MPFP- 9807- _ SPECH FI CATI ON Process for the
Preparation of Instant Agar Medium Technical Field The present
*invention relates to a process for the preparation of an instant agar
culture nmediumwhich can inmediately be used as a culture nmedium nerely by
Jheating the agar culture nedi um packed in a container for culturing
m croorgani sns such as bacteriumfor a short tinme. -Mrgpspesgdrcally, the
present invention is drawn to a process for the preparation of an instant
agar culture medium characteri zedchbyrdassolvi ng under heating 10 to 80 %
(by weight) of a prescribed anbunt of agar to be used in an agar culture
mediumin part of a prescribed anount of water to be used for dissolving
cul ture nedi um conponents, cooling the obtained solution, separately
di spersing or Rieerds/ifar tthe P@gparetlagaﬁfahﬂsﬁﬂhérA@@ItMﬁ@@W&dlun1
conponents in the rest of water, mxing the cooled solution with the
separately prepared dispersion or solution,.adjusting the viscosity of the

-obtalned fluid to 40 to, 4 000 nPa s, packing the resulting solution into a

The present invention relates to a process for the
preparation of an instant agar culture medium which can
1mmedlately be used as a culture medium merely by
heating the agar culture medlum packed in a container
for culturing microorganisms such as bacterium for a
short time. More specifically, the present invention is
drawn to a prbcess for the preparation of an instant
agar culture medium, characterized by dissolving under
heating 10 to 80 % (by weight) of a p;escfibed amount
of agar to be used in an agar culture medium in part of
a prescribed amount of water Fo be used for dissolving
.culture medium components, césiing the obtained -
solution, separately dispersing or dissolving the rest
of agar and other culture medium components in the rest
of water, mixing the cooled solution with the
separately prepared dispersion or solution, adjusting
the viscosity of the obtained fluid to 40 to 4,000 mPa
» 5, packing the resulting solution into a container,

hermetically sealing the container, and sterilizing it.

Background Technology

In the case of culturing microorganisms such as



hernetically sealing the container, ‘and sterilizing it. Backgr ound
_Technol ogy In the case of culturing m croorgani sns such as
"bacterium the preparation of an agar culture nmedium has generally been
perfornmed as below. That is, an ager nediumis prepared by weighing a
prescri bed amount of water into a container such as a | arge Erlenneyer

flask, addipgtyased, ke preparat@bnpPerden yagalt t sii BtuRsli mea irORa@Nent s
i ncluding agar therein to disperse or dissolve the conponents, heating the

obt ai ned di sparexiadny dreesolpeiriformea dssbeloe.t hehagals, aqaplagery a cotton
plug to the container, and sterilizing the mediumby an autoclave or the
|l i’ke, and a mprdisor ilzedrapared bf whiéghirguktpPrgséiibed iamaurangifered into a
chalet or the 1like, cooled and used for culture the m croorgani sns
(edited by TadeRr Umitmersicoptaipgircabrcht agi @slange i Exdenmeyennfilagdsoci ati on
"Summary of Practice of M crobiology", pp._.34-57, Maruzen, 1989).

Hovever, therdfhidve BIefcEddetaanguptsanf apeudery netlture iedit®bar ed cul ture
Jrediumis easy to contam nate and drﬁgsince t he_contai ner is not

conpl etely RApenti®y 1nddddng, 89pF RRETSLD BB SHFPIFSEtYr i ng t he once
Prepared dissolve the components, heating the obtained dispersion
or solution to dissolve the agar, applying a cotton
plug to the container, and sterilizing the medium by an
. autoclave or the like, and a prescribed. amount of £he
resultiné fluid is transfered into a chalet or the
like, cooled and used for culture the microorganisms
(edited by Tokyd University, Medical Studies Institute
Alumni Association, ° Summary of Practice of
Microbiology", pp. 34-57, Maruzen, 1989).

However, the above process has a_disadvéntage that.”
the prepared culture medium is eaéy to contaminate anq
dry since the container is no£ completely sealed, and
thereforé it has a problem for storing the once prepared
culture medium for a long period of time., Hence, the
culture medium must be prepared before performing the
culture of microorganisms, and extra workiné other than
original studies or examination must be performed.

As techniques for solving the above problems, the
following have been disclosed: a process for preparing a
culture medium for microorganisms employing a sealing

container comprising dissolving culture medium

components in water, adjusting the PH of the obtained



culture mediumfor a long period of 'tinme. Hence, the culture medi um nust
_be prepared before performng the culture of mcroorganisns, and extra
“working other than original studies or exam nation nmust be perforned.

As techni ques for solving the above problens, the follow ng have been

di sclosed: a process for preparing a culture nmediumfor m croorganisns
enpl oyi ng a &AAltiRG:, GRARkAnGeEheORPEiStagt ST 0t Vomdi St talrgourdi um
conponents in water, adjusting the pH of the obtained sol ution
packi ng t he aresHtieanitl izdngt Eanundéo pressehizimgdand diedtiziqig it under
pressurizing and heating (official gazette of Japanese Lai d-Open Patent
Publ i cati on (M£fig2alll 3B@e1387Pf dapanesel Laid-@pen uatemt ai ned by packing
cul ture nmedi um conponents and a rescri bed anount of water_into a package,
seal i ng t he PUERTE.QMFos uBPcLPRY/ 1957 b7 a2hd ol | FLELER |Radiam on

treatnment (official_ gazette of Japanese Laid-Open Patent Publication No.
8- 205854/ 1998tained Ty, RaFkings GRIEREGMPEAiBR GPRRONGMES fftde has
_problens fromthe viewoints of workability in opening thereof and
security frdReESIhet ameustt AE ¥aFEhr LRt RACHIQeFAL 3 £hfag; and for
the latter, in the case %ﬂ ggcking pomderM culture ne 'un1aoqponents and

. subije t " to a he tio

. package an ing ating steriliza
treatment (official gazette of Japanese Laid-Open
Patent Publication No. 8-205854/1996).

However, for these prior arts, the former has
problems from the viewpoints. of wquability in déening
thereof and security from a scald since the culture
medium is sealed in a bag; and for the latter, in the
case of packing powdery culture medium components and
water into a package, it hag a problem from the
viewpoint of packing operation, and in the case of
dissolving under heating powdery éulture medium
components, it has prabléms from the viewpoints of the
color tone of the culture medium and the deterioration
of the culture medium components when the medium is
sterilized.

In the above prior arts, it has been neéessary to
employ a process for preparing an agar culture medium
just before use or a process comprising sterilizing an
agar culture medium, storing it in a container for a
long period of time, and dissolving it under heating at
the time of use. In the case of the latter, it must be

dissolved under heating by warm water or an autoclave



water into a package, it has a probl'emfromthe viewpoint of packing
operation, and in the case of dissolving under heating powdery culture
“medi um conponents, it has problens fromthe viewoints of the color tone
of the culture nediumand the deterioration of the culture nmedium
conponents when the nediumis sterilized. In the above prior arts, it
has been neceafak}tet Dikenphoyevep) agigsse ftire prafardengediuagar cul ture

medi um just before use or a process conprising sterilizing an agar

cul ture nedi gempsnentagare heated miteai mavd farera adadmg dyeringdtbe ti ne, and
di ssolving it under heating at the tinme of use. In the case of the latter,
it must be ®repsrasdonndértheatiHyny nediimatas dascaibedt abrage

-3 _and the like; however, since the culture_ nedium conponents
are heated ovér hagdddsadvagsisesdiaty thee chdpdens-ofher 9ede culture

medi um as describeg agove, (it _has di sadvant ages .t hat t%g col.or tone, the
gel strengt §E8PE5Er O5nadaht 37E ML O RIUn S “Fﬁecﬁé&i'nWeGéPEriorate.

deteriorate.

Summary of the Invention

The present invention provides a process for the
preparation of an instant agar culture medium which can
immediately be used as a culture medium mefély by
heating the agar culture medium packed in a container
just before use for a short time, can be stored for a
long period of time and little suffers from the
deterioration of culture medium components.

The present invention relates to a process for the’
preparation of an instant agar cﬁlture medium which can
be dissolved by heating for a shoft time just before
use, characterized by dissolving under heating 10 to 80
% (by weight) of a prescribed amount of agar to be used
in an agar culture medium in part of a prescribed amount
of water to be used for dissolving éultﬁre medium
components, cooling the obtained solution, separately
dispersing or dissolving the rest of agar and other
culture medium components in the rest of water, mixing
the cooled solution with the separately prepared
dispersion or solution, adjusting the viscosity of the

obtained fluid to 40 to 4,000 mPa - s, packing the



Sunmmary of the Invention The present invention provides a process for
the preparation of an instant agar culture nedi umwhich can imrediately
“"be used as a culture nediumnerely by heating the agar culture nmedi um
packed in a container just before use for a short tine, can be stored for
a long period of time and little suffers fromthe deterioration of

cul tur e medi 00 ePNE fyeson_ 1 nfACaPLERENY ERYVCRLEADLEELRT #S O a process

for the. prepar nst ant agar ure ne h can

di ssol ved bysélgﬂwgtﬁ&rcﬁl&&%& thHﬁ gu&h@%&%s j¥se, characteri zed by
di ssol ving under heating 10 t 80 Yo (by wei ght) "of a prescribed anmount of

agar to be used aédoAdifalo Q:%'et Wr@s@”ﬁd' §AvERtPeht SbmarRapBEri bed anpunt
of water to be used for dissolving culture nedium conponents, cooling the

obt ai ned sol gf fedts s&pBellR Yandbepebsaige@t U)ssobulbgréheedboi of agar
and other culture nmedium conponents in the rest of water, mxing the

cool ed sol utwishchv 1 1tt e ssfifarat €rpmpthpadeter fiospeiohoaf ocubohee i on,
.adjusting the viscosity of the. obtained fluid to 40 to 4,000 nPa [err] s,
packi ng t he medium components can be provided;42) a culture medium
. which can immediately be used merely by heating just

'before use for a short time can be provided; and 3) a

cultiure medium which does not suffer from the change of

properties due to storage for a long period of time can

be provided.

Disclosure of the Invention

The present inventors have engaged in assiduous
studies ﬁpon a culture medium which little suffers from
the deterioration of culture medium components in viewf
of the above prior arts, and -as é result have found
that all the problems of the above prior arts can be
solved by dissolving under heating part of a prescribed

- amount of agar in part of a prescribed amount of water,
cooling the obtained solution to a temperature till the
agar is not set up, separately dispersing o; dissolving
the rest of agar and other culture medium components in
the rest of water, mixing the cooled solution with the
separately prepared dispersion or solution, adjusting
the viscosity of the obtained fluid, packing the

resulting solution into a container, hermetically

sealing the container, and sterilizing it.



and sterilizing it. Accor di ng to the present invention, Mﬁﬁblﬂﬁs BEEN

resul ting solution into a container, hernetlcally seal ing t ent.alner
“effects as bel ow can be obtained: 1) -a culture nedium whic tmgpgﬂgﬁgers

fromthe deterioration of culture nedium conponents can be pTovr ded—2—a
culture nedium which can imedi ately be used nmerely by heating just

before use Tor aShal torld WP 1680108 HE OAdePro8lk Sndenttbd e medi um whi ch

does not suffer fromthe change o properties due to storage for a |ong

period of tigwwhae HPrRc¥sdedr the hS&hLPELoRfof Non | IVANHtOgar  The
present inventors have engaged in assiduous studies upon a culture medi um

which |itt] exsiddey smddivm whilehdebfrimnediobeDf beéll dsed® a@d um conponents
in view of the above prior arts, and as a result have found that all the
probl ens of dulgwsowedinmoneaelyg banhéetisgl vieel dyarliesHudeng under heating
part of a prescribed anount of agar in part of a prescribed anmount of

wat er, coolnediurheagiked nadasobntabmert ojust.chptore mse tfidd a he agar is
-not set up, separately dispersing or dissolving the rest of agar and other
cul ture nediahatorfidesntcan ke Eh@r-‘?@sfobfav\hfﬁ@g ,Perriodpf Hdmeo@ndd sol uti on
mnth t he

little suffers from the deterioration of culture medium
components.,

The presént invention solving the above problems is
a process for the prepar&tién of an ipstant agar culture
medium, characterized by dissolving under heating 10 to
80 & (by weight) of a préscribed amount of agar to be
used in an agar culture medium in part of a prescribed
amount of water to be used for dissolving culture medium
components, coolin§ the obtained solution, separately
dispérsing or dissolving the rest of agar and other
culture medium components in";he'fést of water, mizxing
the cooled solution with the separately prepared
dispersion or solution, adjusting the viscosity of the

. obtained fluid to 40 to 4,000 mPa . s, packing the

resulting solution into a container, hermetically
sealing the container, and sterilizing it, and
according to a preferred embodiment thereof, the
viscosity of the obtained fluid is from 250 to 1,500
mPa - s, the rate of agar to be dissolved under heating
is from 30 to 60 % (by weight) of a prescribed amount of
agar, and the par't of a prescribeq amount of water is

from 20 to 50 % (by weight; hereunder, same as above

This Sheet Has Been Replaced
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separately prepared di spersion or solution, adjusting the viscosity of the
obtai ned fluid, packing the resulting solution into a container,
"hernetically sealing the container, and sterilizing it. I t
is the objective of the present invention to provide a process for the
preparation of an instant agar cultur.e nedium which can i nedi ately be

used as a cyhiuLs BRHEHR SBT SHdciBi Bl PheskEdbeaubhbigt BBdi UM packed
in a container just before use for a short tine, can be stored for a | ong

period of tigatapd little suffers fromthe deterioration of culture nedium
conponents. The present invention solving the above problens is a
process for the Peepar fhéoprederdn invendritonagdrl 1c blet deecribdduim
characterized by dissolving under heating 10 to 80 % (by weight) of a
prescribed afstatilef agar to be wused in an agar culture mediumin 20 to 50
% (by weight) of a grescribed anount of water to be used for dissolving
cul ture medi um c&apbthenpsocesd| dhdheh@resiensdi Aayeasiigni.othesagaratel y
dispersing or dissolving. the rest of agar and other culture nedi um
conponent s i AtlEpEer Bedivn IRtEneriling fmevdosdEussl BeddBmwith t he -

separ at el repar ed_di spersion or_solution, ddjustin
- P y pcogtagning anr or refined agar (%éreunde%, both being

referred to as agar) to be used for culturing
microorganisms, and examples thereof include a standard
agar culture medium, a glucose agar culture medium and a
deso#ycholatb agar culture medium.

From 10 to 80 %, preferably from 30 to 60 %, of a
prescribed amount of agar to be used in an agar culture
medium is added into part, preferably from 20 to 50 §,
of a prescribed amount of water such as refined water
to be used for dissolving culture medium components,
the obtained solution is heaggd Eo completely dissolve
the agar, and the resulting solution i; cooled to from
40 to 60°C. The amount of agar to be dissolved, the

. amount of refined water to be used for dissolution and
the cooling temperature differ according to components
of a culture medium to be prepared, and have something
to do with packing suitability at the time of mixing
with a solution and packing the resulting fluid into a
container to be described later.

That ig, when the amount of égar to be dissolved is
small, the amount of agér to be dispersed into the rest

of refined water to be used for dissolving culture



the viscosity of the obtained fluid'to 40 to 4,000 nPa [err] s, packing
the resulting solution into a container, hernetically sealing the '
“container, and sterilizing it, and according to a preferred enbodi nent
thereof, the viscosity of the obtained fluid is from250 to 1,500 nPa
[err] s, and the rate of agar to be dissolved under heatingis from30 to

60 % (by weigysuhetSMUIRInt SR ond@s 2RPYE, thereby the agar .
SUBSTI TUTED SHEET - 6- : unl ess ot herw se

speci fied) ofaflpidsed i daehlatalyt bef divabered by aNBs&tihfie present

I nvention will be described in detail. In the process of the present
i nvention, téeenigbizatcidn wreacessi.unonstyenethkekyhan&nowneg uthalr e medi um
cont ai ning agar or refined agar (hereunder, both being referred to as
agar) to be amewnf ®@f ;adawrisndangiecr dbr §anhepessanyt bRanptain ttes eof

i nclude a standard agar culture nedium a glucose agar culture medi um and
a desoxychorb¥ed agpbutimn @te anbdglintemperature in order to

maintain the fluidity of the mixed solution till the -
completion of packing, which adds eXt?a heat to the

culture medium components other than agar and causes the
deterioration of the culture medium.

The rést of agar and the culture medium compénents
other than agar are added into the rest of refined
water to be used for dissolving the culture medium
components, the mixture is heated on demand to disperse
the rest of agar and dissolve the culture_medium
components other than agar. The culture medium
components other than agar differ according to a culture
medium to be prepared, angd, ggr éx;mple, in a standard
agar cultﬁre medium, 10 g of pebtone, 2.5 g of.yeast
extract, 1 g of glucose and 15 g of agar per liter of
the culture medium are employed.

Next, the above agar-dissolved solution and the rest
of agar are dispersed and mixed with the solution with
the culture medium components other than agar dissolved,
and the viscosity of the mixed fluid is adjusted to at
least 40 mPa- s, preferably from 250 to 1,500 mPa - s.
The pH of the mixed fluid can be adjusted to a
prescribed pH on demand. The adjustment of the -

‘viscosity can be performed by the adjustment of the



From 10 to 80 % preferably from30 to 60 % of a prescribed anmount of
agar to be used in an agar culture nediumis added into part, preferably
of a prescribed amount of water such as refined water
t he obtained solution is

‘from20 to 50 %
be used for dissolving culture nedi um conponents,
heated to conpletely dissolve the agar, and the resulting solution is
cooled to fromudP &P £0LLT¢d Ge HIR TR 20k 28ar tbRpReadhssobyed, the
refined water"to be used for dissolution and the cooling
tenperature €héfRix@@COICidy iThe QiiReACHIRidORIGueukiiues gediumto be

to do with packing suitability at the tinme of
m Xi ng W t hpaesoribédnvbsncbiack iirkg ekite emedyl eiffigctlivedihntbe acage@nt ai ner

anount of

prepared, and have sonething

to be described later. That is, when the anount of agar to be

di ssol ved i sofspatking hthanmuitturef megaum dniye di spetsdvernsbnehelt est
refined water to be used for dissolving culture

of

beconmes | ar gbast ieitoymt disparaion andi wgnt decprgkedel y be di ssol ved by a

heating

is large, itdapranhétatiwelyYto retain the nixed solution at a high

tenperature in order to

I he

A container to be packed with the above mixed fluid
may be any container so far as it is a container
prepared from a material capable of standing heating by
sterilization of a next process;
howéver, a bottle-type one is particularly pteferred
since it is easy to handle.

An instant agar culture medium of the present
invention can be obtained by packing the mixed fluid
into the above container, hermetically sealing the
container, sterilizing it under heating, and leaving it
to cool. The packing of the;gpléure medium into the
container can be performed employing, for example, a
cylinder packing machine, a rotary packing machine, and
the sealing of the container can be performed according
to an ordinary method, for example, a method of heat
sealing employing a plastic film, an aluminum film, and
a method of sealing by providing a cap with a packing.

The heating sterilization of the culture medium can be
performed according to an ordinary method employing an
autoclave and a retort sterilizer. The agar dispersed
in the mixed fluid is dissolved by the heating

sterilization process of the culture medium to obtain a

maintain the fluidity of the m xed_ solution til

to

medi um conponent s

sterilization process. On the other hand, when the anount of agar



conpl eti on of packing, which adds extra heat to the culture nmedium
conponents other than agar and causes the deterioration of the culture
“medi um The rest of agar and the culture nmedi um conponents other than
agar are added into the rest of refined water to be used for dissolving
the culture nmedium conponents, the mxture is heated on demand to di sperse
the rest of oL asyve the culture medium conponents other than
agar. The culture nmedi'um conponents other than agar differ according to a

culture medi umdo f&sdYBRAY @®ovaNdenboprexasBl 85 theapstggerd agar
culture nmedium 10 g of peptone, 2.5 g of yeast extract, 1 g of glucose

and 15 g of ngeén®isn lid &@hadfactlelt@zedl ifr ehaedauguatarenpbdieml.is Next ,
t he above agar-di ssolved solution and the rest of agar are dispersed and
m xed with timesated ilon odd-timehheatlinygr steedl igatbopenehish ot her than agar
di ssol ved, and the viscosity of the mxed fluid is adjusted to at |east
40 nPa [err]dsfferefforablay donven250nad pr&568ssPachpribsisg ofde pH of the
Jmxed fluid can be adjusted to a_prescribed pH on demand. The adj ustnent
of the viscbsésglyvirg bmndear heatddgbggahneandj gulihune nédime -
- 8-
- components other than agar, packing the obtained fluid
into a container, hermetically sealing the container,
and further sterilizing it under heating, namely, a
method performing heating twice. Hence, an agar culture
medium excellent in qualify can be prepared without the
deterioration of culture medium components due to
excess heating and the deterioration of the gel
strength -of agar.

A culture medium prebared according to the process
of the present invention is heated for about 30 to 60 :
minutes éccording to the capqpity-of_the packed

container just before use to be liquid and can

immediately be used for culturing microorganisms.

Next, the present invention will be described in
detail according to test examples. ]
Test Example 1

This test was conducted with a view to examining the
.color tone of a culture medium as a f£inal product.
1) Preparation of Samples

A désoxycholate agar culture medium prepared by the

same process as in Example 1 (packed into a 500-



anount of ‘agar to be dissolved and the tenperature of the mxed fluid. The
m xed fluid adjusted to a prescribed viscosity is extrenely effective in
‘the case of packing the culture mediuminto a container since it has

uni form di spersi on and can be packed quantitatively. A container to
be packed mﬁth the above mxed fluid my be any container so far as it is

a contai ner DAL L T caitg}aﬁa%ﬁkgkggg%maeg {-.{,?E’?”Qéggeﬁ?ﬁ%%lﬁ by

steri |I2atI0n O a next OCG e-type one I's

particularl y,prefginete & NG igrelseneasuvbAcNgndl €as a cofBrdNstant agar
cul ture nedium of the present “invention can be obtained by packing the

mxed fluid gafpDe} e SMV HIaReN@GarhealRhlEakhbyitRaphiked hnteont ai ner,
sterilizing it under heating, and leaving it to cool. The packing of the

cul ture nediansdotmilhel ityHioaipaentgapobgppepybenedbetpleyprgpadfear exanpl e,
a cylinder packing machine, a rotary packi ng machine, and the sealing of

t he cont ai neby ctime bfo hbowiargrgaoressr dangempdogador di nary net hod, for
exanpl e, a nmethod of heat sealing enploying a plastic film an al um num
film and a nethoesefilkehldmopnts pfoaidi hjeacemponenhsadpackiaggl The -
heating sterilization of the culture nmediumcan be perfornmed according to
an ordi nary hetBoamphelowens addedutechapseantibedecamounttefi|izer. The

agar di spersed . ]
refined water, the obtained solution was heated to 95°C

to dissolve each component, then cooled to 50°C , and
packed into a 500-milliliter-capacity polypropylene
bottle, and prepared as a control’sample by the same
process as in Example 1.
2) Method of the Test

Ten samples were picked up at random as the samples
of the present invqntion after sterilization, and after
re—dissolution just before use, and ten samples were
picked up at random as the cqurdi samples after
dissolution, after sterilization ané after re-
dissolution just before use; the color difference
between the control samples and the samples of the
present invention after packing was measured by a
simultaneous spectrophotometric color diffekenca meter
(manufactured by Nippon Dennshoku Kogyo); averages were
calculated, and the change of color tone was tested.
3) Results of the Test

The results of the test are as shown in Table 1. As
is apparent from Tablg 1, the samples of the present

invention maintained the original color tone of the



in the mxed fluid is dissolved by the heating sterilization process of
the culture mediumto obtain a uni form sol uti on. As

‘descri bed above, the process of the present invention is characterized in
that a culture nediumis prepared by one-tinme heating sterilization, which
differs froma conventional process conprising once dissolving under
heat i ng agar candugdl hnbdeuieds ter COIRIANeHtS oot eid talfarkragar; packi ng the
obtained fluid into a container, hernetically sealing the container, and
further sterdliszpdgtibnunden ¢estraw), naweinkabde feidiod pesf or m ng heating
tw ce. Hence, an agar culture nediumexcellent in quality can be prepared
W t hout the odeeaNedr ani bhe ofortelirsampdisudiderpaeatiissgdution,excess
heating and the deterioration of the gel strength of agar. A cul ture
medi um pr epaf&d a§c8ﬁ8iﬁev?%ﬁ?4m$&ﬁﬁx§£ﬁﬂ igF wage useds &9 ith@ention is
heated for ahout 30 .to 60Q _mnutes according to the capacity of the packed

cont ai ner judPspersiany et £eohe *?cﬁﬂQF@%uﬁéi%? dibtdgudtety” pe used for

cul turing m cr,oor.gani, s|rs. xt,. the present invention will be
.describeg i ndisti guisRBEscherichfgaco i. P -

Hence, it was found that the culture medium prepared
by the process of the present invention can easily be
used and is excellent in quality.

The same test was conducted about samples prepared
changing tﬁe kind of the culture medium and the process

of preparation to obtain almost the same results.



detail according to test exanples. Test Exanple 1 This test was
conducted with a viewto examning the color tone of a culture nmediumas a
-final product. 1) Preparation of Sanples A desoxychol ate agar culture
medi um prepared by the sanme process as in Exanple 1 (packed into a 500-
-10- mlliliter-capacity polypropylene bottle) was enployed as a
sanpl e of thespresent invention. As a control sanple, a.desoxychol ate agar
cul ture nedium packed into a 500-milliliter-capacity polypropyl ene bottle
prepared by the follow ng process was enpl oyed. Prescri bed amounts of
all the conponents described in Exanple 1 were added to a prescribed

anount of refimed—water—the—obtarmed- ]oifg 12 meilcat ect—to—95ferr]C to
di ssol ve each dompgment, thElE 3@4%%?T—ajga§ﬁﬂﬁﬂxrf%to a .
500-milliliter-capacity pol ymsepwtese Botdditizaanon plpaigdiasoa|control
sanpl e by the damecesprecehrs| as | + Exanplle 1. 332) Methodioket he Teést

Invention -

Conventional 1.567 1.584 1.665

Process -

Test Example 2
This test was conducted with a view to examining the

.rate of agar to be used in a culfure medium dissolved.

1) Preparation of Samples
Samples were prepared by the same process as in
Example 2 except that the réte of agar to be dissolved
was changed to as shown in Table 2.
2) Method of the Test |
{i) Packing Suitability
When each sample was packed into a bottle, ten
samples to be tested were piéked up at random and with
time, and the packing suitability was judged according
to the following evaluation standards, and éverages
were calculated to test packing suitability.
3: No trouble in packing
2: Presence of precipitation of undissolved agar,
or stirring needed because of thickening
1: Packing impossible

(ii) State of Separation



Ten sanpl es were picked up at random as the sanples of the present

I nvention after sterilization, and after re-dissolution just before use,
‘and ten sanples were picked up at random as the control sanples after

di ssolution, after sterilization and after re- dissolution just before
use; the color difference between the. control sanples and the sanples of
the present invgitd onmf (finAaGKiLR%e §e5§§§5£eéh9¥'ﬁeré'ﬂ@féa@@OUS
spectrophotonetric color difference neter (manufactured by N ppon
Dennshoku Kogysnd mureragesnwy,e andaket! sahnpledndetbepcbrageupfatol or tone

was tested. 3) Results of the Test The results of the test are as
shown in Tabt#&ndom;Athd StayeacEnisebapatiahl oef 1théhkigqaiPl @8 @dch he present
i.nvention mai ntained the original color tone of the culture

medi um af t ercsleurd imrsdivom ianc hbtéler eas dbseovvedi wath| theomikedt ,

remar kabl e fading was observed in the control sanples after

re- di ssol utieye arthdivdgedaaacordingdtehthenwfehlovingseviat@ationt he

i nspection of food, it becanme quite difficult to distinguish Escherichia

coli. HetrRdands waand GYedagrst vere ealeulataddtantefepRr@eindy t he -
process of the present invention can easily be
. suitability.

3: No séparation

2: 8light separation and stirring needed

1: Remarkable separation or remarkable set-up
(iii) viscosity )

The temperature of each sample was adjusted to 25 C
» and the viscosity was measured according to an
ordinary method employing a viscometer (manufactured by
Toki Sangyo; RB8O modél).
3) Results of the Test
The results of the test are as shown in Table 2. As

is apparent from Table 2, the samples wherein the rate
of agar to be dissolved under heating is from 10 to 80 %
can be packed into a container, and, in particular, the
samples wherein the rate of agar to be dissolved under
heating is from 30 to 60 % can easily be paéked into a
container gquantitatively. 1In the samples wherein the
rate of agar to be dissolved under heating is 0 %,
undissolved agar precipitates, and the packed culture
medium becomes ununiform; and the samples wherein the
rate of agar to be dissolved under heating is from 90 to

100 & are set up even thouéh they are stirred, and



used and is excellent in quality. ~  The sane test was conducted about
sanpl es prepared changing the kind of the culture nmedium and the process
‘of preparation to obtain alnbst the sane results. Table 1

Col or difference "~ Sanpl e Af ter Af ter Af ter

bi ssol ution sterilization Re-dissolution Process of the -

1. 337 cahno€9fe patk éﬁa@rwa{but h@%{‘éﬁ%' onal  1.567 - 1.584

1. 665 Process Exanpl e is test was conducted with a

view to exam ni ngt B@caﬁ@t E1&4r %@doxtﬁxl@e dsathd hikdvellrledue teedham
di ssol ved. 1) Preparation of Sanples Sampl es were prepared by the

same processthe rateExanpyer 2texsentiddvlivedandaire hefatdgar isofbendi ssol ved
was changed to as shown in Table 2. 2) Method of the Test (i) Packing
Suitability 10 to 80 %, preferably from 30 to 60 %, and that the
viscosity is adjusted to from 40 -to 4,000 mPa - s,
preferably from 250 to 1,500 mPa - s.
The same test was conducted about samples prepared

changing the kind of the culture medium and the process

of preparation to obtain almost the same results.



When each sanple was packed into a bottle, ten sanples to be tested were
pi cked up at randomand with tinme, and the packing suitability was judged
-according to the foll ow ng eval uati on standards, and averages were

calculated to test packing suitability. 3: No trouble in packing

2: Presence of precipitation of undissolved agar, _ or. stirring
needed becauggp9f $hi ckening 1: Packing inpossible (ii) State of
Separ ati on After the sanples were prepared, they were left to

stand for 24 hours, and ten sanples were picked up at random the state of
separation of the |IC]UI d of each culture nmediumin a bottle was observed
with the naked [g¥gs @80 | UUUET FRIAY OF Tidat GisEEIvied | dda0k THEa BV (WAL | ON

st andards, and |aMégsa@msaener e calfcgr ategp T O] (ST P8¢ Kl NQ&o SUis@aDITjity.

3: No separati qRiscosity (fpa > d)0fif20s€fanati’ prosand 256114839 feesied 1:
Remar kabl e sepdrsahtOBfOodephitabkable detoup{2{1iii|B.¥isfdIity 3.0 |The
tenperature of |[exchigaapl e was adj ustled tof 25 [errLC and the \iscosity

was measur ed ad@eckinggstitabiiity |[1.0 [2.1 [2.3 3.0 | 3.0
Table 2 - continued -~
Items of Rate of agar dissolved under heating(%)
measurement ) 60 70 80 90 100
Viscosity (mPa °* s) 1530 2350 4050 4800 5620
State of separation| 3.0 2.8 2.4 1.8 1.2
of liquid
Packing suvitability 2.5 2.5 2.3 2.0 1.2

Best Mode for Carrying out the Invention

-Next, the present invention will be described in
more detail in reference to examples, but the present g
invention is not restricted Ep_the*following examples.
Example 1

A desoxycholate agar culture medium with the
following composition per liter (Hisao Yoshii et al.,
“Food Microbiology Handbook", 1 ST edition, p. 610,
Gihodo, 1995) was prepared as below. )

Lactose (Morinaga Milk Industry Co., Ltd.) 10 (g)
Peptone (Morinaga Milk Industry Co., Ltd.) 10
Sodium chloride (Wako Junyaku Kogyo) 5
Ammonium citrate (Wako Junyaku Kogyo) 2

Dipotassium hydrogenphosphate

{Wako Junyaku Kogyo) 2



ordi nary method enpl oying a visconeter (manufactured by Toki Sangyo; RB80
nodel). 3) Results of the Test The results of the test are as shown
in Table 2. As is apparent from Table 2, the sanples wherein the rate -of
agar to be dissolved under heating is from10 to 80 % can be packed into a
container, and, in particular, the sanples wherein the rate of agar to be
di ssol ved undesodihematdes®xiyshblase3(wiko 6fuiygien kagyd)y be packed into a
container quantitatively. In the sanples wherein the rate of agar to be

di ssol ved undefeuteatl ngpd dWak% Junpaksskbyea) agar precipitdt.ds3 and the
packed cul ture nedi um becones ununiform and the sanples wherein the rate
of agar to be Rfifigid/ agagnddrah8hokwlyin sKegyen 90 to 100 %%re set up even
t hough they are stirred, and ' -14-

cannot be packed without heating. It becane clear according to the
above results that the rate of agar to be dissolved under heating is from

10 to 80 % preff¥ ¥ Ao BEFEIEBCY, 2BAWE At 1Helned A4S RS s adj ust ed

,ﬁo from 40 téﬁé%éx%% @%g%[%%rL giescribed amount of refined water, -

and the obtained mixture was heated to 90 °C to dissolve
the refined agar, and then cooled to 50 °C.

Separately, the rest of refined agar and other
culpure medium components wefe dispersed or dissolved
in the rest of water} and the obtained these solutions
were mixed, adjusted to a pH of 7.4 according to an
ordinary method, and cooled to 30°C, and the viscosity
of the mixed fluid was adjusted to 500 mPa- 5. Five-
hundred-milliliter-capacity polypropylene bottle
(manufactured by Toyo Seikan; bottle with a round
section) was packed with 450 ml of the above mixed
fluid, and hermetically sealed.

Subsequently, it was sterilized by a retort
sterilizer (manufactured by Nippan Seisakusho) at a
temperature of 95°C for 5 minutes, and left to cool to
prepare a desoxycholate agar culture medium.

The obtained desoxycholate agar culture medium
packed in the polypropylene bottle was free from the
deterioration of color tone, uniformly dissolved wholly,
and could immediately be used for culturing

nicroorganisms.



preferably from250 to 1,500 nPa [err] s. The sane test was conducted
about sanples prepared changing the kind of the culture nmedium and the

‘process of preparation to obtain al nost the sanme results. Tabl e
2 | tens of Rate of agar dissolved under heating(%

Measur enment 0 10 20 30 40 50 = Viscosity (nmPa [err]
s) 20 4Examd® 2 255 485 1034 State of separation 1.5 2.0

2.1 3.0 3.0 3.0 of liquid ) o1 Packing suitability
1.0 2.1 2.3A stapdarg ggar gupture medijyp|with -thefqlidng | tenms of
Rat e of agar dissaol ved under heating(% measurenment 60 70

80 90 compRpitioy PegsititerPiisae yoshil wyrl.. Jdigpd 4050 4800

5620 State of .separation.. 3 0 2.8... 2.4 1. 1.2

i qui d PM%?&’&&%M‘FPP&““Z%” ?‘glstl‘m' B $08, "%‘.1}?“' 1.2

Best Mode fgl;gggérr I ng._out tge | nye tion “Next, the present invention
e 4% t &F1 °F

of

w |l be des Tore*§ °7éference to exanpl es, but the present
i nvention is restr,i f | a .y Ex la 1 A
desoxychol at er%éjefroq’éaul(?%%gqﬁégi %%% f%&n?%‘%ﬁg &8 ,”H{@é_ ) TR ]
Yeast extract (Oriental Yeast Kogyo) 2.5
Glucose (Wako Junyaku Kogyo) : 1

Agar (Ina Shokuhin Kogyo) 15

fen $ of a prescribed amount of agar was added to 20
% of a prescribed amount of refined water, and the
obtained solution was heated to 90°C to dissolve the
agar, aqd then cooled to 46 c. |

Separately, the rest of agar and other culture
medium components were dispersed or dissolved in the
rest of water; and the obtaigfﬂ ﬁﬁese solutions were
mnixed, adjusted to a pH of 7.1 according to an ordinary
method, and cooled to 20°C, and the viscosity of the
mixed fluid was adjusted to 200 mPa- s. Five-hundred-
milliliter-capacity polypropylene bottle (manufactured
by Toyo Seikan; bottle with a round section) was packed
with 450 ml of the above mixed fluid, and hermetically
sealed.

Subsequently, it was sterilized by a retort
sterilizer (manufactured by Nippan Seisakusho) at a
temperature of 120°C for 15 minutes, and left to cool to

prepare a standard agar culture medium.

-18-



foll owi ng conposition per liter (H sao Yoshii et al., "Food M crobiol ogy
Handbook"”, 1 ST edition, p. 610, @G hodo, 1995) was prepared as bel ow
lactose (Morinaga M|k Industry Co., Ltd.) 10 (9) Pept one (Mori naga
M Ik Industry Co., Ltd.) 10 Sodi um chl ori de (Wako Junyaku Kogyo)

5 AnnDnlun1C|trate (MWako Junyaku Kogyo) 2 Di pot assi um
hydr ogenphosphat€he obtained standard agatikeituwiwakeéakeayphcked in 2

-16- Sodi um desoxychol at e (Wako Junyaku Kogyo

Neutral red ﬁuakpojypy@@yuéﬁgnhﬁttle was free fromO03he dRekrmedatpan (I na
Shokuhi n Kogyo) Forty % of a prescribed anount of
refined agaroﬁasoladdednei)dﬂlﬁmnﬁlxaQmsagdmeﬂedh@ddwntaoﬁ rcefilded water,
and the obtained mxture was heated to 90 [err]C to dissolve the refined
agar, and t htmmedbabely obe SEsddrfiguCcul turdagamdcaioprdgndsmest of refi ned
agar and other culture nedium conponents were di spersed or dissol ved

®. Example 3

) A glucose agar culture medium with the following
composition per liter (Hisao Yoshii et al., "Food
.Microbiology Handbook", 1 $Tedition, p. 608, Gihodo,

1995) was prepared as below.

Peptone (Morinaga Milk Industr§ Co., Ltd.)} 10 (qg)
Yeast extract fOriental Yeast Kogyo) 3
Glucose (Wako Junyaku Kogyo) . 10
Sodium chloride(Wako Junyaku Kogyo) . 5
Agar (Ina Shokuhin Kogyo) - 15

Eighty % of a prescribedqgmoﬁn£ of agar was added to
40 % of a prescribed amount of refined water, and the
obtained solution was heated to 90°C to dissolve the
agar, and then cooled to 40°C.

Separately, the rest of agar and other culture
medium components were dispersed or dissolved in the
rest of water; and the obtained these solutions were
mixed, adjusted to a pH of 7.4 according to-an ordinary
method, and coocled to 20°C, and the viscosity of the
mixed fluid was adjusted io 4,000 mPa- s. Two-hundred-
twenty-milliliter-capacity polypropylene bottle

{manufactured by Toyo Seikan; bottle with a round

—-19 -



in the rest of water; and the obtained these solutions were m xed,

adj usted to a pH of 7.4 according to an ordinary method, and cooled to
30[err]C, and the viscosity of the mxed fluid was adjusted to 500 nPa
[err] s. Five- hundred-mlliliter-capacity polypropylene bottle _
(manuf actured by Toyo Seikan; bottle with a round section) was packed with
450 nl of t hesedoien NMwead padkeiddwiandzber iet beathy s68v€Unixed
Subsequently, it was sterilized by a retort sterilizer (nmanufactured by

Ni ppan Sei sakiiltio) , atnda hetranpdcatdyesed188ferr]C for 5 minutes, and left to
cool to prepare a desoxychol ate agar culture medi um The obt ai ned
desoxychol at e agafuksgquandlyediinwapaskedil hzefhebpod ypeopst ene bottl e was
free fromthe deterioration of color tone, uniformy dissolved wholly,

and coul d i mithf B3 d medadacsured| byir Nippani Seborkashehwmt a

-17- . Exanple 2 A standard agar culture nediumw th the
fol | owi ng temperature of 120°C for 10 minutes, and left to cool to

-, prepare a glucose agar culture medium.

The obtained glucose agar culture medium packed in
the polypropylene bottle was free from the
deterioration of color tone, uniformly dissolved wholly,
and could immediately be used for culturing

microorganisms.

Possibility of Industrial Utilization

As described above, the present invention relates to
a process for the preparation of an instant agar
culture medium which can immediately be used as a
culture medium merely by heaging'the agar culture medium
packed in a container just before use for a short time,
and the effects exhibited by the present invention are
as below:
1) A culture medium which little suffers from the
deterioration of culture medium components ¢an be
provided.
2) A culture medium which can immediately be used nerely
by heating just before use for a short time can be
provided.
3) A culture medium which does not suffer from the

change of properties due to storage for a long period



conposition per liter (H sao Yoshii et al., "Food M crobiology Handbook"

1[err] edition, p. 608, G hodo, 1995) was prepared as bel ow. Pept one
(Morinaga M | k I'ndustry Co., Ltd.) 5 (9) Yeast extract (Oriental
Yeast Kogyo) 2.5 G ucose (Wako Junyaku Kogyo)

1 Agar (I na Shokuhi n Kogyo) 15 Ten % of a

prescribed amfuritinef cagambewpsoadded,to 20 % of a préscribed. anount of
refined water, and the obtained solution was heated to 90[err]C to

di ssolve the agar, and then cooled to 40 [err]C Separately, the
rest of agar and other culture nedium conponents were di spersed or
dissolved in the rest of water; and the obtained these solutions were

m xed, adjusted to a pH of 7.1 according to an ordinary nethod, and cool ed
to 20[err]C, and the viscosity of the mxed fluid was adjusted-to 200
nmPaferr] s. Five-hundred- mlliliter-capacity pol ypropylene bottle
(manufactured by Toyo Sei kan; bottle with a.round section) was packed
with 450 ml of the above mixed fluid, and hernetically seal ed.
Subsequently, it was sterilized by a retort sterilizer (manufactured by
Ni ppan Sei sakusho) at a tenperature of 120[err]C for 15 mnutes, and |eft
to cool to prepare a standard agar cul ture nedi um



- 18- : The obt ai ned standard agar culture rredr um packed in the
polypropylene bottle was free fromthe deterioration
uni formy di ssol ved whol ly, and coﬂlﬂl be use THES SHEET HAB HEEN
M croor gani sms. Exanpl e 3 ”mmmmmm ture di urRBMLABED he
f.ol lowi ng conposition per liter (H sd&o Yoshiisett al., "
Handbook", Yhaer ms ediakiimed, tp: 608, G hodo, 1995) mas prepared as bel ow.
Peptone (Morinaga M Ik Industry Co., Ltd.) 10 (9) Yeast extract
(Oriental Yeast Kdgyo) A process £3r theéd piceyser {\AdeD olfiirayna kivn siKagmyto)

10 Sodi um chl ori de(Wako Junyaku Kogyo) 5 Agar (Ina
Shokuhi n Kogygpar culture medium, whiclGcomprisesFidjinsoXgiofg angegscri bed

anount of agar was added to 40 % of a prescribed anmount of refined water,
and the obt diesdd ngolLGt ton8Ral hentwridht boPlera |RrescHiibeshlap@unte agar,

and then cooled to 40[err]C . Separ atelfl the rest of agar and ot her
culture medi m%?p&ﬁeh?suﬁéﬁelﬂr%’pe#%’d SLg redipn din part of
= a prescribed amount of water to be used for dissolving

culture medium components, cooling the obtained
solution, separately dispersing or dissclving the rest
of agar and other culture medium eomponents in the rest
of water, mixing the cooled solution with the
separately prepared dispersion or. solution, adjusting
the viscosity of the obtained fluid to 40 to 4,000 mPa
+ s, packing the resulting fluid into a container,

hermetically sealing the container, and sterilizing it.

2. The process for the preparation of an instaht
agar culture medium according to Claim 1, wherein the

viscosity of the obtained fluid is 250 to 1,500 mPa- s.

3. The process fo; the preparation of an instant
agar culture medium according to Claim 1 or Claim 2,
wherein the rate of agar to be dissolved under heating
is 30 to 60 % (by weight) of a prescribed amount of

agar.

4. The process for the preparation of an instant
agar culture medium according to Claim 1, Claim 2 or

Claim 3, wherein the part of a prescribed amount of

This Sheet Has Been Replaced
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rest of water; and the obtained these solutions were m xed, ' .
pH of 7.4 according to an ordinary nethod, and cool ed to 20[|eTHISGHEERHAS BEEN
the viscosity of the mxed fluid was adjusted to 4,000 nPa|
Two- hundred- twenty-milliliter-capacity pol ypropyl ene bottl
(manufactured by Toyo Sei kan; bottle w-th a round

-19- watsaetisomR0 s Sﬁaékéuywehgmo) of afptéscabbye amowrek fluid,
and hernetically seal ed. Subsequently, it was sterilized by a retort
sterilizer ( et ed by N ppan Sei sakusho) at a tenperature of
120[err]C for 10 mnutes, and left to cool to prepare a glucose agar

cul ture nmedi um The obtai ned gl ucose agar culture nedi um packed in

t he pol,ypropyl ene bottle was free fromthe deterioration of color tone,
uni formy dissolved wholly, and could inmediately be used for culturing
m cr oor gani sns. Possibility of Industrial Utilization As descri bed
above, the present invention relates to

_
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a process for the preparation of an instant agar culture nedi um which can
i medi ately be used as a. culture nediumnerely by heating the agar

«cul ture nedium packed in a container just before use for a short tine,

and the effects exhibited by the present invention are as below 1) A
culture nediumwhich little suffers fromthe deterioration of culture

medi um conponents can be provided. A%§T§9Q5Hture medi um-whi ch can

i mmedi ately be used nerely by heating just before use for a short tinme can
be provided. 3) A culture nmedium which does not suffer fromthe change

of properties du QOEEQEaE f@ﬂeiy%éé?&é%?dé"%f an instant agar

- 20- : I'me can
medium which can be immediately used as a culture

medium merely by heating a container packed with the
agar medium just before the use for a short time, can be
stored for a long period and little suffers from the
deterioration of medium components. Specifically, a
process for the preparation of an instant agar medium
which can be dissolved by heating for a short time just
béforé the use, characterized by dissolving under
heating 10 to 80 wt.% of a prescribed amount of agar

to be used in an agar medium in part of a prescribed
amount of water to be used therein, cooling the obtained
solution, separately dispersing or dissolving the rest
of agar and the other culture medium components in the..
rest of water, mixing the cooled solution with the
separately prepared dispersi;; or solution, adjusting
the viscosity of the obtained fliuid to 40 to 4,000 mPa-
s, packing the resulting fluid into a container,

hermetically sealing the container, and sterilizing it.



It ié the objective of.£he present inﬁention'tﬁ
provide a process for the preparation of an instant agar
culture medium which can immediately be used as a
culture medium merely by heating the agar culture
medium packed in a container just before use for a
short time, can be stored for a long period of time and
ligtle suffers from the deterioration of culture medium
components.

The present invention solving the above problems is
a proéess for the preparation of an instant agar culture
medium, characterized by dissolving under heating 10 to
80 % (by weight) of a prescribed amount of agar to be
used in an agar culture medium in 20 to 50 % (by
weight) of a prescribed amount of water to be used for
dissolving culture medium components, cooliﬁg the
obtained solution, separately dispersing or dissolvingf
the rest of agar and.other cu}turé medium components in
the rest of water, mixing thé éooled solution with the
separately prepared dispersion or solution, adjusting
the viscosity of the obtained fluid to 40 to 4,000 wPa
» 8, packing the resulting_solution into a container,
hermetically sealing the container, and stefilizing it,
and according to a preferred embodimeﬁt thereof, the
viscosity of the obtained fluid is from 250 to 1,500
mPa - s, and the rate of agar to be dissolved under
heating is from 30 to 60 % (by weight; hereunder, same

as above
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.What Is Clained Is: 1. (Anerided) A process for the preparation of
an instant agar culture nmedium which conprises dissolving under heating
.10 to 80 % (by weight) of a prescribed anount in an
*agar culture mediumin 20 to 50 % (by weight) of ' unt of
water to be used for dissolving culture medi um 3mﬁ}l’gﬁmmﬂ?ng t he
obt ai ned sol §habnIssepaimed|¥sdi spersing or dis cHoL rsest of agar
and ot her culture nmedium conponents in the rest of water, mxing the
cooled solution with the separately prepared dispersion or solution,
adjusting the viscosity of the obtained fluid _.to 40 to 4,000 gP%kerr] S,
packi ng the resul i ng2PeRE%A) nt & PXOCEAPaREr EPRePREPRLAFEY™ s®AIF g t he
container, and  sterilizing.,t. . 2. . . The process.for the
brepar ati on BPeEARE RIEAICPLre MAfiHRe HRAPHNTQRESPaPRg L SRR 1,
shereln the aXhSEORELYLRE TOSOBARNGE, LUights 830a! BrdsgbBuLRal e 1] o
3. e process-for € preparation of an rnstant "agar cufture medi um
according to ' o) ' ecei Qat a g be_ di ssol ved
under heat i né%aws‘%f tgg%aeﬁ%n (l%y W ig%ﬁ) a5 ang’ Eﬁl%hﬁgdﬁéﬁsﬁﬁnﬁtf%f -

IS (0] we (0] prescri
20 to 50 % (by weight) of a prescribed amount of water

to be used for dissolving culture medium componerits,
cooling the obtained solution, separately dispersing or
dissolving the rest 6f agar And other culture medium
components in the rest of water, mixing the cooled
solution with the separately prepared dispersion or
solution, adjusting the viscosity of the obtained fluid
to 40 to 4,000 mPa- s, packing the resulting fluid into
a container, hermetically sealing the container, and

sterilizing it.

2. The process for the preparation of an instant
agar culture medium according to Claim 1, wherein the

viscosity of the obtained fluid is 250 to 1,500 mPa. s.

3. The process for the prepafation 6f an instant
agar culture medium according to Claim 1 or Claim 2,
wherein the rate of agar to be dissolved under heating
is 30 to 60 % (by weight) of a prescribed amount of

agar.
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