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平成 20年

連  絡

1 月 9 日

各都道府県衛生主管部 (局)

薬務主管課  御 中

厚生労働省医薬食品局審査管理課

日本英局方における国際調和について

近年、優れた新医薬品の地球規模での研究開発の促進と患者への迅速な提供を図る

ため、承認申請資料等の国際的ハ
ーモナイゼーション推進の必要性から栗局方の試験

法については、薬局方検討会議 (PDG)に おいて、日本薬局方、欧州薬局方及び米国

薬局方 (以下、「三薬局方」という。)間の国際調和の推進が図られているところです。

また、日米 EU医 薬品規制調和国際会議 (以下、「ICH」とぃう。)が 組織され、品質、

安全性及び有効性の各分野でのハ
ーモナイゼーションの促進を図るための活動も行

われています。

今般、第十五改正日本薬局方第
一追補一般試験法 4.05微生物限度試験法及び参考情

報 23.非無菌医薬品の微生物学的品質特性について、三栗局方間で調和合意がなされ

ましたので、別添のとおり当該英語文を御連絡いたします。

なお、日米 EUの 規制当局間における相互受け入れについては、ICHQ4B専 門家会

合において検討が進められているところです。



4.05  単生icrobiological ExaHlillation of Non―Sterile Products

′
rhis chaptcr includcs micrObial cnumcration tcsts and tcsts for spcciflcd micro―organismsゃFor thc tcst)usc a mixturc Of scv―

cral portions sclcctcd at randolll fronl thc bulk or floni thc contcnts of a sufflcicnt numbcr of containcrs lf tcst spccilncns arc

dilutcd、vith fluid mcdium,thc tcst shOuld bc pcrformcd quickly ln pcrforlning thc tcst,prccautions must bc takcn tO prcvcnt

biohazttd.

I.MICROB10LOGICAL EXAMINAT10N OF NON‐ STERILE PRODUCTS:MICROBIAL ENU貯 IERAT10N TESTS

Thcsc tcsts arc hannonizcd、vith thc EurOpcan Pharmacopocia and thc U S.Pharmacopcta.

lINTRODUCT10N

Thc tcsts dcscribcd hcrcallcr、vlll allo、v quantitativc cnumcration of mcsophilic bactcria alld fungi 、vhich may ttro、v undCr

acrobic conditions.

「hc tcsts arc dcsigncd prilnarily to dctcrminc、vhcthcr a stibstancc or prcparation comp'tcs、vith an cstablishcd spcciflcation for

illicrobiological quality 鞘/hcn uscd for such purposcs follo、v thc instltlctions givcn bclo、v,including thc nurllbcr of sarllplcs to

bc takcn and intcrprct thc rcsults as statcd bcio、v_

「hc mcthods lc not applicablc to prOducts containing viablc micro―organisins as activc ingrcdicnts.

ンヽltcmativc microblological proccdurcs, including automatcd nlcthods, may bc uscd, providcd that thctr cquivalcncc tO thc

Pharmacopocial lncthod has bccn dcmonstratcd.

2 GENERAL PROCEDURES

Canり out thc dctcrmination undcr conditions dcsigncd to avoid cxtrinsic microbial contanlination ofthc product to bc cxam―

incd '「hc prccautions takcn to avoid contamination must bc such that thcy do llot affcct any micro,organislns、vhich arc to bc

rcvcalcd in thc test_

lf thc product to bc cxamincd has antilnicrobial aCtiVity,this is insofar as possiblc rcmovcd or ncutraliscd lf inactivators arc

uscd for this purposc thcir cfttcacy alld thcir abscncc oftoxicity for micro―or3aniSms inust bc dcmonstratcd

IF surfacc‐activc substanccs arc uscd for samplc prcparahon,thcir abscncc of toxiciけfor miCrO‐orBaniSms and thctr compati―

bility、vith inactivators uscd must bc dcmonstratcd,

3 ENUMERAT10N METHODS

Usc thc mcmbrttc nitration mcthod,or thc platc―count mcthods,益 prcscHbcd.I h`c most probable numbcr(MPN)mcthOd iS

gcncra‖y thc lcast accuratc mcthod for nlicrobial coullts,ho、vcvcr,fljr ccrtain product got,ps、vith vc=y lo｀V biObllrdcll,it may bc

thc most appropriatc mcthod.

rhc choicc of a mcthod is bascd on factors such tt thc naturc ofthc product and thc rcquircd limit of rnicro―organisms,Thc

rllcthod choscn must allow tcstin3 0F a sufflcicnt samplc sizc to jlldgc colnpliancc wih thc spcciflcation_Thc suitability of the

choscn nicthod lllust bc cstabllshcd

4 GROWTFIPROMOT10N TEST AND SUITABIIッ ITY OF THE COUNTING METHOD

4-l GENERAL CONSIDERAT10NS
′
rhc ab‖ity ofthc tcst to dctcct rnicro―organisms in thc prcscncc ofproductto bc tcstcd lnust bc cstablishcd

Suitability must bc conSrnlcd if a changc in tcsting pcrformancc,or thc product,、vhich may affcct thc outcomc ofthc tcst is

introduccd.

4‐2 PREPARATION OF TEST STRAINS

Usc standardiscd stablc suspcnsions of tcst strains or prcparc as statcd bclo、v Sccd iot cuiturc mailltcnancc tcchniqucs

(SCCd-10t Systcms)are uSCd So thtLt thC Viablc inicroょ
)rganisms uscd for inoculaton arc not morc thal1 5 passagcs rcmovcd flom

thc originat rnastcr sccd-lot_Gro、v cach ofthc bactcrial and ftingal tcst strains scpttatcly as dcscribed in Tablc 4 05-1-1



Table 4.OS―I-l P/η ″″αr′θ″″″冴Js2り r'陸SI Micrθ―θttra″お″S

Micro― orRanism
PreParation of

test strain

Crowth prOrnotion
Suitability ofcounting lnethod in

the presence ofthe product

Total aerobic

microbial count

Total yeasts and

moulds count

Total aerobic

Hlicrobial count

Total ycasts and

moulds count

ざr?/7V′0ごOcc″s

α2r/2rrs

such as ATCC

6538,NCIMB

9518,CIP 4 83 or

NBRC 13276

Cas2′″s。ッαb夕α/2

佐 θy呼 /Or

casc,″spノα b2α/7

ユi8es′brθ′77

30-35'C

1 8 - 2 4 h

Cas夕′″sqノαb夕α″

aigθs′qgαr and

cas夕″″sqノαb夕θ″

frgθsr b″ο′カ

≦100 CFU

30-35qc

≦3 dtts

Cascテ″s9ンαあ¢θ″

"採 sr昭冴

plPN cαs2,″sqノα

b2α″ι方野sr b/θrカ

≦100 CFU

30-35°C

≦3dN s

′ざで″冴ο″ο″a,

θ2/r/g′″οsα

such as ATCC

9027,NCIMB

8626,CIP 82 118

or NBRC 13275

Caざθ″″ざのαあ夕α″

"rSr ttαr Or

casθ″″ざのαb夕a″

佐 打 う/ο滋

30-35?C

1 8 - 2 4 h

CaS2′/2S2ンαうでα″

ユ,8夕sr qgα/alnd

CαSC′/2S9ノαあでα″

"採sわrθrカ

≦100 CFU

30-35CC

≦3 dttvs

Cosc′/Ps9ノαう2αPP

浸igesr qgα〃MPN

CαS夕′/2SQノαわ2α″

佐 eSrあ/θ筋

≦100 CFU

30-35?C

≦3 d t t s

』θc′′′″s sr/br2′な

such as ATCC

6633,NCI臣 IB

8054,CIP 52 62

NBRC 3134

Cas2″″sθノαう2ク″

J7gcsr呼 /Or

cαsar7 spンαb夕α″

frg夕sr b/οrカ

30-35qc

18-24h

C`ぼ夕′″ざ。/αb夕α″

frg何 竹αr and

ごαscr″sOノαあ夕α/r

びigesr brθrカ

≦100 CFU

30-35'C

≦3 days

Casc2r″s`ッαあθθ″

況,8esr qgα〃wlPN

c彼,2,″sヮンα bCα″

丸亀2ざ″b/ο′/7

≦100 CFU

30-35'C

≦3 davs

Cα″rFrttα rr′b,cα″s

such as ATCC

10231,NCPF

3179,IP 48 72

NBRC 1594

Sαあθ2//α″が一

冴θヌチ/οsc αgα/or

Sab02rrα″冴―

冴タヌ′/θsc b′力οr/2

2 0 - 2 5℃

2 - 3  d a y s

Cαsc″″ざ。ノαあ夕α″

佐 打 警 /

≦100 CFU

30-35'C

≦5 days

Sαうο″rα″冴―

dclr/θs夕agθ/

≦100  C F U

20-25° C

≦5 dり s

Casc′″s?ノαあαα″

丸岳2sr ttα

≦ 100 CFU

30-35PC

≦5 days

MPNi not applト

cablc

Sαbο″ra″冴"

随文r″οsβ aga/

≦100 CFU

20-259C

≦5 days,

河ッご官′′ルs″をビ/

such as ATCC

16404,IMI

149007,IP

1431 83 orNBRC

9455

Sθわθ″/α″冴―

a鉱 ′/θsc agθ/or

βοrα′ο
,acI′″θsσ

宅 針

20-25qc

5 - 7  d a y s , o r

until good sporu‐

lation is achieved

CaS2'7P Soノα b2α″

」rgαy呼 /

≦100  C F U

3 0 - 3 5 R C

≦5 d t t s

Sαbθ″〆α″冴―

冴?労r/θざ2 αgθ″

≦100  C F U

20-25qc

≦5 d a y s

Cascr″ざqンクうc2t7rl

冴をCSr αgり/

≦100 CFU

30-35?C

≦5 dtts

lvl回Ni not appli―

cablc

Sabouraud―

dcxtrosc agar

≦10 0  C F U

20-25° C

≦5  d a y s ,

Usc bり控/2どsοか夕″ C力′θガ旋フ?才ο″ ざθ/27″アθ″ク〃 7 θ or〃力θッカarθ b切物/Sθれr,θ″〃〃 7 2 tO makc tcst suspcnttonsi to sus―

pclld】 ヵを夕r Sporcs,0 05 pcr ccnt of polysorbatc 80 may bc addcd to thc bunttr.usc thc suspcnsions within 2 h or wlllin 24 h if

storcd at 2-8PC.As an altcmative to prcpattng and thcn dillltng a frcsh suspcntton of vcgctatvc cclis ofス″をで/Orβ s″br,′,s,

a stablc sporc suspcnslon is prcparcd and then an appropriatc volumc of thc sporc suspcnslon is uscd for tcst inoctllation. Thc

stabic sporc stispCnSion rnay bc maintaincd at 2-8?C ttr a validttcd periOd oFtimc

4-3 NEGATIVE COISITROL

To vcritt tcStng Cond託lons a ncgalivc control is Pcrformcd using thc choscn dilticnt in placc of thc tcst prcpttation Thcrc

must bc no gro、vth of micro―organisms



4‐4 GROWTH PROMOT10N OF THE MEDIA

Tcst cach batch of rcady―prcparcd mcdium and cach batch of rncdiunl,prcparcd cithcr iom dchydratcd lnedium or f14oni the

ingrcdicnts dcscribcd

lnoculatc portions/plttcs Of cαs2,″sqノabでα″が,gesどう/θ′/P and c容2,″spノα b2α″Jrg2sr?gα/wkh a small numbcr(nOt mOrc

than 100 CFU)ofthC micro― or3anisms indicatcd in Tablc 4.05-1-1,using a scpar41tc portion/platc Of mcdium for cach.Inoculatc

platcs of Sαかθ″rα″かどcx″οs夕αgα″with a smali numbcr(nOt mOrc than 100 CFU)of thC micro― organisms indicated in Ta―

bic 4 05-I-1,using a scparatc platc ofrncdium fOr cach.Incubatc in thc conditions dcscribcd in Tablc 4 05-I-1

For solid mcdia,gro、vth obtaincd must nOt difttr by a ttctor grcatcr than 2予ona thc calculatcd valuc rOr a standardiscd inocu‐

lum.For a ircshly prcpttcd inoculum,gro、vth of thc micro‐organisms comparabic to that prcvlously obtaincd、vith a prcviously

tcstcd and approved batch of mcdium occurs Liquid mcdia arc suitablc if clcarly visible grO、vth ofthc nlicrO―organisms compa―

rablc to that prcviously obtaincd、vith a prcviously tcstcd and approvcd batch ofrncdium occurs.

4-SSUITABILITY OF THE COUNTING METHOD IN THE PRESENCE OF PRODUCT

4-5-l PrcParatiOn ofthe samPic

Thc mcthod ftlr sample prcparation dcpcnds on thc physical chttactcristics Of thc prOduct to bc tcstcd, If nonc ofthc procc―

durcs dcscribcd bclo、v can bc dcmonstratcd to bc satisfactory,an altcrnativc proccdurc rnust bc dcvciopcd

〃arでみsθ′″あたβ/θ冴″crs一Dissolvc or dilutc(usually a l in 10 dllution is prcpaled)the prOduct to bc cxalnincd inありそ/c″sο

か″// P cん′θガα修?q p rο″夕ざθあrテθ″クrr  z  θ,〃ヵ。功り力αアタう宅汐修/Sθれr,ο″P〃 72  o r c岱所″ざqノαb夕α″夕=部sr  b /θr力If  n c c c s s aりa d i u S t  t O

pI=6-8 Furthcr dilutions,、vhcrc ncccssaっらarc prcpared、vith thc same dilucnt_

ハFθ″.力r夕β/οグ″Crs,″sο′あた ,″ッαアタ/一 Suspcnd thc product to bc cxamincd(uSually a l in 10 dilution is prcpared)in b冴を″2冴

sο冴″″ c力′θ/′沈フ?rθ″ビsθわr'0″クr/7θ,βヵθッカクセ あ栃を/Sοれr′ο″P//720rご 徳が″ざのαあ夕αヵ温彗 srあ/οr力.A surfacc―active

agcnt such as iゴL of polysorbatc 80 may bc addcd to assistthc suspcnslon of pooHy wcttablc substanccs,If ncccssaりaduSttO

pH 6-8.Furthcr dilutions,、vhcrc ncccssa■ちatc prcparcd、vith thc samc dilucnt.

f a r ゥ/ θJ P / c な
一D i s s o l v c  i n  i s o p r o p y l  m y r i s t a t c , s t c r i l i s c d  b y  f l i t r a t i o n  o r  m i x  t h c  p r o d u c t  t o  b c  c x a m i n c d  w i t h  t h c  m i n i m u m

ncccssaり quantiけ Of StCrilc polysorbatc 80 or anothcr non‐inhibitoり stCrilc surfacc‐activc rcagcnt, hcatcd if ncccssa理′to not

morc than 40℃ ,or in cxccptional cascs to not morc thal1 459C.Mix carc的lly and if ncccsstty maintain thc tcmpcrraturc in a wa―

tcr―bath.Add sufficicnt ofthc prc‐、varmcd choscn dilucntto makc a l in 10 d‖ution of thc original product.Mix carcft11ly、vhilst

maintaining thc tcmpcraturc for thc shortcst timc ncccssaEy for thc formation of an cmulsion.Furthcr scrial tcnlold dilutions inay

bc prcparcd using thc choscn dilucnt containing a suitablc conccntration ofstcrilc polysorbatc 80 or anothcr non―inhibitoly stCrilc

surfacc―activc rcagcnt、

,あ′泳 οr sο力泳 力αg/οsο′乃/″
一Ascphcぷけ tranSttr thc product intO a mcnibrallc nhcr apparatus or a stciic containcr for fur―

thcr sampling 【jsc cithcr thc totai contcnts or a dcflncd numbcr ofrnctercd doscs from cach ofthc containcrs tcstcd.

T/α浴施r″?α′βαrcルs―Rcmovc thc protcctiVe covcr shccts crdCasc lincr)of thc tralasdcrlnぶpatchcs触ld placc thcm,adhcttvc

sidc up、vards,on stcrilc glをさs or plastic trays Cover the adhcsivc surfacc、vith sterilc porous matcrial,的r cxanlplc stcrirc gallze,

to prcvcnt thc patchcs f14onl sticking togcthcr,and transfcr thc patchcs to a suitablc volume ofthc choscn dilucnt contailling inac‐

tivators such as potysorbatc 80 and/or iccithin Shakc thc prcparatio1l vigorousiy for aticast 30 min

4-5-2 1noculation and dilutiorl

Add to thc samplc prcpttcd as dcscribcd abovc(4-5-1)and tO a control(with nO tcst matcttal includcd)a Sutlicicnt volumc of

the microbial suspcnsion to obtain all inoculum ofnotrnOrc than 100 CFU_Tllc volumc of thc suspcnsion of thc inoculunl should

not cxcccd l pcr ccnt ofthc volumc of dilutcd product.

ro dcmonstratc acccptablc microbiat rccovcry flom thc producヒthC 10vヽcst possiblc dilution factor of thc prcparcd sample must

bc uscd for thc tcst Whcrc this is not possiblc duc to antilnicrObial activity or poor solubility,ftllthcr appropriatc prOtocols must

bc dcvclopcd lfinhibition of gro、vth by thc samplc cannot othcnvisc bc avoidcd)thc aliquot ofthc nlicrobial suspcnsion lnay bc

addcd artcr ncutralization,dilution or Sitration_

4-5-3 Neutralization/remnoval of antimicrobial activity

Thc number of micro―organisms rccovcrcd from tlle prcparcd samplc dilutcd as dcscribcd in 4-5-2 and incubatcd follo、ving thc

proccdurc dcsdribcd in 4‐5-4)is comparcd to thc numbcr ofrnicro―organisms recovcrcd frolll thc control preparation.

I「growth is inhibied(rCduchon by a fractor ercater than 2),thcn mOditt tilC prOccdurc for thc parhcular cnumcration tcst to
cnsurc thc vttidiけof thC rcsutts,Modincation of thc proccdurc mりinctudC,for cxamplc,(1)加inCrcasc in thc volurnc ofthc

d i l u c l l t  o r  c u l t u r c  m c d i u l l a ) ( 2 ) i n c o r p o r a t i o n  o f  a  s P c c i f l c  o r  g c n c r a i  n c u t r a l i z i n g  a g c n t s  i n t o  t h c  d l l u c n t , ( 3 ) m e m b r a n c  n i t r a s o n

Or(4)a combinatlon Ofthc abovc mcasurcs.

陀 ″rraル筋昭兜軍″な
一NCutr】乾ing a_qcnts mり be uscd to ncutrdizc thc achvity of andmicrobia agCnts(1ヤ abiC 4 05‐I-2)Thcy

may bc addcd to thc choscn dilucnt or thc nledium prcfcrably bcflDrc stcrilization lf uscd,thcir cfflcacy and thcir abscncc oftox―



1 a`bic 4.05-I-2 Cθ ″初θ″″2″″α′彦′ィg age″tsF恥¢′力θ技拘r,″チθ//2/ア/7g s″わsrα″ccs

icity ror micr。_。rganisms must bc dcmonstratcd by carり ing out a blank、vith ncutralizcr and、vithout product.

Inlerfering substance Potentiai neutralizing agents/method

Glutaraldchydc,ぶ/1crcurials Sodiu■l hydrOgcnsulntc(sodium bisuintc)

Phcnolics,Aicohol,Aldchydcs,Sorbatc Dilution

Aldchydcs Glycinc

QuatCmtty Ammonium COmpounds(QACs),
ParallydroxybcnzOatcs(ParabCns),

Bis―biguallidcs

QAC,Parabcns,Iodinc Polysorbate

Mcrcurials Thioglycollatc

Mcrcurials,I=alogcns,Aldchydcs Thiosulfatc

EDTA(cdctatC) M80r Caions

If no suitablc ncutralizing mcthOd can bc found,it can bc assumcd that the frailurc tO isOlatc thc inoculatcd organism is attrib一

utabic to thc lllicrobicidal activity oF thc product.This information scrvcs to indicatc that thc articlc is not likcly to bc contami‐

natcd 、vith thc givcn spccics of the ■licro―organism IIowcvcr, it is possible that thc product only inhibits somc of thc illi―

cro―or3anisills Spcci「lcd hcrcin,but docs not inhibit othcrs not includcd amongst thc tcst strains or lor、vhich thc lattcr are not

rcprcscntativc,Thcn,pcrftjrrn thc tcst、vith thc highcst dilution factor compatiblc、vith lllicrobial grO、vth and thc spccinc acccp―

tancc critcrlon

4-5‐4 Rccovery ofinicro―orgaBism in the presence of pro〔luct

For cach of thc micro―organisms listcd, scparatc tcsts arc pcrlormcdム Only micro‐organisms of thc addcd tcst straill arc

countcd

4-5-4‐l ⅣTembrane SItratiOコ

【」sc mcmbranc flitcrs having a nominal porc sizc not Brcatcr than O.45/m Thc typc of flitcr inatcrial is choscn in such a way

that thc bactcria―rctaining cnicicllcy is not affcctcd by thc componcnts of thc samplc to bc invcstigatcd_ For cach ofthc mi―

cro―organisms iistcd,onc mcmbranc nitcr is uscd,

TransScr a suitablc amount ofthc samplc prcparcd as dcscribcd under 4-5-l to 4-5-3(prefClably rcprcscnting i g Ofthc prOd_

uct,or icss iflargc numbcrs of CFU Ⅱc cxpcctcd)lo thC mcmbranc nitcr,点ltcr immcdiratcly and ttnsc thc mcmbranc Sitcr with

an appropriatc volumc ofdilucnt

For thc dctcrminatton oftotal acrobic microbial count(TAMC),transfcr thc,ncmbranc ntcr to the surfacc ofcて7Sが″Sのαbビα″

`′′拝sr agα/_「Or thc dctcrmttalon of tOt】 combincd ycasts/modds count(TYMC)trttSfCr thc mcmbranc to the surttcc of

Sabο″/αlr冴―acx′/。sc agα/_Incubatc thc platcs as indicatcd in l｀abic 4 05-I-1_Pcrform thc counting

4-5-4-2 Piate―count methods

Pcrfbrm platc―count mcthods at lcast in duplicatc for cach i■lcdium and usc thc mcan count ofthc rcsult

4-5-4-2-l Pour―plate method

For Pctri dishcs 9 cm in diamctcr,add to thc dish i mL ofthc samplc prcparcd as dcscribcd undcr 4-5-l to 4-5-3 and 15-20

lnlソof c岱タテ″sttα b夕α″ユ=8csr αgα′
・or Sαbθ″rar/かdettr/θざ2 ago/,both mcdia bcing at notinorc than 45℃  If iargcr Pctri dishcs

arc uscd,the amount ofagar inedium is incrcascd accordingly For cach ofthc nlicro―organisms listcd in Fabic 4 05-1-1ぅat lcast 2

Pctri dishcs arc uscd_

Incubatc the platcs as indicatcd in Tabic 4 05,1‐l Takc thc arithmctic mcan ofthe counts pcr nlcdium and calculatc thc】lum―

bcr of CF【j in thc original inoculum.

4-S-4-2-2 Surfttce一spread method

l]or Pctri dishcs 9 cm in dialnctcr,add 15 - 20 mL ofcas夕】r7s?ノαう?α″ダ,g¢s″呼 /OrきαうοPr/α″冴
―dexrttθsc αgar at abo〔ェt45qc

to cach Pctri dish and allo、v to solidi母.Iflargcr Pctri dishcs arc uscd,thc volume of thc agar is incrcased accordingly DEr thC

platcs,おr cxalllplc in a laminar―atr‐llo、v cabinct or in an incubator For cach ofthc■licro‐or8anismS liStcd in la`bic 4 05-I-1,at

icast 2 Pctri dishcs are used Sprcad a measurcd volumc of not lcss than O.i nlL ofthc salllplc prcparcd as dcscribcd undcr 4-5、1

to 4-5‐3 ovcrthc surfacc ofthc mcdium.Incubatc and count as prcscribcd undcr 4‐5-4‐2-1



4-5-4-3 Most―probable‐mumber(MPN)methOd

Thc prccision and accuracy ofthc MPN lmcthod is tcss than that ofthc mcmbranc flltration mcthod or thc platc―count lncthod.

Unrcliablc rcsults arc obtaincd particularly for thc cnumcration ofrnoulds,Forthcsc rcasons thc MPN mcthod is rcscttcd fOr thc

cnumcration ofTAMC in situations whcrc no othcr mcthod is available_IFthc usc ofthc mcthod isjustincd,procccd as ftj1lows、

Prcpttc a scrics oFat icast 3 scrial icnfold dilutions ofthc product as dcscribcd undcr 4‐5‐lto 4‐5-3 From cach lcvel of dilu―

tion,3創 iquots of i g or l mL arc uscd to hoctllatc 3 tubcs with 9-10 mL ofご容が″sヮα bθα″ダィ採Sr b/θrん.If ncccssaり a sur―

facc―activc agcnt such as polysorbatc 80,or an inactivatOr of antimicrobial agcnts inay bc addcd to thc mcditlm Thus,if3 1cvcis

ofdilution arc prcpared 9 tubcs arc inoculatcd.

Incubatc all tubes at 30-35R3 for nOt morc than 3 dり s_If rcading of the rcsults is difflcult Or unccrtain o、ving to thc naturc

ofthc product to bc cxamincd,subculturc in thc samc broth,or cas2′ ″s?ノαb夕α″冴igesr agθ/,fOr l -2 days atthc samc tcm‐

pcraturc arld usc thcsc rcsults.Dctcrminc thc FnOSt probablc numbcr Of lnicro―organisms pcr gram or millilitrc ofthc product to

bc cxanlincd from Tablc 4 05,I‐3.

4-6 RESULTS AND INTERPRETAT10N

Whcn vc拭 敏ing thC SuitabiliけOf thC mcmbranc nhration mcthod or thc platc…count mcthod,a mcall count of any ofthc tcst

organisms not dittcring by a fractor ercatCr than 2 1lona thc valuc of thc control dcflncd in 4-5-2 in thc abscncc ofthc product

m u s t  b c  o b tぶnc d  W h c n  v c高敏ing  t h C  S u t t a b i l l y  o f t h c  M P N  m c t h o d  t h c  c a l c u l a t c d  v】uc  t t o m  t h c  i n o c u l u m  m u s t  b c  w l h i n  9 5

pcr ccnt confldcncc lilnits ofthc rcsults obtaincd、vith thc cOntrol

ifthc abovc critcria cannot bc lnct for onc or lnorc ofthc organisms tcstcd、vith any ofthc dcscribcd mcthods,thc mcthod and

tcst conditions that comc closcst to thC critcria arc uscd to tcst thc product.

5 TESTING OF PRODUCTS

5-l AMOUNT USED FOR THE TEST

Unicss othcr、visc plcscribcd,usc 10 8 0r 10 mIフofthc product to bc cxamincd takcn、vith thc prccautions rcfcrrcd to abovc

For fluids or sollds in acrosol fbrm,samplc 10 containcrs.For transdcrlllal patchcs,samplc 10 patchcs

Thc amount to bc tcstcd rnay bc rcduccd fOr activc substanccs that、vill bc formulatcd in thc fo1lo、ving conditionsi thc amount

pcr dosagc unit(cg.tablct,capsulc,ittCCdOn)is icSS thall or cqualto l mg or thc amount pcr gram or millllitrc(fOr prcparattons

not prcscnted in dose units)iS iCSS thall i mB In thcsc cascs,thc amount of samplc to bc tcstcd is notlcss than thc amount prc一

scntin 10 dosagc units or 10 g or 10 mL ofthc product

For matchals uscd as achvc substallccs whcre samplc qualldty is llm■ed or bttch size is cxtrcmcly sm創1(1_c lCSS than 1000

mL or1000 g),thC amOunt tcstcd shall bc l per ccnt ofthc bttch unlcss a icsscr ttmount is prcscribcd orjustincd and authoriscd.

「or prodtlcts whcrc thc totai numbcr of cntitics in a batch is icss than 200(c.3 Samplcs uscd in clinical trials),thC Samplc sizc

illay bc rcduccd to 2 units,or l unitifthe size is iess than 100.

Scicct tilc samplc(s)at random froni thc bulk matcrial or ttom the Nailablc containcrs of thc prcparation To obtain thc rc―

quircd quantity,mix thc contents of a sufScicnt numbcr of containcrs to providc thc sttnplc

S-2 EXAMINATION OF THE PRODUCT

S-2-l hrlenlbrane flitration

usc a rlitration apparatus dcsigned to a1lo、v thc transfcr ofthc altcr to thc lncdtum Prcparc thc samplc usillg a FnCthOd that has

bccn sho、vn suitablc as dcscribcd in scction 4 and transttr the appropriate amount to each of 2 mcmbranc nitcrs and flitcr i131mc―

diatcly Wash cach flitcr tt1lo、ving thc proccdurc sho、vn to bc suitablc.

For thc dctcrmination of TAMC,trallsltr onc of thc mcmbrallc nitcrs to thc surfacc of c岱″″ざりαb夕α″冴,野s′客α/.For thc

dctcrmination of TYMC,transfcr thc Othcr mcmbranc to thc surね cc of Sθうθ″″α″冴―dexrrθざ2 αga′
' Incubatc thc platc of ca,2′″

ざりα ttα″"g?y r7gαr at 30-35℃ for 3-5dり s and thc platc of ttbθ″/θ″か冴αげ/θsθ αgαr at 20-25℃ for 5-7 days C調 ―

culate thc number oFCFU per gram or pcr lnillllitrc Ofproduct

Vヽhcn cxalalining transdcrmal patchcs, nitcr lo pCr ccnt of thc volumc of thc prcpttation dcscribcd undcr 4-5-l scparatcly

through cach of 2 stc五lc ntcr mcmbrancs.Transfcr onc mcmbranc to c徳 か″sヮαうθα″びigcs′牲α″fOr TAMC and thc othcr

mcmbranc to Sθあθr/″α″冴―aclrrθsc αgα/for TYMC.

5-2-2 Plate,count rnethods

5‐2-2-l Pour―plate method

Prcparc thc sampic using a mcthod that has bccn sho、vn to bc suitablc as dcscribcd in scction 4_Prcparc for cach mcdillm at

にa主2 PctH dishcs for cach ievcl ofdilution lncubatc the platcs ofcaざがヵs?ンα bθα″冴を夕ざ′agαr■ 30-35'C for3-5 days ttd

the platcs ofざあο″/α″冴―冴α▼/θsc g々α/at 20-25歓3 for 5-7 days Sclcct thc platcs corrcsponding to a givcn dilution alld sho、v―

ing thc highcst numbcr of colonics icss tha【1 250 for TノヽMC and 50 for T FヽMC Take thc arithmctic mcan pcr cultilrc mcdium of

thc counts and calculatc thc numbcr ofCFU pcr granl or pcr inillilitrc ofproduct



5-2-2-2 Surfacc―sPread method

Prcparc thc samplc using a rncthod that has bccn sho、vn to bc suitablc as dcscribcd in scction 4 Prcparc at icast 2 Pctri dishcs

for cach mcdium and cach icvcl of dilution.For incubation and calculation ofthc numbcr of(ご FU procccd as dcscribcd for thc

pour―platc nlethod_

5‐2‐2-3 Most‐probablc―number methOd

Prcparc and dilutc thc sainplc using a mcthod that has bccn sho、vn to be suitablc as dcscribcd in scctiOn 4 1ncubate all tubcs

for 3 - 5 days at 30-35qc.subculturc if ncccssanん uSing thc proccdurc sho、vn to bc suitablc Rccord for cach icvcl of dilutiOn

thc numbcr oftubcs showing microbial gro、 vth.Dctcrminc thc most probabic llumbcr of lnicro―organisms pcr gram or lllillilitrc

ofthc productto bc cxanlincd from Tablc 4 05-I-3

Table 4 05-I-3 舟″θsrフ/θbαb′c″″″う2/ソα′″夕sザ ″た/θο/gα″な初s

Observed combinations of mumbers oftubes

showill貿 貿rowth in each set MPN perg or

per mL Of prOduct

95 per cent

confldence limitsNuコnber o 2 or mL ofDrOduCt Dertube

0.01 0.001

0 0 0 Lcss than 3 0-9.4

0 0 】 3 01-9.5

0 1 0 3 0.1-10

0 1 1 l.2‐17

0 2 0 1 2- 17

0 3 0 3.5-35

0 0 02-17

0 1 12-17

0 2 4-35

1 0 1.3‐20

1 1 1 1 4-35

2 0 4‐ 35

2 1 15 5-38

3 0 5‐ 38

0 1,5-35

2 1 4-35

2 5-38

2 1 4-38

2 1 1 5-38

2 1 2 9-94

2 2 0 5‐40

2 2 1 9-94

2 2 2 9‐ 94

2 3 0 9-94

2 3 1 9‐94

3 0 0 5-94

3 0 1 9-104

3 0

3 0 9

3 1 17-199

3 30-360

3 3

3 18-360

3 1 30‐ 380

3 2 2 30-400



3 90‐ 990

3 3 40‐ 990

3 1 460 90‐ 1980

3 3 1100 200‐ 4000

3 3 3 Mlorc than l100

5‐31NTERPRETAT10N OF THE RESULTS

Thc total acrobic microbial count(TAMC)is COnsidcrcd to bc cqualto thc numbcr of CFU found using cαs2,7r sヮαb夕α″所

gcsr aga/;ifcolonics offungi alc dctcctcd on this medium,thcy arc countcd as palt of TAMC.Thc total combincd ycasts/mould

count(TYMIC)iS COnsidcrcd to bc cqualto thc numbcr of CFU ttund using Sαうθ″/α″かaclrros夕ago/;if colonies of bacteria arc

dctcctcd on this mcdiulla,thcy arc countcd as part ofTYMC.When thc TYMC is cxpcctcd to excccd thc acccptance chtcrion duc

to thc bactcrial gro、vth, Saあο″″α″りlaCXr/。s夕 αgar containing antiblotics may bc uscd lfthc countis carrted out by the MPN

mcthod thc calculatcd valuc is thc TAMC.

Vヽhcn an acccptance critcrion for microblological quality is prcscribcd it is intcrprcted as lollo、vs:
-101 CF【 ji maximtlm acceptablc count=20,
_102 cFU:maximum acceptablc count=200,

_103 cFUi maximuill acccptablc count=2000,alld so ttrth.

Thc recommcndcd solutions and mcdia arc dcscribcd in 7をsなメ少r学″C"夕冴″たr。_。ィgα″,s″s

II.MICROBIOLOGICAL EXAMINAT10N OF NON― STEttLE PRODUCTS:TESTS TOR SPECIFIED―

MICRO― ORCANISMS

Thesc tcsts arc harmonizcd、vitll thc Europcan Phttmacopocia and thc U.S Pharmacopeia_1h`c parts or thc tcxt that arc nOt

harmonizcd arc markcd with symbois(◆  ◆ )

lINTRODUCT10N

Thc tcsts dcscribcd hcrcaftcr will allow dctcrmination of thc abscncc oi or limicd occuFCnCC OF spcciflcd micro‐ orgallisms

、vhich may bc dctcctcd undcr thc conditions dcscribcd.
r「
hc tcsts arc dcsigncd prilnarily to detcrminc、vhcthcr a substancc or prcparation complics、vith an cstablishcd spcciflcation for

microbiological quality Vヽhcn uscd for such purposcs follo、v thc instructions givcn bclo、v,including thc numbcr of sampics to

bc takcn and intcrprct thc rcsults as statcd bclo、v

′ヽltcrnativc llliCrOblological proccdurcs, including automatcd mcthods may bc uscd, prOvidcd that thcir cquivalcncc to thc

Pharmacopocial rncthod has bccn dcmonstratcd.

2 GENERAL PROCEDURES

Thc prcparation of samplcs is ctticd out 2s dcscribcd in M者ご/θb′α′cr72r″夕rar'θ″r2srs,

Ifthc product to bc cxamincd has antirnicrobial activity,this is insofar as Possiblc rcmovcd or ncutraliscd as dcscribcd in■/r_

c″θめ,α′夕/2″″Crarデ0″′2srs

IF surfacc―active substanccs arc uscd for samplc prcparation,thcir abscncc oftoxicity for micro―organisills and thcir compati一

bility vヽith inactivators uscd nlust bc dcmonstrated as dcscribed in Mic/οb′α′夕″″″??/αr'θ/7 reSrS

3 GROWTH PROMOTING ANDINHIBITORY PROPERTIES OF THE MEDlA AND SUITABILITY OF THE TEST
“
I hc ability of thc tcst to dCtcct micro―orBaniSms in thc prcscncc of thc prOduct to bc tcstcd must bc cstablishcd Suitability

lnust bc conflrmcd if a changc in tcsting pcrformancc,or thc product,、vhich lnay affcctthc outcomc ofthc tcst is introduccd

3-l PREPARA′ 「10N OF TEST STRAINS

Usc standardiscd stable suspcnsions of test strains or preparc as statcd bclo、v. Sccd lot culturc mをlintCnancc tcchniqucs

(SCCd-10t Systcms)がc uSCd SO that thc viablc micrO_organisms uscd for inoculation arc not morc thal1 5 passagcs rcmovcd from

thc original rnastcr sccd-lot

3-1-l Acrobic micro― organisllls

Grow cach ofthc bactcria tcst stttns scpttatcけ in COntancrs con面 高ng cas2カ ざり αb夕θ″ブ,評ざrb″θr力Or on casあ ?sttα  b夕θカ

ガを2sF r7gβ/at 30-35℃ for 18-24 hours.Grow thc tcst Strain for Ca″
加冴ααめたα″s scparatcly on Sabο″/α″かルメ″θsをagαr or

in Sαわο″rα″冴―aclrrひざビb/θrヵat 20-259C ttr 2-3 days



Sr6?んガοごθCc″sθ″/夕″S SuCh aS ATCC 6538,NCIMB 9518,CIP 4 83 or NBRC 13276,

Ps夕″冴θ/270″αざα夕r″g,″οsα suCh aS ATCC 9027,NCINIB 8626,CIP 82,118 orNBRC 13275,

Iなc7Pcガc/P′αごθ′′such as ATCC 8739,NCIMB 8545,CIP 53.126 or NBRC 3972)

ミα力″ο″ビ′′α2″r夕/,ca subsp_夕″rcrたα scrovar′ryphilnuriunl such as AT(〕C14028

or,as an altcrnativc,

Sα′/Pzθ″β′′α2″′夕/icα subsp θ″r2″,cα scrovar Abony such as NBRC 100797,NCTC 6017 or CIP 80 39,

Ca″冴″冴αα′b′cθtt such as ATCC 10231,NCPF 3179,IP 48.72 or NBRC 1594.

USC b擁 /2冴Sθ冴″″c〃θガ姥フⅢrο″ sθ′″r,θ″βガ スθ orP力θッカ筋2う2擁/sθ′″r,θ″〃〃 ス2 to makc tcst suspcnsions.Usc thc

suspcnsions、vithin 2 hours or、vithin 24 hours if storcd at 2 -8qc

3-1-2C′θsrri`liα

Usc C′οsr万沈″777ギβο/ogC″θSsuch as ATCC l1437 oNBRC 14293,十 NCIMIB 12343,CIP 100651)or ATCC 19404(NCTC 532

or CIP 79 3).Grow thc dosttdiぶ tcst strぶn undcr arlacrobic condtons in/2ルヮら/てβ冴727夕か″初yb/c′θs″/′冴α at 30-35k3for 24

-48 hoursァ sヽ an altcrnativc to prcparing and thcn diluting do、vn a frcsh suspcnsion of vcgctativc cclis of C′ iβο/D8e″2S,a sta‐

blc sporc suspcnslon is uscd for tcst inoculationゃThc stablc sporc suspcnsion maりbc maintaincd at 2 -89C for a validatcd pc―

riod

3-2 NECATIVE CONTROL

To vcボ母 tcsting condl,ons a ncgativc control is pcrfomlcd using thc choscn dilucnt in placc of thc tcst prcparation,Thcrc

must bc nO gro、vth oflnicro―organisms.

3-3 GROヽ VTH PROMOTXON AND INHIBITORY PROPERTIES OF THE WIEDIA

Tcst cach batch ofrcady,prcptted medium and each batch ofincdium prcparcd cithcr flom dchydrated mcdium or from ingrc―

dicnts

V C n t t  S u i t a b i c  p r o p c r d c s  o f r c t c v a l l t  m c d i a  a s  d c s c t t b c d  i n  T a b l c  4 , 0 5 - H - 1

Tablc 4 05-lI-l Crο llrん〃/θ″θ′肋3,″あわルοr/β″冴'″冴ごarルタP/針″′ガタS9r″ θttα

WIedium PropeH呼 Tcst strains

Test For bile―tolerant ttram―nettative bacteria

だ″rc/θわαcr2/′α2″/,c力″?α″″

brθr/r_J″θss2′

GrOlvth promoting ど c θカ

P θ 2/″ぞ″″οsα

Inhibitorv Sα ″/2″s

,7ο′σr r夕冴b′′夕g′llcθsC αgαr GrOwth promoting十

1ndicativc

E cο′′

P ααr″定′″θsα

rest for Est・/22ri品′a cθ"

MαcCθ/7砲ンb″θrカ GrovFthつ rOmotinR ac。 ′′

[nhibitoPマ ―景rz″r夕材s

脇 cごο″り 宅α″ Growth prOmoting十

1ndicttivc

E cο′,

Tcst For Stittθ″でrra

父ゃゃqβοrr Иαss′力αfrs Sα′″ο″夕〃α

θ″′イご/1〃7er7″brθ′/J

Growth promOting Sa′初θ″夕′′αθ″r2/′cα stェbsp 2″r夕/,ca scrov狂

Typhimurium or

Sα′″70″?′′α 夕ヵr夕/,ca subsp erPrθ/icα scrovar

Abonv

Inhibito「r Sα ″/夕″ざ

永レ′οざθ,lyS′″2,冴ビ叩 c7rθ′αr2 αgβ/ Growth promoting+

Indicativc

ScF″70″¢′′α¢″r2″′cα subsp c″r2/′ごα scrovar

Typhimurtum or

Sα7777θ″夕′′α?ヵrgricα subsp σ″r2/Fca scrovar

Abonv

Indicativc ど cθん

Tcst For PsFr4ガθ″θ″“s rr夕/″々 '″θsα

C?′〆″″′冴?βgクr Gro、、th promotinR P a2/″ぞj″θざα

Inhibito即 E cθ′,



Test fOr St住″rrッ′。c。征″Sα″アタ″S

逮α″″,rο′sα′r agar Growth promoting+

Indicativc

Sα ″″夕″s

Inhibitorv E cθ′,

Tcst fOr Crθs,,″α

沢θ′′わrc2が″β力″″わ/C′θsrガ粉α GrOwth promotin宮 Ctt s,ο/θぞ夕″夕ざ

Cθ′″初bテα αttθ/ Gro、vth DrOmOtin2 CA s,θ/ο宮夕ヵ夕S

Test for Ca″ ガ:rrrr″rb,c″″s

ざαあっ″rα″冴dcI′/οざ2あ/θrカ Growth DrOmOting Gα ′う,cθ″s

ざαbο″/α″冴冴タメレ/0ざ夕agar G r o w t h  p r o m O t i n g +

Indicativc

Gσ ′う,cα′岱

姥sttOr growth promotingク /?Pc/″たs,力?″,ダ″αttθ:inoculttc a portion ofthc apprOpriatc mcdium with a small numbcr(not

lllorc than 100 C「U)oI t`hC approprittc micro―organism.Incubatc at thc spcciflcd tcmpcrraturc for not more than thc shoHcst pc―

riod of tirnc spcciflcd in thc tcst. Clcarly visiblc gro、vth of thc nlicro‐organism comnparablc to that prcviously obtaincd、vith a

prcviously tcstcd and apprOvcd batch of mcdium occurs

控Srメ/grOwth prolnotingク /2β2/rtts,sο′′冴初2かα:pcrform surfacc‐sprcad mcthod,inoculating cach platc with a small num―

bCr(nOt mOrc than 100 CFU)of thC appropriatc micro― organism.Incubatc at thc spccincd tcmpCraturc ror not morc than thc

shortcst pcriod of tiinc spcciflcd in thc tcst.Gro、vth ofthe micro‐organism comparablc to that prcviously obtaincd、vith a prcvi‐

ousiy tcstcd and approvcd batch ofrncdium occurs.

7セげ,ら/rrP力め,rο′ソノ″qβ2/′たS,力?ク'冴ο/sθ′,冴″θttα:inOculatc thc appropriatc mcdium with at lcast 100 CFU ofthc appropri‐

atc micro―organism_ Incubatc at thc spcciflcd tclmpcraturc for not lcss than thc longcst pcriod of tilnc spcciflcd in thc tcst No

BrO V`th OFthc tcst micro―organism occurs.

7をsryb/′″かcα′,ソ2β/qρ?〃′夕ざ:pcrfom surfacc―sprcad mcthod,inoc』 ating cachがatC Wih a sm』 i numbcr(not mOrc than 100

CI]U)OfthC appropriatc micro―organismゃIncubatc at thc spcctacd tcmpcraturc For a pcriod oftimc within thc rangc spcciflcd in

thc tcst Colonics ttc comparablc in appcarancc and indication rcactions to thosc prcviously obtaincd、vith a prcviously tcstcd

and approvcd batch ofrncdium.

3-4 SUITABILITY OF THE TEST METHOD

「or cach product to bc tcstcd pcrforlll samplc prcpttation as dcscribcd in thc rclcvant paragraph in scctiol1 4 フtヽld cach tcst

strain at thc timc of mixing, in thc prcscribcd Bro、vth mcdium. Inoctllatc thc tcst strains individually. Usc a numbcr of ml―

cro―orgallisms cquivalcnt tO notinorc than 100 CFU in thc inocutatcd tcst prcparation.

Pcrlbrm thc tcst as dcscribcd in thc rclcvant palagraph in scction 4 using thc sholtcst incubation pcriod prcscribed_
・
l hc spccincd lnicrO―Organisms must bc dctcctcdvヽith thc indication rcactions as described in scction 4

Ally antimicrobial activity ofthc product nccessitrates a modiflcation ofthc tcst proccdure(scc 4-5-3 of Arrご″θぁ′α′r_r′7″7772/α―

r′θ/77をsrs).

I「for a givcn product the antimicrobial activity 、vith rcspcct to a micro―organism for、vhich tcsting is prcscribcd cannot bc

ncutraliscd,thcrl it is to bc ttsumcd that thc inhibitcd nlicro‐organisnl、vill not bc prcscntin thc product

4 TESTING OF PRODUCTS

4-l Bile―tolerant gram―negative bacteria

4-1-l Saコnple prcParatiOn and pre―incubatio■

PrcParc a sanlplc using a l in 10 dilution Of not icss than i g ofthc product to bc cxamincd as dcscribcd in Micrθb′α′2″Pr―

/7rご/arrr2″ど2sな,b[lt using oαざが″sのノθう?α″どをCざよう/θ′力as the choscn diluent,mix and incubatc at 20-259C ttr a timc suttcicnt

lo rcsuscitatc thc bactctta but r〕ot suttcicnt to cncouragc multiplicatiOn of thc organisms(uSually 2 hours but not morc than 5

hours)

4-1-2 Test for absence

Unicss othcr、visc prcscribcd usc thc volumc corrcsponding to 13 ofthc product,as prcparcd in 4-1-l to inoculatc 2/Pr2/θうαcre_

声β2/1′‐'ごみ″夕″rう′″θr71 MOざs冴.Incubatc at 30-35R3 for 24-48 11ours Subcuiturc on platcs ofソ ′οたr″でがわ′ルg′″cθse aga/ 1n―

cubatc at 30-35qc ibr 18-24 hours
'I hc product complics、

vith thc tcst ifthcrc is no gro、vth of colonics.



4-1-3 Quantitative test

4-1-3‐l Setection and subculture

inoculatc suitablc quantitics Of 2″r¢/οbθcrc/,α夕″/,c力″夕/2′b/θ′72-MOss2′、vith thc prcparation as dcscribcd undcr 4‐1-l and/or

dilu60ns of it cOntaining rcspcctivcly O.lg,0.01 g and 0 001 g(or O.l mL,001 mL and O,001 mL)ofthC prOduct to bc cxaln―

incd I1lcubatc at 30-35qc for 24-48 hours.Subculturc cach ofthc ctllturcs on a platc Ofソ′θ′¢′/タブb,たg′P/cθJ夕aga/.Incubatc

at 30-35°C for i8-24 hOurs_

4-1-3-2 1nterpretatiOn

Gro、vth of colontcs cOnstitutcs a positivc resuit,Notc the smallcst qtlantitt of the product that givcs a positive rcsult and the

largcst quantity that givcs a ncgativc rcsuit,Dctcrminc flHom Tablc 4.05-Il‐2 thc probablc numbcr Of bactcria,

Tabに4.05‐n-2 rrP′??/2rαr,θ″ヴ/?S″′/ざ

Rcsults for each quantitv oF product Probable number of bacteria

0 . 1宮o r  O , l m L 0.01 2 0rO.01■ lL 0.001 2 0r O.001 mL Per graHl or inL of product

十 十 + morc than 103

十 十
lessthan 103 and mOrc than 102

十 lessthan 102and mOrc than 10

lcss than 10

4-2どM・/22ガCrrた,ごθ″

4-2-l SttnlPle preparation and Pre―incubatiom

Prcparc a samplc using a l in 10 dilution of nOt icss than l g ofthc product tO bc cxamincd as dcscribcd in Mic〆οあ′α′?″″―

″σ′々αrr O″rcsrざar〕d usc 10 mIフor thc qualltity colresponding to l g or i mL to inocuiatc a sukablc amount(dcterrllincd as dc‐

sttbcd undcr 3-4)Ofc客 が″ざりαあ夕α″劣採Srレ。rヵ,mk alld incubatc at 30-35℃ for 18-24 hours,

4-2-2 Selection and subcuiture

Shakc thc contぶncr,tla1lsttr i mL ofc俗2,″s?ノαb夕α″流坪srレοれ 10 100 mL of舟イαcCο″たくノう声Or力and incubatc at 42-44R3

丘)r24-48h()urs Subcuiturc On a platc ofMccCθ ″権ソqgα/at 30-359C for 18-72 hours,

4-2-3 1nterpretation

Gro、vth of co10ntcs indicatcs thc possiblc prcscncc ofE cθ′,.This is lonflrmcd by idcntincation tcsts

l hc product complics、vith thc tcst ifno colonics ttc prCSent or ifthc idcntiflcation tcsts arc ncgativc

4-3 SrrrrPrθ″ιrrrr

4-3-l Saコnple preparation and Pre―incubation

Prcparc thc prodtict to bc cxaHlincd as dcscribcd in 4//rcrθb′θ′夕″″″αttαr'ο″r2srs ttd usc thc quantity corrcsponding to not lcss

than 10 g or 10 mL to inoculatc a suitablc amount(dctCrmincd as dcscribcd undcr 3、4)ofc徳 を'″ざ?ノα b2α″ダ,8esr b/θr力,mix alld

incubatc at 30-35°C R)r18-24 hours

4-3-2 Selection and subcuiture

Transttr O_l mlフofcがで,″sのノαわgα″J2g2sr b/θr力t01o mL of沢 ゃゃQυθrチ施SS'′′α冴なSαr7″ο″c′′αで72ガC77″72″rb/θ′77 and incu―

b a t c  a t  3 0 - 3 5℃for 1 8 - 2 4  h o u r s  S u b c u i t u r c  o n  p l a l c s  o fェ/わ髭,ヶs′″σ,た。ヮC力ο′冴2 αgα/1ncu b a t c  a t  3 0 - 3 5℃for 1 8 - 4 8
hours

4-3-3 1nterpretation
オ
ihc possible prcscncc ofSatttθ″θ′′α iS indicatcd by thc gro、vth of、vc11-dcveloped,rcd colonics,、vith or without black ccntrcs,
′
「his is conflmcd by idcntification tcsts

Ih`c product complics、vith thc tcst if colonics ofthe ttpeS dCSCribcd arc not prcscnt or ifthc conarmat。,y idCntiflcation tcsts

arC nC8atlvc

4-4 Psで″〃θttο″αF βで″″b9′″θSrr

4-4-l Sample prcparation and pre― incubation

Prcparc a sample using a l in 10 dilution of not icss than 1 8 ofthc product to bc cxamincd as dcscribcd in MicrοbFα′夕″2r―

″?り力βrrr9 ′々でざrs and use 10 mL or thc qualatiけcorrcsponding to l g or i mL to inoculatc a suitablc amount(dctCrmincd tt dc―

scribcd tindcr 3-4)of caSケ″S?ノαわ2α″汽彗 s,b/οr力and mix,Whcn tcsjng transdcrmal patchcs,iltcr thc volumc of samplc cor‐

rcsponding to l patch of the prcparatton dcscribcd in舟々c/θあ,α′θ″″//2θ″αr′ο″姥srs(4-5-1)thrOugh a stcrilc flitcr lncmbranc and

placc in 100 mL ofcas?れ sヮα b2α″浸tttcsr brθr力Incubatc at 30-35℃ for 18-24 hours

1 0



4-4-2 Selection tlnd subculture

Subculturc On a platc ofcc′/,777たたagα/and incubatc at 30-35RC for 18-72 hours.

4-4-3 1nterpretatiOn

(〕ro、vth Orc。1。nics indicates thc possiblc prcscnce ofP α 2/2/g,″οざα This is cOnarmcd by idcntincation tcsts.

rhc product complics with thc tcst ifco10nics arc not prcscnt Or ifthc cOnSrrllatOry idcntiflcation tcsts arc ncgativc,

4 5 StapりあでθCC″s″″ァ働S
4-5-l Sample Preparation and pre―incubatiOn

Prcparc a sampic using a l i13 10 dilutiOn of no[lcss than l g ofthc prOduct to bc cxa■lincd as dcscribcd in Miヶοb力′夕/72r―
″grar,θ″rθざな and usc 10 mL or thc quandtt cOttCSponding t0 1 8 0r l mL to inoculatc a suitablc amOunt(dctCrlllincd as dc_

scttbcd undcr 3-4)of c容 ビテ″Sのαみでα″ダィ評s′う/θrんand hOmOgcnisc.Whcn tc胡 ng transdcrm】 patchcs,塩lcr thc v01umc of
sampic corcspOnding to l patch Of thc prcparation dcscribcd in〃 た″οぅ,θ′θ″″″2/αr′θ″ァタざな (4-5-1)thrOugh a stcrilc flitcr
mcmbranc and placc in 100 mL ofc徳 所″sヮαうαα″"野 srあ′

力οれ`Incubatc at 30-35℃ for 1 8-24 hours

4-5-2 Selection and subcuiture

Stibcuiturc On a platc of″α″″,lθ′sクルαgα/and incubatc at 30-35qc ftjr 18-72 hOurs

4-5‐3 1nterPretatiOn

l hc possibic prcscncc of i a″/2″s is indicatcd by thc grO、vth of ycl10、v/、vhitc c01onics surrOundcd by a ycHo、v zOnc.This is

conttrmcd by idcntiflcation tcsts

Thc product complics with thc tcst ifc010nics Ofthc ttpcs describcd arc not prcscnt or ifthc cOnflrmatOry idCntiflcatiOn tcsts

arC FlCgativc

4-6 Crθsr/ir/ia

4-6-l SaHllPie preparation and heat treatment

PrcParc thc productto bc cxamincd as dcscribcd in Micrθbテθ′2/2″″?θrαr'θ″rcsrs

rakc 2 cqtlal poltions corrcsponding to not icss than i g or l mL Ofthc product to be examincd.IIcat i poltiOn at 80'C おr10

min and c001 rapidly_Do nOt hcat thc othcr portion.

4-6-2 Sciection and subcuiture

l r`ansttr ・thc quantity corrcspOnding t0 1 g or l nlL ofthc product to bc cxamincd from.cach of thc mixcd portions to 2

containcrs(38 mill x 200 mm)Or othcr containcrs containing 100 mL of/が均らrc2冴″θ冴″″stt C′οSrr,かα,Incubate undcr an‐

acrobic conditions at 30-35qc for 48 hours Ancrincubation,make subculturcs from cach tubc oll CθrP7″b′α αgar and incubatc

undcr anacrobic conditions at 30--35qc for 48 hotlrs.

4-6-3 111terpretation
′
「hc occurrencc ol a`nacrObic gro■vth of rods(With Or without cI】dosporcs)giVing a ncgative catalttc rcaction indicates the

prcscncc Oli C'!οsrr′ダ′α.

If no anacrobic gro、vth of inicro―organisms is dctcctcd on Cο′″′77あ'α agar Or thc catalasc tcst is positivc,thc product complics

witll thc tcst

4-7 Cti″″力rrr α′ぅ′crr″F

4-7-l SamPle preparation and pre― incubation

Prcparc thc product to bc cxamincd as dcscribcd inフけ方crθう,θr 2″″〃?2/ar'οヵ′2srs and usc 10 mIッor thc quantity corcsponding

to lloモlcssthan i g or i mIフto inoculatc 100 mL ol'Sabθ″rα″あldclrrθsc b′々θ/んand mix,Incubatc at 30-35qc for 3-5 days.

4-7-2 Selection and subcuiture

Subctliturc on a platc ofSabθ″/αrr冴―冴αW/θs2 αgαr and incubatc at 30-359C For 24-48 hours

4-7-3 1nterpretation

C,ro、vth of、vhitc colonics nlay indicatc thc prcscncc of(ブ α′う,cα″s,1 h`iS is conarmcd by idCntittcation tcsts.
オ
「hc prodtict conlplics、vith thc tcst ifsuch colonics arc not prcscnt or ifthc contlrmatoりidcntiflcation tcsts are negativc

r/2g/r2′′θw′竹 Pcr'θ″′sgルを″乃r,汐 /″ar,θ″

5 RECOMMENDED SOI″ UT10NS AND CULTURE MEDIA

l hc魚)1lo、ving solutions and cuiturc mcdia havc bccn found satisttttoE/for thc purposcs for、vhich thcy arc prcscribcd in thc

tcst fOr microbial contamination in thc Pharmacopocia.Othcr rncdia may bc uscd if thcy havc silllilar gro、vth promoting and in‐

hibitoりpropCrtics.

ざrθcため鳴電/sοれrFθヵ.Transttr 34 g of potassium dihydrogcn phosphatc to a 1000 mL volumctric aask,dissoivc in 500 mL of

ptl高Scd wをiter,adiusttO pH 7 2± 0 2 with sodium hydroxidc,add pllrined watcr to volumc and mix.Dispcnsc in containers and

s t c r i l i z c  S t o r c ■a  t c n l p c r a t u r c  o f  2 - ぱC

1 1



P力οw力αr2かぁ筋彦″ざοわ″ο力βrrえ2

Prcpare a mixturc ofputtScd watcr alld stock buttr soluhOn(800:1″りand stCdlizc.

ど明脅/2冴Sο冴″″c力′οガたィγμο″夕Sο′27rわ″〃〃zθ

Potttsium dihydrOgcn phosphatc

Disodium hydrOgcn phOsphatc dihydratc

Sodiunl chloridc

PcptOnc(lllCat or cascin)

Purincd wttcr

Stcrilizc in an autoclavc using a validatcd cycic

Casc′″sQンαあ2α/2が,gesrか′″οr/P

I〕ancrcatic digcst ofcascin

Papaic digcst Ofsoya bcan

Sodiu■l chloridc

l)ipotassium hydrogcn phosphatc

GlucOsc inonohydratc

Purincd、vatcr

Attust thC pII so that atcr stcrilization it is 7 3‐

3 6 g

7.2 g cquivalcnttO

O_067 rllol phosphatc

438

1,Og

1000 mL

1 7 , O g

30g

50g

25B

25g

1000 mL

±0 2 at25歓3,Stcrilizc in an autOclavc using a validatcd cycic

働 sが″sりα b2α″冴g夕sr牲 ク/

Pancrcatic digcst ofcascin

Papaic digest of soya bcall

Sodiulll ch10ridc

Agar

Purincd、vatcr

A t t u s t  t h C  p H  s o  t h a t  a f t c r  s t c r i l i z a t k ) n l

Scあθrrrα2rι7冴θヌr/θJ夕αgθr

G11lcOsc

4ヽixturc Of pcptic digcst()f animal tissuc and pancreatic

Ofcてlscin(1:1)

ン`gar

1 5 0 g

5 0 g

5 _ O g

15_Og

1000 mIン

is 7 3±0 2 at 25qc stcrilize in an autociavc using a validatcd cyclc

1)uriflcd、vatcr

Attust thC pH sO that aller stclilizajon it

Fθ′αrο ttθメヵ“θざ夕復gα戸

InSusion l子Oin potatocs

GlucOsc

ァヽ3ar

Puriticd water

Attust the pII so that alicr stcrilization l

Saわθ″′'α2r冴―工ぶr/οsθ brοrカ

Glucosc

Mixturc ofpcptic digcst ofanilnal tissuc

o f c t t c i n ( 1 : 1 )

Purincd、vatcr

400g

digcst    10_Og

150g

1000111L

at 25'C.Stcrilizc in an autoclavc using a validatcd cycicis 5 6±02

200g

200g

1 5 , O g

1000 1nlフ

is 5 6±0 2 at25°C.Sterilizc in an autoclavcusing a validated cycic

200g

pancrcatic digcst    100 g

1000 mL

is 5.6±0 2 at25°C Stcrilizc in an autoclavcAdlust thc pH so thtt aRcr stcttlizatlon it using a validatcd cyclc



ど″′β/οわαcrβ″′α夕″/,c力″72/2rう/ο′/2-紙6SS夕′

Pancrcatic digcst Ofgclatin

Glucosc rnonohydratc

Dchydratcd Ox bilc

I〕otttsium dihydrogcn phOsphatc

Disodium hydrogcn phOsphatc dihydratc

Brilliant grecn

Puriacd、vatcr

AdiustthC pH sO that aFlcr hcating itis 7 2±02

/′ο′夕r rcプb′′夕g′″cοso αgα/

Ycast cxtract

Pancrcatic digcst Of gclatin

Bilc salts

Sodiunl chioridc

Glucosc rnonohydrate

′ヽ8ar

Ncutral rcd

Crystal violct

i〕uriticd、vatcr

AttustthC pII sO that altcr hcating it is 7 4±02

舟イαcCθ″々ンb/οrヵ

Pancrcatic digcst ofBclatin

I′actosc monohydratc

Dchydratcd Ox bilc

Bromocrcsol purplc

Purincd、vatcr

Adiust thC pH so that atcr stcttlization it is 7 3

1 0 , O g

5 0 g

20.Og

20g

8.OB

15 mg

1000 mL

at 259C,Hcat at 100'C for 30 min and c001immcdiately

30g

70g

15g

50g

100g

15.Og

30 mg

2 mg

1000 mL

at 25RC.IIcat tO bolling:dO not hcat in an autOciavc.

20.Og

10.OB

5.Og

10m8

1000 mL

±0 2 at 25qc.stcrilizc in an aじtOclavc using a validatcd cycic.

脇 cごο″り 竹α/

Pancrcatic digcst Ofgclatin

Pcptoncs(lnCat and cascin)

上フactosc monohydratc

Sodiunl ch10ridc

Bilc salts

r gヽar

Ncutral rcd

Crystal violct

Purincd watcr

Adlust thc pH sO that aRcr stcrilization it is 7 1■0 2 at

ciavc using a validatcd cyclc

ズq″りqβο″ri′αss,′テαdis Sα′r770″θ′′αE″/,c力″2″r』″ο′カ

Soya pcptonc                                            45g

4ヽagncsiunl chloridc hcxahydratc                           29 0 g

Sodiunl chloridc                                          80g

Dipotassium hydrogen phosphatc                            o48

PotFぶsitim dihydrOgcn phosphatc                            o6g

Malachitc grccn                                       36 mg

Puri「lcd watcr                                lo00 mL

Dissolvc,warming slittt,StcriliZc in an autodavc uttng a vぶidatcd cyctc,at a tcmpcrtturc not cxcccding l15℃.「hc pH is
to bc 5 2±0 2 at25歓3 artcr hcating and autoclaving.

1 7 0 B

3 0 g

1 0 0 g

5 0 g

1 5 8

1 3 5 8

300 mg

l mg

1000 mL

259C Boll lbr i min、 vith cOnstant shaking thcn stcrilizc in an auto―



/1j′οs2,ぅパ'″で,たリノCんOttr2 αgα/

Xylosc

L‐Lysinc

Lactosc lnonohydratc

Sucrosc

Sodiulla ch10ridc

Ycast cxtract

Phcnol rcd

ノ`gar

Sodium dcOxycholatc

Sodium thiOsuliあtc

Ammoniuin iron(I」)CitratC

Purilicd watcr

Attust thC pFi so that attcr hcatlng it is 7 4±0 2 at25℃

in an autociavc.

Ccrr′″?′冴タクgα/

Pancrcatic digcst ofgclatin

4ヽagncsiulll ch10ridc

Dipotassium sulfatc

Cctdmidc

Agar

Puriflcd、vatcr

Glyccrol

Ma72″Frο′,α′r ttgar

Pancrcatic digcst of cttcin

Pcptic digcst ofanilnal tissuc

Bccf cxtract

D―`4annitol

Sodiunl chloridc

Agar

Phcnol rcd

Puri「lcd、vatcr

IIcat to boiling

using a validatcd

RがギOrCタダ′″?沈″初_/o′
“C′οsr/rかθ

Bccfcxtract

PcptOnc

Ycast cxtract

Soltibic starch

Glucosc nlonohydratc

Cystcinc hydrochloridc

Sodiunl chloridc

Sodium acctatc

Agar

Purilicd watcr

IIydratc thc agar,

is about 6 8±0 2 at

ごθ′″″7b′θ αttar

1 4

3 5 g

5 0 g

7 5 g

7 5 g

5 0 g

3 0 g

80 1ng

1 3 5 g

2 5 g

6 8 g

0 8 g

1000 ml″

Hcat to bolling,cool

20_Og

l _ 4 g

1 0 _ O g

0 3 g

1 3 . 6 g

1 0 0 0  m L

1 0 . O  m L

[o509C and pour into Pctri dishcs_Do llot hcat

IIcatto boiling for i min wtth shaking.Adiust thC pH so thtt attcr stc14ilization it is 7 2±0_2 at 25qc stcttlizc in an autoclavc

using a validatcd cycic

5 0 g

5 _ O g

1 0 g

100g

750g

15,Og

25 mg

i000 mI′

for i min with shaking Adiust thC pH so that aflcr sterilization itis 7 4±02/at 259C Stcrilizc in an autociavc

cycic

1 0 0 g

10,Og

3 0 B

1 0 8

5 0 g

0 5 g

5 0 g

3 0 g

0 5 g

1000m[ソ

dissolvc by hcating to bolling with continuous stirring lfncccssaり ,adlust thc pH so that attcr stcrilizaton it

259C Stcrilizc in all autOctavc using a validated cycic



Pancrcatic digcst ofcttcin

Mcat pcptic digcst

IIcalt pancrcatic digcst

Ycast cxtract

Com starch

Sodium ch10ridc

ノヽgar,according to gclling po、vcr

Puriflcd、vatcr

10,Og

5 0 g

3 . O g

5 . O g

l . O B

5 0 g

100gto 15 0g

1 0 0 0  m L

Hydratc thc ag釘,dissolvc by hcating to boiling wtth cOntnuous stirttng.If ncccssaり,adiust thC pH so that attcr stcrilization“

is 7 3±0 2 at 25RC Stcrilizc in all autoclかvc using a validatcd cyclc.ノ【1lo、v tO coolto 45 -50°C;add,、vhcrc ncccss劉けっgcn―

tamicin sul偽tc corcsponding lo 20 rng of gcntamicin bttc alld pour into Pctri dishcs.



12.Ⅳ質icrobial Attributes of Nonsterile Pharmaceutical Products

This tcst is harmonizcd、vith the Europcan Pharmacopocia and thc U,S,Phamacopcta Thc parts ofthc tcxtthat arc

not harmonizcd arc markcd whh symbols(・ .)

Thc prcscncc of ccltain micro―organisms in non‐stcrilc prcparations may havc thc potcntial tO rcducc or cvcn

inactivatc thc thcrapcutic activity of thc product and has a potcntial to advcrscly affcct thc hcalth of thc paticnt.

Mlanufacturcrs havc thercfOrc to cnsurc a lo、v bioburdcn offlnishcd dosagc forms by implcmcnting curent guidclines on

Good MIanuFacturing Practicc during thc manufacturc,storagc and distributlon of pharmaccutical prcparations,◆1 h`is

chaptcr providcs guidclincs for acccptablc limis of viablc micro―organisms(bactCtta alld fllngi)cxishng in ra、v

matcrials and nonstcrilc phalrnaccutical products. Microbial cxamination of non―stcrilc products is pcrttrmcd

according to thc mcthods givcn in Microbiological Examination Of NOn‐stcrilc Products <4.05> on l1//Jc/θう′α′

筋 ″/22ケαr′θ″員不なand ttSな乃/シ ¢c"タブ肋'C/θ―θ/ga力な″s。
・
Whcn thcsc tcsts arc cattcd out,a microbi』 control

progam must bc cstablishcd as an impoltant part of thc quality managcmcnt systcm of thc product Pcrsonncl

rcsponsiblc for conducting thc tcsts should havc spccializcd training in■licroblology, biosafじty mcasurcs and in thc

intcrprctation ofthc tcsting rcsults. ◆

・
1.  Deinitions

l l  Non‐stcrilc pharmaccutical products:Noll―stCrilc drugs sho、vn in monographs ofthc JP and non―stcrilc flnishcd

dosagc forms

12  Ra、v matcrialsi A11 lllatcrials,including ra、v ingrcdicnts and cxcipicnts)uscd for thc Prcparation oF drtlgs,cxcCpt

for watcr and gascs

13  Bloburdcn:Numbcr and typc ofviablc rnicro‐organisms cxisting in non―stcrilc pharlllaccutical products

14  Action icvcisi Establishcd bioburdcn icvcls that rcquirc immcdiatc follo、v―up and corcctivc action it‐thcy arc

CXCCCdCd

15  ptlcrt lcvcls:Establishcd bioburdcn lcvcls that givc carly、varning ofa potcntial drift f1401n nOrTIlal bioburdcn icvcl,

but、vhich arc not ncccssaりgrounds ttr dcrlnitivc corrcctivc action,though thcy may rcquirc follo、v―up invcstigation_

1 6 Quality managcmcnt system:Thc proccdurcs,opcration mcthods and organiz述 10nal strilcturc of a manllfacturcr

(inCluding rcsponsibilitics,authoritics and rclationships bct、vccn thcse)ncCded to irnplcment quality IIlanagcmcnt,

2.  Scope

ln gcncral,thc test for total viablc acrObic count is not applicd to drugs cOntaining viablc■licro―organisms as an

active inBrcdicnt

3.  Sampling plan a,d frequency oftesting

3 1 Sampling mcthods

Microbial contaminants arc usually not unifonnly distributcd througllout thc batchcs of non―stcrile pharmaccutical

products or ra、v inatcrials. ン ヽbiascd sampling plall, thcrcforc, cannot bc uscd to cstilllatc thc rcai bioburdcn in thc

product A sampling plan、vhich can propcrly rcncct the status ofthc product batch should bc cstablishcd on the basis

of thc bioburdcn data obtaincd by rctrospcctivc validation and/or concurrcnt validation ln gcncral, a l1lixturc of

samplcs randomly takcn flom at icast dieterent thrcc portions,alinost thc samc amount ftjr cach portion,is uscd fol‐thc

tcsts ofthC product M′hcn thc sttpling is difflcult in a clcan arca,spcctai carc is rcquircd during sampling to avoid

intrOdLiCing ■licrobial contalalinatiOn into the product or affccting the naturc of thc product bioburdcn lf it is

conirmcd that thc product bioburdcn is stablc for a ccrtain pcrlod,asin thc casc of non―aqucous or dricd products,it is

not ncccssaりto do thc tcsts,inlmcdiatcly aftcr thc sampling

3 2 Tcsting frcqucncy

Thc frcqucncy ofthc tcsts should be cstablishcd on thc basis ofa varictt Offとctors unicss othcnvisc spccincd Thcsc

tactors incllldc:

a)DOSagc ttrms of non―stc五ic pharmaccuttc』products(usttC);

b)Manufactuttng proccsscsi

C)Mallufactuttng icqucncy;

d)Charactcristics of raw matcrials(natural raw mratcrial,synthctic compound,ctc);

C) I〕atCh Sizcs;



O VattattOns in bioburdcn cstimatcs(chalagcs in batchcs,scasonal variations,ctc_):

3) Changcs affccting thc product bioburdcn(changcs in Rnanufacturing proccss,Supplicr of raw matcrials,batch

numbcr ofraw matcrials,ctc);

h)OthCrs.

In gcncral,thc tcsts may bc pcrfOrmcd at a hiell frcqucncy duttng thc initial production ofa drug to gct infomation

on thc microbi010gical attributcs Ofthc product Or ra、v lnatcriais uscd for thc production,Ho、vcvCr,this tcqucncy may

bc rcduccd as bloburdcn data arc accumulatcd thI・ough retrospcctivc validation and/Or concuFCnt ValidatiOn. For

cxamplc,thc tcsts may bc pcrfomcd at a frcqucncy bascd on timc(c,g。 ,WCckly,monthly or scttonally),Or On

altcmatc batchcs、

4.  MicrObial control program

Vヽhcn thc ・`Microblological Examinat10n Of Non―Stcrilc Products<r/θj>"is applicd to a non‐stcrilc pharmaceutical

prOduct,thc mcthods fOr thc rccOverr,CultivatiOn alld cstil■latiOn ofthc biOburdcn f10m thc product must bc validatcd

and a ttMicrobial control progranl"cOvcring thc itcms listcd bclo、v must be prcparcd.

a) Sublect pharmaccutical namc(prOduct nallle);

b) Frcqucncy ofsampling and tcsting;

C) Sampling mcthods(inCluding rcsponsiblc pcrson,quantity,cnvironmcntぅ ctc_br sampling);

d)Transttr mcthods ofthc samplcs to thc tcsdng arca(including storttsc condttiOn undi thc tcsts);

C)TrCratmcnt ofthc samplcs(rCCOVcり mcthOdS OfmicrObial contaminants);

o Enumcr筑 lon of viablc micro―organisms(inCluding tcstng qualltiけ,culture media,growth―suppolting tcst of the

mcdiュ culturing mcthods,ctc.);

g)Dctcction of spccincd micr。_。rganisms(inCluding tcsting quantiけ,culturc mcdia,growth―supportillg test of the

mcditt cul的ring mcthods,ctc.);

h)EStimation ofthc number ofand charactcrization ofmicrobial contaminants;

i)Establishmcnt of“Mにrobi】acccptancc ctttc点ゴ
'Gncluding alcrt lcvd and actton lcvel);

j)Actons to bc takcn whcn thc lcvds cxccCd“Microbial acccptancc ctttctta";

k) PCrSOns rcsponsiblc for thc tcsting and cvaluation,ctc;

|)OthCr ncccssaり itCms◆

5。  Microbial acceptance criteria for non―sterile pltarmaceutical Products

By cstablishing t`Microbial acccptancc critcria'｀for non―stcrilc pharmaccutical products bascd upon thc total acrobic

microbial count(TAMC)and thC total combincd ycasts/moulds count(TYMC),◆h iS possiblc to cvaluatc at thc inlial

proccssing stagc of thc product 、vhcthcr thc microbiological quality of thc ra、v matcrials is adcquatc or not,

Furthcrmorc, it is thcn possiblc to implcmcnt appropriatc corrcctivc action as nccdcd to maintain or inlprovc thc

microbiological quality of thc product,.Thc targct limits of microbial lcvcis for raw inatcttals(Synthctic compounds

and mincrals)arc ShOWn in Tablc l.
・In gcncral, synthctic co口nPOunds llavc lo、v bloburdcn lcvcls duc tO thc high tcmpcraturcs,orgallic solvcnts, ctc_,

uscd in thcir manuttcturing proccsses. Ra、v matcriats originatcd 貯olll plants and aniinals in general havc highcr

bioburdcns than synthctic compounds
'「
hc microbial quality of the city、vater or purifled、vater used in the proccssing of active ingredients or non―sterilc

pharmaccuticals may havc a dircct cffcct on thc quality ofthc flnishcd dosagc forrn ′rhis mcans itis ncccssa●y to kccp

thc icvcl ofrnicrobial contaminants in thc、vater as lo、v as possibic◆

Acccpt[ncc critcria for nlicrobiological qualiけfor nOn‐stcrilc flnishcd dosagc forms are sho、vn in Tabic 2 ・Thcsc

micrObial llmits arc bascd prilllarily on the ttpe of dosagc iorlll, 、vatCr activity, and so on For oral liquids and

pharmaccutical products having a high、vatcr activity,in gcncral,lo、v microbial acccptancc critcria arc givcn◆

T a b l c  l  A c c c p t a n c c  c r i t c t t a  f o r  M i c r o b i o l o g i c a l  Q u a l i t t  O f N o n―S t c r i l c  S u b s t a n c c s  f o r  P h a r l l l a c c u t i c a l  u s c

Total Acrobic       Total Combincd

M i c r o b i a l  C o u n t     Y c a s t s / M o u l d s  C o u n t

(CFU/g or CFU/mIフ)  (C「 U/g Or cFU/mL)

Substanccs for pharmaccutical usc            1 03 102



‐
rablc 2 includcs a list Of spcciflcd micrO―organisms for、vhich acccptancc critcria arc sct.Thc list is llot ncccssarily

cxhaustivc and fOr a givcn prcparation it rnay bc ncccssary tO tCSt for othcr rnicro‐organisms dcpcnding on thc naturc of

thc starting rnatcrials and the rnanufacturing proccss

Tablc 2.一 方cc?′ α″c夕 Cガ rヶ ,α乃 /″ 'C/θう,θ′ogrごθ′?″αアゥ ヴ カθ″ Sr2ガた め ざαgマ乃 /″ざ

Total Acrobic      TOtal Combincd

Routc ofadlllinistration Microbial COunt     Ycasts/Moulds COunt      Spccincd Micr。 ‐Organism

(CFU/8 or CFU/mL)(CFU/g or CFU/mL)

103Non―aqucous

prcparations for oral usc

1 02          Abscncc OfEscカタ/′ごんJα cο′′

( l g O r i  n L )

7 qヽucous prcparations

for oral usc

101          Abscncc ofEsご7Pで/,c/r,α cθ′′

(lgOri mL)

Rcctal usc 1 0 2      _

O r o l l l u c o s a l  u s c

Gingival usc

Cutancous usc

Nasal usc

ノ代uricular usc

1 0 2 101     Abscncc of齢 ?り ′θcθCCパ θ″戸夕″S

( 1  3 0 r i  m L )

Abscncc ofPsで″♂θ″?θ″αs α2r″rg,″θsα

(lgOrl mL)

Vaginal usc 102 1 01         Absence ofPs夕 2/冴θ″ο/7αS ag/″gデ″οsα

(lgOri mL)

Abscncc of齢 ?/r/′οcθcc″Sα″″″S

(180ri mL)

ノ【bscncc oF CO/Pθttda α′あ,ca″s

( 1 8 0 r i  m L )
′
rransdcrmat patchcs

(limiS fOr Onc patch

including adhcsivc laycr

and backing)

1 01    Abscncc ofS″切り′θcθCC″Sθ″r2″s

(l patCh)

Abscncc ofPs2P/冴θ″θ″αs α?/P/g′″θSα

(l patCh)

Inhalation usc(spCCia1          1 02                101         Abscncc OfSrqβ ン々アθCθCC″Sα″r2″ざ

rcquircmcnts apply to                          (180ri mL)

liquid prcparatlons for ンヽbscncc ofPsc″冴o″θ″αS αCrr/g′rPθsα
ncbulization)

( l  g O r l  m L )

Abscncc of bilc‐tolcrant gram―ncgativc

bactcria(lgOrl mL)

Ifit has bccn sho、vn that nonc of thc prescribcd tcsts、vill a1lo、v valid cnumcratiOn Of lnicro―organisms at thc icvcl

prcscribcd, a validated mcthod、vith a limit of dctcction as closc tt possiblc to thc indicatcd acccptancc critcrion is

uscd

ln addition to thc micro―organisms listcd in Tablc 2,thc si3ni「lcancc of othcr lalicro-Organisms rccOvcrcd should bc

cvaluatcd in tcrms oi

・ thc usc of thc productt hazard varics according 10 thc routc of admillistration(cyC,nOsc,rcspiratory tract);

・ thc naturc ofthc producti docs thc product support gro、vth,docs it havc adequatc antiinicrobial prcscrvation?

・ thc mcthOd of application;

・ thc intcndcd rccipicnti risk may diffcr fOr nconatcs,inrants,thc dcbilitatcd

● usc ofimIIlunosupprcssivc agcnts,coAicostcroids;

・ prcscncc ofdiscase,、vounds,organ damagc.

WVhcrc、varrantcd,a risk‐bascd ttscssmcllt ofthc rclcvant Factors is conductcd by pcrsonncl、vith spccializcd training

in microbiology and thc intcrpretation of microbiologicat data For ra、v matcrials,thc asscssmCnt takcs account of

proccssing to which thc product is suttcctCd,thc currcnt tcchnology of tcsjng and thc availability Of lllatcrials or thc



dcsircd quality.Acccptancc critcria arc bascd on individilal rcsuits or on thc avcragc ofrcplicatc cOunts、vhcn rcplicate

counts arc pcrformcd(c.g dircct plahng mcthOds).

Whcn m acccptancc critcHon for microbi01ogical qualiけ is prCSCribcd it is intcttrCtCd as foliows:

一-101 CFU:mぶ imum acceptablc cOunt=20,

_ _ 1 0 2  c F U : mゅ( l m u m  a c c c p t a b l c  c O u n t = 2 0 0 ,

__103 cFU:maximum acccptablc count=2000,and so fbrth.

・6.  AcccPtance criteria for herbal drugs

「argct linlits Of microbial contamination fOr hcrbal drugs and herbal drug containing prcparations arc sho、vn in

Tablc 3 Catcgoり  l indicatcs hcrbal drugs and their prcparations to 、vhich bOiling watcr is addcd bcforc usc, and

CatC80ry 2 indicatcs Othcr hcrbal drugs alld thctr prcparations,In this guidclinc,cntcrobactcria and Other gram―ncgativc

bactcria, Esc/22/FC72'α Cθ′ぇSa′″7θ″夕〃α, and Sr99771/′OCοcc″sα″/2P/S are mcntioncd as spccined micr。_organisms, but

Othcr nlicro―orgallisms such as certain spccics ofβθご′〃″sc夕r¢rrs,C′οざ″/テ冴,α,Ps夕″冴οttθ/2αS,』″ァ々たんθ′冴夕r′α,カッg/2g″′′″s

andご ″rθ″θbac′夕rギρ夕ご′2S arc aiso ncccssacF tO bc tcstcd dcpcnding on thc Origin ofthc herbal drug ra、v matcrials or

thc prcparation illcthod ofthc prcparations◆

・
Table 3.   Acccptancc critcria for hcrbal drugs and thcir prcparations

Mcro―orgattsms  cF梶
熱 llllL)cS8紬 mL)

Acrobic bactcria                 lo7               1 05

Molds and ycasts                  1 04                1 03

晋 酷 粗 暑甘3£ 盤 瞥    X     l o3

Esc/P夕/,c力′θ cο′,                   l o2            Not dctcctcd

sar727。″夕′′α                   Not dctcctcd        NOt dctcctcd

齢?ケ ′οCθCCなθ″/?″S      ※         米

※i Thc linlits arc not spccirlcd..


