies and the
selection of eletrotransformants were used, g/L:

Beef extract 4.0
Yeast extract 1.0
Peptone from meat 4.0
Glucose 10.0
NaCl 2.5

Heart infusion broth 10.0

Triptych soy broth 30.0

Agar-agar 15.0

Distilled water to the volume of 1 L

pH before autoclaving at 121°C for 30 min was 6.5

A er the ET the treated with an optimal ET pulse cells were diluted
with 0.5 ml of the Acetogen ET recovery medium (RM) of the following
composition, g/L:

Tryptic soy broth [40] 30.0

Horse serum (heat inactivated) 200 ml*

Distilled water up to 1 L.
“Horse serum should be heat inactivated at 56°C for 30 minutes.

e diluted Acetone cells were incubated at 26 ° C for 3.5 hours
to allow the building of the intracellular membranes essential for the
protection of the intracellular content from the toxic fuel Isobutene [4]
or the solvent acetone. e electotarnsformed samples were plated on
the solid selective agar.

Results

In 72-96 h we have selected the recombinant transform ants. e
fuel 1sobutanol producing recombinants have used the pathway shown
in [4,5,7,10,12] (Figure 6). e acetone producing recombinants have
used the genetically engineered pathway shown in (Figure 7). e

recombinants suitable for the carbon negative fuel Isobutanol(i)7(23u)0.5(g)8( a
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and allowed the biosynthesis of that secondary membranes protecting
inner cellular content from the toxic fuel Isobutene or the solvent
Acetone. e time used 3 h has never been experimentally adjusted
in both directions; to reduce or extend it. Apparently, the exact timing
for the secondary membranes biosynthesis is very important since our
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people on board becoming the second billionaire in just over a week
ride his own spacecra . Je Bezos own a company Blue Origin with
the purpose to develop the spacecra capable of outer Space travelling
to nd a suitable for living of human beings planet with Oxygen in
the atmosphere and fresh water reserves. Elon Musk is developing a
vehicle that could be a game-changer for space travel. Starship, as it’s
known, will be a fully reusable transport system capable of carrying up
to 100 people to the Red Planet. Mr. Musk owns his own spacecra
manufacturing company Space X. Mr. Musk attempts to reduce the
costs associated with the Space travel. We are here, on Earth, and we
attempt to save our planet, to save its fresh water. We have done in that
direction much. If we would be able to reduce the air CO, level to the
level of the air CO, much before the wide discovery of petroleum and
its distillation to manufacture gasoline and Diesel fuel along with the
fuels for the aircra s we would be able to not only reduce the level of
the air CO, but also preserve the Earth's fresh water. We are developing
carbon negative genetically engineered foods for the time which that
will take to get rid of the world’s international petroleum corporations
and replace them with only the Carbon Negative fuels manufacturing
corporations. So, the Earth’s future is in our hands.
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tobacco heavily right in the prison jail cell with the size of about 5.5 x
5.5 x 5.5 meters (about 10 x 10 x 10 feet). Because of said tobacco smoke
the Author became very sickand in ve hoursa er being jailed he asked
the God he never prayed to (Dr. MV Tyurin is the atheist) to take the
Author to haven. e Author wanted to die at said moment. His blood
pressure and heart pulse were astonishingly high, and the Author was
really sick at said time. He started knocking inside the jail cell to the cell
entrance door trying to get attention of the Policemen on duty. But that
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