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Como resultado del examen de fondo realizado, con fundamento en el Artículo 45 de la 
Decisión 486 de la Comisión de la Comunidad Andina, se comunica:

1. Documentos estudiados  

Descripción: Radicado  No  13-
037828-00000-0000

25/Febrero/2013

Reivindicaciones: Radicado  No  13-
037828-00000-0000

25/Febrero/2013

Radicado  No  13-
037828-00001-0000

06/Marzo/2013

Dibujos: Radicado  No  13-
037828-00000-0000

25/Febrero/2013

Prioridad: US 61 367 223 26/Julio/2010
US 61 368 223 27/Julio/2010
US 61 381 407 09/Septiembre/2010
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2. Análisis de la Prioridad

Se acepta la reivindicación de prioridad porque ésta solicitud fue presentada dentro del 
plazo  establecido  (Art.  9  D  486)  y  su  contenido  técnico  corresponde  con  el  de  la 
prioridad reivindicada.

3. Objeto de la invención

De acuerdo con lo establecido en el numeral 1.2.2.2 del capítulo primero del Título 10 
de la Circular Única para efectos del examen de patentabilidad, se tendrá en cuenta la 
tasa  pagada  por  el  solicitante  al  momento  de  comenzar  el  examen  para  las 
reivindicaciones adicionales; esto es que cuando la solicitud contenga más de diez (10) 
reivindicaciones y no se haya pagado la tasa complementaria, sólo se estudiarán las 
cubiertas por la tasa pagada.

En el presente caso se estudiaran las reivindicaciones desde la 1 hasta la 12 (Radicado 
No 13-037828-00001-0000).

Título de la solicitud: “Microorganismos y métodos para la biosíntesis de aromáticos 2, 
4- pentadienoato y 1, 3-butadieno”

El  problema  planteado  en  esta  solicitud  consiste  en  la  necesidad,  proporcionar, 
microorganismos que siguen la ruta de 1, 3-butadieno.

Para  resolver  este  problema  técnico  la  solicitud  en  estudio  proporciona 
microorganismos que sintetizan compuestos aromáticos y sus correpsondientes rutas 
debiosintesis.

El  objeto  de  la  presente  solicitud  se  relaciona con la  Clasificación  Internacional  de 
Patentes (CIP): C12P5/00; C12P5/02; C12P7/40

4. No es una invención (Art 15 D 486 literal (b))

El objeto de las reivindicaciones 1-7 no se considera una invención, de acuerdo con el 
Art  citado.  Aun cuando dichas reivindicaciones incluyen la  expresión “no natural”  la 
solicitud  no  presenta  ningún  ejemplo  en  el  que  demuestre  que  se  obtuvieron 
microorganismos  modificados,  ya  que  no  existen  ejemplos  específicos,  no  se 
proporciona la descripción de un microorganismo específico modificado ni el número de 
depósito del mismo.

5. Reivindicaciones relativas a un uso o a un segundo uso  (Art 14 y 21 D 486)

El uso de la reivindicación 12 no es patentable, de acuerdo con el Art 14.

6. De la solicitud de patente 

Reivindicaciones (Art 30 D 486, Art 22 PCT)

1- La  reivindicación  9  se  refiere  a  una  molécula  caracterizada  por  su  método  de 
producción, se recuerda a la solicitante que una molécula debe ser caracterizada 
por su estructura.
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2- La reivindicación 10 carece de claridad, porque no se definen específicamente los 
componentes de la misa. Se sugiere hacer las aclaraciones necesarias. 

Descripción (Art 28  D 486)

La descripción no es clara porque la información que contiene no permite que el  la 
persona del oficio normalmente versada en la materia pueda comprender el problema 
técnico y la solución aportada por la invención.

La descripción no proporciona ejemplos específicos que demuestren que la solicitante 
efectivamente modificó un microorganismo, ni el diseño de método que involucre ese 
microorganismo.

7. Determinación del Estado de la Técnica

El  estado  de  la  técnica  se  determinó con  base  en la  fecha de  presentación  de  la 
solicitud de prioridad: Julio 26 de 2010 y se encontraron los siguientes documentos que 
anticipan el objeto de esta solicitud:

Ítem Documento Título Fecha de Publicación*

D1 WO2009111513
“Engineered CO2 fixing 

microrganisms producing carbon-
based products of interest”

11/Septiembre/2009

D2

International 
Journal of 
systematic 

bacteriology. C. 
Fisher-Romero. 

Vol 46, No 1. 
Pág. 183-188

“Tolumonas auensis gen., sp. 
Nov., a toluenen-producing 

bacterium from anoxic sediments 
of a freshater lake”

Enero/1996 

El  documento  D11 divulga  la  producción  de  productos  de  interés  como  el  etanol, 
isoprenoides composiciones, a partir de microorganismos fotosintéticos (resumen).

El documento D22 divulga bacterias productoras de tolueno (resumen).

8. Examen de Patentabilidad (Art 14 D486)

Novedad (Art 16 D486)

La  reivindicación  8  consiste  en  “un  medio  de  cultivo  que  contiene  1,3  butadieno  
sintetizado, tolueno, benceno, estireno… “.

Comparación de las características técnicas esenciales, con las del estado de la técnica:

Características esenciales D2
Medio de cultivo que comprende: Medio de cultivo que comprende
Tolueno Tolueno  (Pág.183 )

Las características  esenciales  de  la  composición  de  la  reivindicación 8 habían sido 
divulgadas previamente en el documento D1, el cual enseña un medio de cultivo para la 
producción de tolueno (Pág. 183).

11http://worldwide.espacenet.com/publicationDetails/biblio?
DB=EPODOC&II=0&ND=4&adjacent=true&locale=en_EP&FT=D&date=20090911&CC=WO&NR=2009111513A1&KC=A1
2 http://ijs.sgmjournals.org/content/46/1/183.full.pdf+html
2
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En  consecuencia,  la  reivindicación  8  no  es  nueva  o  carece  de  novedad,  según  lo 
divulgado en el documento D1.

La reivindicación 9 consiste en “un 1, 3-butadieno biosintetizado, 3-buten-1-ol tolueno,  
benceno, estireno, benzoato…”

Comparación de las características técnicas esenciales, con las del estado de la técnica:

Características esenciales D1

1, 3-butadieno sintetizado.
1,3-butadieno sintetizado. (Pág. 
48 Párr. [00188])

Las características  esenciales  de  la  composición  de  la  reivindicación 8 habían sido 
divulgadas previamente en el documento D1, el cual enseña un medio de cultivo para la 
producción de tolueno. (Pág. 48 Párr. [00188]).

En  consecuencia,  la  reivindicación  9  no  es  nueva  o  carece  de  novedad,  según  lo 
divulgado en el documento D1.

La reivindicación dependientes 11 no menciona alguna característica que haga nueva a 
la molécula de la reivindicación 1, por lo cual se considera que es nueva.

La  reivindicación  10  consiste  en  “una  composición  que  contiene  1,3  butadieno 
sintetizado, benceno.”  

Comparación de las características técnicas esenciales, con las del estado de la técnica:

Características esenciales D1

Composición que contiene::
Composición de un combustible 
que comprende:

1,3 butadieno, benceno, estireno, 
benzoato o 2, 4 pentadienoato.

Alquenos, isoprenoides  (Pág.183 
[Párr. 00323])

Las características  esenciales  de  la  composición  de  la  reivindicación 8 habían sido 
divulgadas  previamente  en  el  documento  D1,  el  cual  enseña  una composición  que 
comprende: alcanos, isoprenoides (Pág.183 [Párr. 00323]).

En consecuencia,  la  reivindicación 10 no es nueva o carece de novedad,  según lo 
divulgado en el documento D1.

9. Conclusión

Los requisitos de Patentabilidad de la presente solicitud están afectados así:

Item Documento Reivindicaciones afectadas Requisito que afecta
D1 WO2009111513 9 - 11 Novedad 

D2

International 
Journal of 
systematic 

bacteriology. C. 
Fisher-Romero. Vol 
46, No 1. Pág. 183-

188

8 Novedad
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En cumplimiento  del  artículo  45  de  la  Decisión  486  de  la  Comisión  de  la  Comunidad 
Andina,  se  le  indica  que  debe  dar  respuesta  dentro  del  término  de  sesenta  (60)  días 
contados a partir del día siguiente de la fecha de notificación de la presente comunicación. 
En caso de no dar  respuesta  al  presente  requerimiento,  o  si  a  pesar  de  la  respuesta 
subsistieran los impedimentos para la concesión, se denegará la patente.

Se invita al solicitante se sirva indicar, si así lo considera, su renuncia al término faltante de 
sesenta (60) días  para dar respuesta a este requerimiento y presentarla por escrito.

Finalmente, se le recuerda al solicitante que si como respuesta a este requerimiento llegara 
a modificar el capítulo reivindicatorio y éste contenga más de diez (10) reivindicaciones, no 
pagará  la  tasa  de  modificación  voluntaria  pero  sí  la  correspondiente  al  pago  por 
reivindicación adicional.

Notifíquese el  presente oficio  conforme a lo dispuesto en el  numeral  5.2,  literal  e),  del 
capítulo quinto del título primero de la Circular Única No. 10 de 2001. 

El anterior requerimiento fue notificado por fijación en lista, de fecha  2014-04-29

Elaboró: Edna Milena Bautista Rodriguez
Revisó: Sandra Carolina Crespo 
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Tolurnonas auensis gen. nov., sp. nov., a Toluene-Producing 
Bacterium from Anoxic Sediments of a Freshwater Lake 

C. FISCHER-ROMERO,' B. J. TINDALL,' AND F. JUTTNER'" 
Institut fur Pfanzenbiologie, Limnologische Station, Universitiit Zurich, 8802 Kilchberg, Switzerland, ' and Deutsck 

Sammlung von Mikroorganismen und Zellkultiiren GmbH, 38124 Braunschweig, Germany' 

A new toluene-producing bacterium, strain TA 4T (T = type strain), was isolated from anoxic sediments of 
a freshwater lake. The individual cells of this organism were nonmotile, gram-negative rods that were 0.9 to 1.2 
by 2.5 to 3.2 pm. The optimum temperature and pH for growth were 22°C and pH 7.2, respectively. The G+C 
content of the DNA was 49 mol%. Toluene was produced from phenylalanine, phenylpyruvate, phenyllactate, 
and phenylacetate, and phenol was produced from tyrosine. Both the presence of a carbon source and the 
presence of a toluene precursor were essential for initiation of toluene production. Bacterial growth occurred 
under oxic and anoxic conditions. Acetate, ethanol, and formate were the major fermentation products of the 
bacterium when it was grown on glucose. The major lipoquinones were ubiquinone 8 and menaquinone 8 under 
both oxic and anoxic growth conditions. On the basis of the results of a 16s ribosomal DNA sequence analysis, 
we concluded that this organism is a member of the y subclass of the Proteobacteria, and we suggest the name 
Tolumonas auensis for this species. 

Anoxic waters are inhabited by a wide variety of bacteria, 
including sulfate reducers and methanogens, which have been 
studied extensively (31). The products of the sulfate reducers 
and methanogens, sulfide and methane, can be detected easily 
in water. Methane is produced almost exclusively by methano- 
gens, and a major part of the sulfide found in anoxic lake water 
is the result of reduction of sulfate ions by sulfate reducers. 
However, in the anoxic parts of many freshwater lakes other 
compounds also accumulate, and the presence of these com- 
pounds cannot be explained by the activity of sulfate reducers 
and methanogens. One such compound is the aromatic hydro- 
carbon toluene, which has recently been detected at high con- 
centrations (>3 pg/liter) in anoxic hypolimnia of several small 
lakes (9). This compound accumulated during the course of the 
year in the hypolimnion of a eutrophic lake, and accumulation 
began as soon as stratification of the water occurred and anoxic 
conditions were established (1 1). The time course of toluene 
accumulation clearly points to microbial production of this 
compound, and this finding makes the rather popular use of 
toluene as a tracer of pollution questionable. The bacteria 
responsible for toluene production in lakes are not known yet. 
In a previous study, microbial production of toluene in artifi- 
cial anoxic lake water inoculated with lake sediment was ob- 
served under laboratory conditions (lo), but it was not clear 
which organisms were responsible for this production. Inhibi- 
tor experiments performed with 2-bromoethanesulfonate and 
molybdate revealed that the sulfate reducers and methanogens 
are not involved in production of toluene (unpublished data). 
In this paper we describe the isolation of a toluene-producing 
microorganism from anoxic lake sediments; this organism rep- 
resents a new species of a new genus belonging to the y sub- 
class of the Proteobacteria. 

MATERIALS AND METHODS 

Media and cultivation conditions. The basal toluene production medium (TP 
medium) that was used for enrichment, isolation, and cultivation was a modified 
medium described by Eichler and Pfennig (3); however, the concentrations of  

* Corresponding author. Mailing address: Institut fur Pflanzenbiolo- 
gie, Limnologische Station, Universitat Zurich, Seestrasse 187, 8802 
Kilchberg, Switzerland. 

sodium sulfide and glucose were reduced to  5 mmolilitcr and 1 giliter, respec- 
tivcly, and 1 0  mg of yeast extract per liter and 0.4 mmol of phenylalanine per liter 
were added. 

The  following procedures wcrc used to  obtain anoxic growth conditions. T P  
medium was prepared in 2,365-ml screw-cap bottles, and the p H  was adjusted to 
7.2. Before sodium sulfide was added, each solution was purged with argon for 10 
min to  remove oxygen. T o  obtain liquid cultures, the bottles wcrc inoculatcd, and 
each bottle was sealed with a silicone rubber septum lined with Teflon-coated 
aluminum foil. Thcse cultures were incubated at 22°C i n  the dark without 
shaking. For solid T P  medium, double-strength T P  medium was prepared, trans- 
ferred to  a closed cabinet (Anaerobic System 1029; Forma Scientific Inc., Mari- 
etta, Ohio), and mixed with 2% agar under a nitrogen atmosphere. For cxpcri- 
ments performed under oxic conditions T P  medium was prepared without 
sodium sulfide and protection from air in 300-ml flasks. 

Enrichment and isolation. Enrichment for toluene-producing organisms was 
carried out in anoxic T P  medium prepared an described above. The  medium was 
inoculated with 5 rnl of anoxic freshwater sediment per liter; this sediment was 
obtained from shallow eutrophic Lake Au (a  separate part o f  Lake Zurich i n  
Switzel-land). When the toluene concentration in  the bottles was equal to the 
concentration of the added phcnylalanine, 5-ml aliquots of the cultures were 
transferred to fresh T P  medium. This procedure was repeated until the niorpho- 
logical features of the bacterial population became stable. Aliquots of the re- 
sulting liquid culture were used to  isolate toluene-producing bacteria by the agar 
deep dilution method (18). The procedures were repeated until a pure toluenc- 
producing culture was obtained. The  purity of the culture was determined mi- 
croscopically and by plating it on solid T P  medium. 

Morphology. The shapes and sizes o f  living and stained cells were determined 
by light microscopy. The  search for Hagella was performed with a modcl H7000 
transmission electron microscope (Hitachi) after preparations were stained with 
0.5 to 2%, phosphotungstic acid. The  Gram reaction was determined by light 
microscopy after cells were treated by methods described in the Arzuerohr luho- 
rutoty iizu~iiiul ( 5 ) .  

Environmental effects. The effects of  pH and temperature o n  growth wcrc 
determined on TP medium. Medium pH values between 5.0 and 8.5 were ob- 
tained by adding 50 mmol of MES [2-(N-morpholino)ethancsulfonic acid] per 
litcr, 50 mmol of T E S  [N-tris(hydro>iymethyl)niethyl-2-aminocthanesulfonic 
acid] per liter, or 50  mmol of Tricine [N-tris(hydroxymethyI)methylglycinc] per 
liter, and the p H  was adjusted by using NaOH. To determine the optimum 
temperature, cultures were incubated between 5 and 45°C. The  temperature and 
p H  experiments were performed in triplicate. 

The  ability to grow in the presence of 0, was determined by cultivating the 
organisms on AC medium (catalog no. B 316; Difco) and T P  medium. Catalasc 
activity was detected by the presence of O2 bubbles after 1 drop of 5% H,02 was 
mixed with cells on a microscope slide. Cytochrome oxidase activity was detected 
with test strips (Bactident oxidase strips; Mcrck, Darmstadt, Germany). 

Determination of toluene and phenylacetate concentrations. T o  determine thc 
concentrations of toluene in the culture media, we used the method described by 
Jiittner (8). The  medium (0.1 to  75 ml) was supplemented with pcrdeuterotolu- 
ene (1 pl o f  perdeutcrotoluene-ethanol [ l:l,OOO, volivol]) a s  an internal standard 
and stripped for 30 min in a closed-loop stripping apparatus. The tolucnc was 
adsorbed on a cartridge filled with 150 g of Tenax T A  and was transferred by 
therniodesorption into a gas chromatograph-mass spectrometer. The toluene 
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was separated by gas-liquid chromatography on a type DB 1301 fused-silica 
capillary column (30 m by 0.32 mm; J & W Scientific) and was detected by 
single-ion monitoring ( r r r h  91 and m h  98) with a Hewlett-Packard model 5970A 
mass spectrometer. 

Phenylacetate was esterified with 20% (wt/vol) BF,-methanol. The methyl 
ester obtained was extracted with tert-butylmethyl ether and analyzed by gas 
chromatography-mass spectrometry. 

Growth oh tyrosine. The ability of the bacterium to utilize tyrosine in place of 
phenylalanine was determined in anoxic TP medium supplemented with 0.4 
mrnol of tyrosine per liter. The products formed were extracted by stripping 
under salting-out conditions (20% [wt/vol] NaCI), separated, and analyzed by gas 
chromatography-mass spectrometry as described above for toluene. 

Substrate utilization and fermentation products. Utilization of substrates was 
determined in anoxic TP medium in which glucose was replaced by different 
carbon sources that were added at concentrations of 30 mmol of C per liter. The 
optical density, pH, and amount of toluene produced were determined for each 
of these cultures. The assays were performed in triplicate. The ability to use 95 
different organic compounds in the presence of air was determined with GN 
Microplate test panels (Biolog, Inc., Hayward, Calif.) as recommended by the 
supplier. 

The compositions of the fermentation products (volatile acids, alcohols, and 
nonvolatile acids) were determined in TP medium and peptone-yeast extract- 
glucose broth. These analyses were performed as described by Levett (12) by 
using gas chromatography, an FFAP fused-silica capillary column (30 m by 0.32 
mm; film thickness, 0.25 pm; J & W Scientific), and a flame ionization detector. 
Formate concentrations were determined by gas chromatography-mass spec- 
trometry. 

Biochemical tests. Gelatin hydrolysis, urease activity, indole production, and 
H,S formation tests were performed by using the API 20E test system (bio- 
Merieux, La Balme les Grottes, France) as recommended by the supplier. Lipase 
activity and lecithinase activity tests were performed as described by Siissmuth et 
al. (15). 

Respiratory lipoquinones and polar lipids. Respiratory lipoquinones and po- 
lar lipids were extracted from 100 mg of freeze-dried material by using the 
two-stage method described by Tindall (16, 17). Briefly, cell material was stirred 
in hexanc-methanol (1:2; vol/vol) and placed on ice, and the respiratory lipoqui- 
nones were recovered in the hexane layer by adding 1 volume of cold hexane. 
The hexane phase was removed, and the respiratory lipoquinones were extracted 
a second time from the methanol phase by adding 2 volumes of liexane and 2 
volumes of 0.3% aqueous NaCI. The hexane phases were pooled and used for the 
lipoquinone analysis. Polar lipids were extracted by adjusting the methanol-0.3% 
aqueous NaCl phase until the ratio of chloroform to methanol to 0.3% aqueous 
NaCl was 1:2:0.8 (vol/vol/vol). The extraction solvent was stirred, and the cell 
debris was removed by centrifugation. Polar lipids were recovered in the chlo- 
roform phase by adjusting the ratio of chloroform to methanol to 0.3% aqueous 
NaCl to 1:1:0.9 (vol/vol/vol). 

The respiratory lipoquinones were separated into dilferent classes (menaqui- 
nones and ubiquinones) by thin-layer chromatography on silica gel (catalog no. 
805023; Macherey-Nagel) plates by using hexane-tevt-butylmethyl ether as the 
solvent. The UV-absorbing bands corresponding to menaquinones and ubiqui- 
nones were removed from the plates and were analyzed by high-performance 
liquid chromatography (HPLC). The HPLC analysis was performed with a 
model LDC analytical HPLC (Thermoseparations) equipped with a reversed- 
phase column (RP,,; 2 by 125 mm; particle size, 3 pm; Macherey-Nagel); meth- 
anol was used as the eluant. and respiratory lipoquinones were detected at 269 
nm. 

Polar lipids were separated by two-dimensional silica gel thin-layer chroma- 
tography (catalog no. 818135; Macherey-Nagel); the plates were developed with 
chloroform-methanol-water (65:25:4, vol/vol/vol) in the first direction and with 
chloroform-methanol-acetic acid-water (80: 12:15:4 vol/vol/vol/vol) in the second 
direction. The total-lipid material and specific functional groups were detected 
by using the following spray reagents: dodecamolybdophosphoric acid (total 
lipids), Zinzadze reagent (phosphate), ninhydrin (free amino groups), periodate- 
Schiff reagent (a-glycols), Dragendorff reagent (quaternary nitrogen), and anis- 
aldehyde-sulfuric acid (glycolipids). 

Fatty acid profile. Fatty acids were analyzed as their methyl ester derivatives, 
which were prepared from 20 mg of dry cell material. The methods used allowed 
for selective hydrolysis of ester- and amide-linked fatty acids (17a). Fatty acid 
methyl esters were analyzed by gas chromatography by using a nonpolar capillary 
column (0.2 mm by 25 rn) and a flame ionization detector. The following con- 
ditions were used: injection port and detector temperature, 300°C; inlet pressure, 
60 kPa; split ratio, 50:l; injection volume, 1 kl; and a temperature program in 
which the temperature increased from 130 to 310°C at a rate of 4"C/min. 

DNA base composition. To determine the DNA base composition, cells were 
disrupted by treatment with a French press and the DNA was purified on 
hydroxyapatite by the procedure described by Cashion et al. (1). The DNA 
obtained was treated with P1 nuclease and alkaline phosphatase, and the result- 
ing deoxyribonucleotides were analyzed by HPLC. The G+C content was cal- 
culated by the method described by Mesbah et al. (13). 

Phylogenetic analysis. A phylogenetic analysis in which 16s ribosomal DNA 
(rDNA) sequenccs were used was performed by A. Rainey (Deutsche Sammlung 
von Mikroorganismen und Zellkulturen, Braunschweig, Germany). Genomic 

DNA was extracted, PCR-mediated amplification of the 16s rDNA was per- 
formed, and PCR products were purified as described by De Soete (2) and Jukes 
and Cantor (7). The sequences of purified PCR products were determined by 
using a Taq DyeDeoxy terminator cycle sequencing kit (Applied Biosystems, 
Weiterstadt, Germany) as recommended by the manufacturer. Sequence reac- 
tion mixtures were separated by electrophoresis by using an Applied Biosystems 
model 373A DNA sequencer. The 16s rDNA sequence which was determined 
manually aligned with representative rDNA sequences of members of the 
gamma subclass of the Proteobacteria. 

Painvise evolutionary distances were computed by using the correction of 
Jukes and Cantor (7). The least-squares distance method of De Soete ( 2 )  was 
used to construct a phylogenetic dendrogram from the distance matrix data. 

Nucleotide sequence accession number. The nucleotide sequence which we 
determined has been deposited in the EMBL database under accession number 
X92889. 

RESULTS 
Enrichment and isolation. Using the enrichment and isola- 

tion techniques described above, we obtained five bacterial 
strains (strains TA 1, TA 2, TA 3, TA 4T [T = type strain], and 
TA 5) that differed in colony morphology from anoxic fresh- 
water sediments. However, when these organisms were trans- 
ferred into liquid medium and tested for toluene production, 
only strain TA 4T was capable of both growth and toluene 
production. This strain was used for all further ex eriments. 

Morphology. The individual cells of strain TA 4 were non- 
motile rods that were 2.5 to 3.2 pm long and 0.9 to 1.2 pm wide 
(Fig. 1). They occurred singly and in pairs. The colonies ob- 
served on agar plates and agar deeps were 0.3 to 0.5 mm in 
diameter, lens shaped, and white. The organism was gram 
negative, but in the early growth stage the outer parts of the 
cells were not decolorized. 

Toluene formation and substrate utilization. Strain TA 4T 
was able to transform phenylalanine, phenyllactate, phe- 
nylpyruvate, and phenylacetate into toluene (Fig. 2) and ty- 
rosine into phenol. Production of toluene occurred only when 
one of these precursors and one of the carbon sources de- 
scribed below were present. Strain TA 4T grew anaerobically 
on all of the sugars tested except cellulose, fucose, lactose, and 
xylose (Table 1). Of the polyalcohols tested, only mannitol and 
sorbitol supported growth. No growth was observed on thy- 

P 
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FIG. 2. Toluene (M) and phenylacetic acid (0) concentrations during anaer- 
obic growth of strain TA 4T in TP medium containing phenylacetic acid as a 
toluene precursor. 

mine, organic acids, and inorganic compounds. The major fer- 
mentation products of glucose in peptone-yeast extract-glucose 
cultures were ethanol, acetate, and formate. 

In the presence of air, strain TA 4T catabolized the following 
organic substrates when analyzed with the 24-h MicroPlate 
test: Tween 40, Tween 80, L-arabinose, D-fructose, D-galactose, 
D-glUCOSe, methylpyruvate, monomethylsuccinate, acetic acid, 
cis-aconitic acid, D-galacturonic acid, D-gluconic acid, D-glucu- 
ronic acid, P-hydroxybutyric acid, a-ketoglutaric acid, DL-laCtiC 
acid, malonic acid, quinic acid, sebacic acid, succinic acid, 
glucuronamide, L-alanine, L-asparagine, L-aspartic acid, L-glu- 
tamic acid, L-histidine, L-threonine, urocanic acid, and inosine. 
The following organic substrates were not catabolized under 
oxic conditions in the 24-h MicroPlate test: a-cyclodextrin, 
dextrin, glycogen, N-acetyl-D-galactosamine, N-acetyl-~-glucos- 
amine, adonitol, D-arabitol, cellobiose, i-erythritol, L-fucose, 
gentiobiose, rn-inositol, D-lactose, lactulose, maltose, D-manni- 
tol, D-mannose, D-melibiose, P-methyl-D-glucoside, D-psicose, 
D-raffinose, L-rhamnose, D-sorbitol, sucrose, D-trehalose, tur- 
anose, xylitol, citric acid, formic acid, D-galactonic acid lactone, 
D-glUCOSaminiC acid, a-hydroxybutyric acid, y-hydroxybutyric 
acid, p-hydroxyphenylacetic acid, itaconic acid, a-ketobutyric 
acid, a-ketovaleric acid, propionic acid, D-saccharic acid, bro- 
mosuccinic acid, succinamic acid, alaninamide, D-alanine, L- 
alanyl-glycine, glycyl-L-aspartic acid, glycyl-L-glutamic acid, 
hydroxy-L-proline, L-leucine, L-ornithine, L-phenylalanine, L- 
proline, L-pyroglutarnic acid, D-serine, L-serine, DL-carnitine, 
y-aminobutyric acid, uridine, thymidine, phenylethylamine, 
putrescine, 2-aminoethanol, 2,3-butanediol, glycerol, DL-a- 
glycerophosphate, glucose 1-phosphate, and glucose 6-phos- 
phate. 

Effects of pH, temperature, and 0,. Cell growth occurred at 
pH 6.0 to 7.5; no growth occurred at pH 5.5 and 8.0. The 
organism grew at temperatures between 12 and 25"C, and the 
optimum temperature was 22°C. Very little growth occurred at 
30°C. Since toluene production ceased after 1 month of incu- 
bation, this period of time was used for the growth experi- 
ments. The effects of temperature and pH on the specific rate 
of toluene production are shown in Fig. 3. Two or three inde- 
pendent experiments were performed for each set of condi- 
tions. 

Strain TA 4T grew in the presence of 0,. Catalase and 
oxidase were not produced in anaerobic cultures; aerobic cul- 
tures were catalase positive but oxidase negative. Toluene pro- 
duction was also observed in aerobic cultures. 

Biochemical tests. The short-time tests were negative for the 
enzymes lipase, lecithinase, urease and exoprotease (gelatin 

TABLE 1. Effects of different carbon sources on the growth and 
toluene production of strain TA 4T after 17 days of incubation in 

anaerobic TP medium 

Carbon source Growth Toluene production" 

D-Arabinose 
D-Cellobiose 
Cellulose 
D-Fructose 
L-Fucose 
D-Glucose 
Glycogen 
Inulin 
D-Lactose 
Maltose 
D-Mannose 
D-Melezitose 
Melibiose 
D-Raffinose 
L-Rhamnose 
D-Ribose 
Salicin 
Sucrose 
D-Trehalose 
D-Xylose 

Adonitol 
Dulcitol 
Glycerol 
Inositol 
D-Mannitol 
Methanol 
D-Sorbitol 

Thymine 

Acetate 
Formate 
Fumarate 
L-Lactate 
L-Malate 
Propionate 
Pyruvate 

HC0,- 
HC0,- + H, 

None 

+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 

- 

- 

- 

- 

20 
22 
0 

28 
0 

27 
50 
<1 

0 
25 
49 

N D ~  
ND 
ND 
ND 
<1 
ND 
20 
ND 

0 

0 
0 
0 
0 

17 
0 

15 

0 

0 
0 

0 
~ ~~ 

Toluene production is expressed in moles percent of the phenylacetate 

ND, not determined. 
added. 

hydrolysis). There was no indication that strain TA 4T formed 
indole and H,S. 

Respiratory lipoquinone and polar lipids. An examination 
of the respiratory lipoquinone composition of strain TA 4T 
showed that both ubiquinones and menaquinones were present 
whether the organism was cultivated under oxic or anoxic con- 
ditions. The major ubiquinone was ubiquinone 8 (a-8) and the 
major menaquinone was menaquinone 8 (MK-8) under oxic 
and anoxic conditions. However, under oxic conditions a sec- 
ond menaquinone appeared; this menaquinone could not be 
identified unambiguously, but it had a chain length similar to 
the chain length of a methylated menaquinone. The polar lipid 
pattern showed that phosphatidylglycerol and phosphatidyleth- 
anolamine were the major phospholipids present. 

Fatty acid profile. The fatty acid compositions under oxic 
and anoxic conditions were similar; the major fatty acids were 
12:0, 14:0, 16:0, 16:107cis, 18:0, and 18:107cis, as well as the 
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FIG. 3. Effects of pH (a) and temperature (b) on specific rates of toluene 

formation in strain TA 4T. 

hydroxylated fatty acid 3-OH 14:O. Using cleavage conditions 
selective for ester- and amide-bound fatty acids, we found that 
one-half of the 3-OH 14:O fatty acid was amide bound and the 
rest of this acid and the other fatty acids were ester linked. 

Phylogenetic analysis and G+C content. A matrix of se- 
quence similarity values for strain TA 4T and selected refer- 
ence organisms belonging to the y subclass of the Proteobac- 
teria is shown in Table 2, and the corresponding phylogenetic 
tree is shown in Fig. 4. The G+C content of the DNA of strain 
TA 4T was 49 mol%. 

DISCUSSION 

The biochemical and physiological characteristics of strain 
TA 4T, a gram-negative rod-shaped bacterium, placed it in the 
group of facultatively anaerobic microorganisms in group 5 in 
Bergey's Manual of Determinative Bacteriology, 9th ed. (6). This 
group of microorganisms has been shown to represent a dis- 
tinct lineage within the y subclass of the Proteobacteria, as 
determined by 16s rDNA sequencing, and the inclusion of 
strain TA 4T in this group was confirmed by the 16s rDNA 
sequencing results. However, there are also characteristics 
which allow strain TA 4T to be separated from the genera of 
this group. 

The G+C content of the DNA of strain TA 4T was 49 mol%. 
This value is within the range of values obtained for the fol- 

lowing phylogenetically related genera (6): Escherichia (G+ C 
content, 48 to 52 mol%), Citrobacter (50 to 52 mol%), Hafnia 
(48 to 49 mol%), Plesiomonas (51 mol%), Serratia (52 to 60 
mol%), and Vibrio (38 to 51 mol%). However, it differs from 
the values obtained for members of the most closely related 
genus, the genus Aeromonas (57 to 63 mol%). Inclusion of 
strain TA 4T in one of the genera mentioned above is not 
possible because other characteristics supporting such a rela- 
tionship are missing. For example, Citrobacter, Vibrio, and Ple- 
siomonas strains are motile, the optimum temperature for 
Escherichia strains is 37"C, and Hafnia and Serratia strains are 
able to utilize different carbon sources (glycerol and fucose, 
respectively). Strain TA 4T was catalase positive and oxidase 
negative. These characteristics are consistent with membership 
in the Enterobacteriaceae but distinguish strain TA 4T from the 
genera Aeromonas and Vibrio (6). 

The polar lipid pattern revealed that phosphatidylglycerol 
and phosphatidylethanolamine were the major phospholipids 
present, as has been reported for many members of the p and 
y subclasses of the Proteobacteria. However, a number of ad- 
ditional polar lipids are also produced by strain TA 4T, and it 
is these lipids that may allow differentiation of groups of or- 
ganisms that exhibit the highest levels of 16s rDNA similarity 
to strain TA 4T. Unfortunately, such detailed data for the other 
organisms are lacking. 

Lipoquinone analysis does not generally have a high resolv- 
ing power and often allows allocation of a strain only to a 
higher taxonomic unit. The presence of both Q-8 and MK-8 in 
strain TA 4T clearly indicates that this strain should be placed 
in the y subclass of the Proteobacteria on the basis of our 
knowledge about lipoquinone compositions. Within this group 
there are a number of groups of organisms which produce both 
menaquinones and ubiquinones. Although the lipoquinone 
data exclude strain TA 4T from most of the genera mentioned 
above and suggest that it could be included in certain groups 
belonging to the genus Vibrio, this conclusion is not supported 
by other data that indicate the possibly novel taxonomic status 
of the strain. 

Many members of the Pasteurella-Haemophilus group, the 
Enterobacteriaceae, and the Aeromonas species tested produce 
Q-8, MK-8, and demethylated MK-8 (DMK-8). In contrast, 
some Vibrio species produce Q-8 and MK-8 or just Q-8. Strain 
TA 4T produced Q-8 and MK-8 but not DMK-8, although it 
produced another menaquinone that had an elution time 
longer than that of DMK-8. 

The fatty acid pattern analysis revealed many features which 
support inclusion of strain TA 4T in the group of organisms 
defined by the 16s rDNA analysis. However, whether this 
strain should be included in the genus Aeromonas should be 
considered carefully. Members of the genus Aeromonas are 
characterized by the presence of several hydroxy fatty acids, 
including 3-OH iso-15:O and (in all probability) 3-OH 14:0, and 
produce a range of saturated and unsaturated straight chain 
fatty acids, as well as lower levels of branched-chain fatty acids. 
On the basis of this characteristic alone, strain TA 4T should be 
excluded from the genus Aeromonas. Although the fatty acid 
3-OH 14:O appears to occur in many of the strains that exhibit 
levels of 16s rDNA similarity with strain TA 4T of more than 
88%, this compound is often accompanied by additional hy- 
droxylated fatty acids. The fatty acid patterns may also include 
branched-chain fatty acids that do not occur in strain TA 4T. 
Only about 50% of 3-OH 14:O fatty acid was amide bound; the 
remainder was ester linked. This is a characteristic that is 
typical of certain members of the family Enterobacteriaceae, in 
which one-half of the lipopolysaccharide-linked 3-OH 14:O 
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- 

TABLE 2. 16s rDNA similarity values for strain TA 4T and related taxa 

Serratia marcexens 

% 16s rDNA similarity 

- 

Organism 

Hafiia alvei 

Aeromonas hydrophila 
Aeromonas jandaei 
Hafiia alvei 
Escherichia coli 
Serratia marcescens 
Citrobacter freundii 
Plesiomonas shigelloides 
Proteus vulgaris 
Vibrio parahaemolyticus 
Vibrio diazotrophicus 
Actinobacillus ureae 
Pasteurella avium 
Ruminobacter amylophilus 
Alteromonas haloplanktis 
Legionella pneumophila 

Proreus vulgaris 

91.0 
90.6 
90.0 
89.9 
89.7 
89.7 
89.7 
89.1 
87.9 
86.8 
86.0 
86.0 
88.2 
86.1 
83.6 

- 

~~ ~ ~~~ 

98.3 
89.8 90.2 
89.9 90.4 94.8 
89.7 89.8 96.5 96.4 
89.4 90.0 96.2 97.4 97.3 
90.6 91.7 94.7 93.8 94.8 94.1 
88.9 89.7 95.0 93.4 94.3 93.4 93.1 
88.7 88.4 90.2 90.1 90.5 90.5 91.0 89.4 
88.5 89.1 90.3 90.5 90.7 91.0 91.0 89.2 95.3 
86.4 87.1 88.2 88.5 88.0 87.8 88.6 87.9 85.3 85.6 
86.2 86.3 87.3 87.2 87.0 87.1 87.4 88.0 86.2 85.9 93.0 
87.5 87.7 86.4 86.9 86.7 86.5 86.6 86.2 85.3 84.8 85.8 85.4 
88.2 88.0 88.0 87.9 88.0 88.2 89.1 86.5 89.1 88.6 84.9 85.5 85.7 
84.4 84.9 84.8 84.1 84.4 84.2 85.3 84.2 85.8 85.2 84.1 83.2 84.1 85.8 

Plesiomonas shigelloides 

fatty acid is amide linked and the remainder is ester linked 

One significant characteristic of strain TA 4T was the ability 
to transform phenylalanine and other phenyl precursors into 
toluene. A few bacteria that are able to transform amino acids 
into aromatic hydrocarbons have been described. “Clostridium 
foetidum” transforms phenyialanine in a Stickland reaction 
with methionine into toluene (14). Lactobacillus sp. (20) and 
Clostridium sp. (4) strains liberate p-cresol and phenol from 
tyrosine. All of these organisms differ from strain TA 4T in 
their cytophysiological characteristics and in the biochemistry 
of toluene production. 

On the basis of the data described above, we concluded that 
strain TA 4T is a member of a new species of a new genus 
belonging to the y subclass of the Proteobacteria. We propose 
the name Tolumonas auensis gen. nov., sp. nov. for this bacte- 
rium. 

Description of Tolumonas gen. nov. Tolumonas (To.lu.mo- 
’nas. L. n. toluolum, toluene; L. n. monas, unit; M.L. fem. n. 
Tolumonas, toluene-producing unit). Cells are nonmotile, 
gram-negative rods (2.5 to 3.2 by 0.9 to 1.2 pm) and occur 
singly and in pairs. Growth occurs under oxic and anoxic con- 
ditions. Anaerobic cultures are catalase and oxidase negative; 
aerobic cultures are catalase positive and oxidase negative. 
Toluene is produced from phenylalanine, phenylacetate, phe- 
nyllactate, and phenylpyruvate only in the presence of a carbon 
source. The major fermentation products in peptone-yeast ex- 
tract-glucose cultures are ethanol, acetic acid, and formic acid. 
Phenol is produced when phenylalanine is replaced by tyrosine. 
The optimal conditions for growth are 22°C and pH 7.2. Indole 
and H,S are not formed. According to the results of a se- 
quence analysis of its 16s rDNA, this genus belongs to the y 
subclass of the Proteobacteria. 

(19). 

The type species is Tolumonas auensis. 
Description of Tolumonas auensis sp. nov. Tolumonas auensis 

(awen’sis. M.L. gen. n. auensis of Lake Au, the first source of 
this organism). In addition to the characteristics of the genus, 
the species has the characteristics described below. 

- 

Under anoxic conditions o-arabinose, D-cellobiose, D-fruc- 
tose, D-glucose, glycogen, inulin, maltose, D-mannose, D-me- 
lezitose, melibiose, D-raffinose, L-rhamnose, D-ribose, salicin, 
sucrose, D-trehalose, D-mannitol, and D-sorbitol are used as 
carbon sources. In the presence of air the following organic 
compounds are catabolized: Tween 40, Tween 80, L-arabinose, 
D-fructose, D-galactose, D-glucose, methyl pyruvate, mono- 
methylsuccinate, acetic acid, cis-aconitic acid, D-galacturonic 
acid, D-gluconic acid, D-glucuronic acid, P-hydroxybutyric acid, 

Vibrio parahaemolyticus 

Vibrio diazotrophicus 

Strain TA 4 
- 

- 

- 

0.05 

FIG. 4. Phylogenetic dendrogram showing the position of strain TA within 
the radiation of representatives of the y subclass of the Proteobacteria. Scale bar 
= 5 inferred nucleotide substitutions per 100 nucleotides. 

Aerornonar jandaei 

Aeromonas hydrophila 

Acfinobacillus ureae 

- Pasteurella avium 
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a-ketoglutaric acid, m-lactic acid, malonic acid, quinic acid, 
sebacic acid, succinic acid, glucuronamide, L-alanine, L-aspar- 
agine, L-aspartic acid, L-glutamic acid, L-histidine, L-threonine, 
urocanic acid, and inosine. The major lipoquinones are Q-8 
and MK-8 under both oxic and anoxic growth conditions. The 
major fatty acids are 12:0, 14:0,3-0H 14:0, 16:107cis, 16:0, and 
18:107cis. The G+C content of the DNA is 49 mol%. The 
source of this organism was the anoxic sediment of a freshwa- 
ter lake. 

Strain TA 4T has been deposited in the Deutsche Sammlung 
von Mikroorganismen und Zellkulturen GmbH, Braun- 
schweig, Germany, as strain DSM 9187T. 

The type strain is strain TA 4 (= DSM 9187). The properties 
of this strain are the same as the properties described above for 
the species. 
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