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USP provides answers to Frequently Asked Questions (FAQs) as a service to stakeholders and
others who are seeking information regarding USP’s organization, standards, standards-setting
process, and other activities. These are provided for informational purposes only, and should not
be construed as an official interpretation of USP text, or be relied upon to demonstrate compliance
with USP standards or requirements. USP does not endorse any specific brand or product. For
questions not answered here, USP provides multiple routes of support by which the public may
seek additional information. Questions on specific standards should be directed to the appropriate
contact listed on the Scientific Support page.

USP CkEZERH) 1X. K< HDEM (Frequently Asked Questions : FAQs) ~DEIEZEH L TW\W5, Zih
I%. USP Dfffik, #it&, HHRET vt A, BLOZOMOIEENCEET 2 E @4 KD 2 7 FBERE
RE DD N2 ~DYP—E AL LTIToTWDEEDTHD, ZNHITHFROBHOLZ AR E LT
BO. USP 7F A ORI/ BRFE LRI & DO Tlid/e <, USP Bk E 72 I3 EFE~DiE 5 2 5EH
THEDITHEHOLNDNE DO TIEARW, USP (X725 7 7 v RROEMEZHELET 5L D TH 2R,
Z TR STV AR WERNZ DWW TIE, USP 1E— D5 2RBINE#H % KD 5 72 O DEEL DY R —
FW~F%%1LTw o FFEDOHIIZBE T 2 EMIE, “Scientific Support” DX — | ZFLdH & T
T AU RS R IC B VWS bR E S,

FAQs: <61> Microbial Examination of Nonsterile Products: Microbial Enumeration Tests
X< HHERM : <61>FREFER G OMAEYRER | AFBEER

http://www.usp.org/frequently-asked-questions/microbial-examination-nonsterile-products-microbial-enumeration-tests

1. Can | use strains other than those that are cited in the USP?
USPIZBIAENTWAUANDEREFERTHZ L1Z, FIRETHEIN?

1HIIIHIIII Solutions Co.Ltd, ZTEYK <o :ﬁ%\'j&{&ﬂlﬁb ELET, ;F\YE%WY@%%}\' DIDDWIE  propmabio Futakami @
IPNTIa—-LavXRe DAL THY. 47, MR RELLTHA T IAZFATVET,
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You should use the strains that are cited in General Chapter <61> or equivalent strains from
other culture collections. For example, if Pseudomonas aeruginosa ATCC 9027 is
indicated, you should use this strain or strains from other culture collections claiming
equivalence to ATCC 9027. Other strains such as ATCC 14149 are not appropriate.

General Chapter <61>TH|H & TW D ERE, F 73 OERRFHEEI D 6 O AF L[S DOH
P (equivalent strains) % i f X417\, il 21X, Pseudomonas aeruginosa ATCC 9027 235ra# S 41
TWAHGE, TORKEZIZ. ATCC 9027 & DRI A TR Rk 2 O ERRIRAFHERT N & D 1E
BRH AT R&ETHD, ATCC 14149 O X 5 e O FERILEE) Tl iz,

2. Is there a method that provides verification that there is 100 CFU in the inoculum?
B TIZ 100CFU 2355 Z L 2R TE 2 HEIIH D5 ?

You may establish a turbidimetric calibration curve or use another suitable method and then
you will be able to get an estimate of the concentration of your inoculum. This can be later
confirmed by standard plating methods, such as described in USP General Chapter <51>.
You can also use ready-to-use certified strains.

W IES < T - BIE L AEROBRO) MEREZTELT 20, H2WIIZOMOE Y 22751k
T2, 253252 LT, BT OREREOHEEE AL Z LA REL 8D, ZOHKIT
Z D% T, USP General Chapter <51>IZiR X 5T 5 KL 9 72, BEHERY IR T 7 PRI E

(standard plating methods) (Z X > THERRZN 2K D, F 72, ready-to-use certified strains (GR{E : 31 A4
A= Mokl ZEHT5Z LB TE D,

3. When are you supposed to do the negative control: when testing the suitability of the
method, when testing the product, or both?
M R E BT 52 L2 E X MR EOES LR ok, HEORRE T
HEF, TDOWITTITD DHh?

You are supposed to include the negative control at the same time you test the product.
RS2 5ABR & RIRE AT, BRI AT 2L aBRX 52 LITR D,

4. What is the purpose of the negative control?
Mt R B #1320 2

The purpose of this negative control is to show that there is no contamination during the
testing of the product. If a positive result is obtained with a negative control, the test can be
regarded as invalid and may be repeated.

Z oV O BT, " ORBRPIEEN RN EATRTIETH D, b LM TS
PERE RS DN 613, HkalBi3 R & R sh, Rz T5 Z8ICbTHAS D,

« Pharima Solutions Co..id. LIRS TO ZFRREBRACE L £, RINIFSIROT= DO OWIL  Prarma-bio Futakami @
FENT Y a—Yav Xt S HDHZETHY, &3, SR, BT L THA T IAZTATHET,
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5. Does it have to be done every time the product is tested or during the method validation
or is it possible to do it periodically?
RetEstRRBRIL, B 2RI 272 NTAT I b, VIR UFHRBRFEDONY F— g U
AT D Db HDWITEHHIATO Z L THRBERDH ?

Negative controls should be included every time the product is tested.
fapse BRI, WA T 272 NCE D L& TH D,

6. Is it necessary to test the growth promotion on all received batches or does it serve just
for microbiological validation? Do we have to test the growth promotion of diluted
broth?

ZANEBIT o= ETOEEMD/N Y F T, BEHMEE (growth promotion) ZFRBRT 5 Z L BNULETH
D02 HENIBEWENLZNY T —a L OTEDIEFIT, BAETHHOH? HRLUE
BRI DM RE 2 R T 2 BRERH D0 ? RESR)

E: ZORBEOXEOEMOBRIT, NEEFHTHIIEX, Kz il TRBRA i, BriPERE s L0
BELLFHMECE 2D TIE? ) EWwo 2 & &, HE D, BRHUTIERE CRMA21T> 2 & TEVIE
LSAHEAHKR S bOTHY . TEDOIUZLVEEL G TED L0 9 LD TR,

ZOFMIL, BT RSy DIRER OWID 7237 0 AT, BEHMEREDHEFF L TV D6 Th D, 1
HzED2D 2 LiE, HOEICE > TIEREEMICv A T AOFELARLR, MOBEICE > TIETF
AL IR DB A MBS D T EII R E TE R,

%I:ll

Growth promotion must be tested for each new batch of medium. Growth promotion must
be checked on agar media and nutritive broth but not on diluted broth.

BRI LN F T LT MIVERE A RBR T 2 M E R H D, W T BRI RS T ILES
HIPERE 2 fERS T D B B D 5, AR U 7o iR IARIE L CIIERs L 722V (LERESR) .

7. Do we have to test systematically in parallel a previous and approved batch in order
to compare with the new batch?
BRSO Ny FEILET 27201, LRETID, £ L TRANELRONY FEWETLTERT
RN T D RENRH DD ?

You do not have to test a previous batch in parallel. You can do the comparison 'on paper’
if growth was clearly described.

VBTN, b L GRIE - B rEaeatBR
D THILIL, 'on paper (FREBR) T

DLETD G = A Ny FE2WTLTT AN
THUE SN-#E L -l e ko) ARPHEISE b
L% Z LN AERETH B,

o X

SRIE : 'on paper'& 1E.  “in theory rather than in reality” OFEKRTH B, T7hbb [EEICHITRRE L
2 ThH, INFETOEREERBNZHBIT) EWHIBEKRTH D,
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8. Why do growth promotion tests have to be performed on sabouraud-dextrose agar
(SDA) and casein soya bean digest agar (CSA) for C. albicans and A. niger?
Is it because colonies of fungi detected on CSA are counted as part of TAMC?
C.albicans & A. niger (FRiE2R) ORFHMHERERBII. T, V7 m— - T RUBEH T 55
Hi (sabouraud-dextrose agar : SDA) & VA B —V « HBA v + FA TR N« WU T B
(casein soya bean digest agar : CSA) TITHORITIIX R LR VDN ? CSATRHEIhEZIED =2
1 =—% TAMC (R#FtEmems) O—EHELTAT U b G Shd WO EENDD?

FRIE @ Aoniger 12, AFREE ST Y BUEL Aspergillus brasiliensis DO E 4 & 722> T %, FE/MIZRD
YA FEBBOZ L,

https://www.nite.go.jp/nbrc/information/110408.html  2021.03.31 7 7 & X

https://www.researchgate.net/publication/6155814 Aspergillus brasiliensis sp_nov_a biseriate black

Asperqillus species with world-wide distribution 2021.03.31 727k X

This is a matter of definition. TAMC by definition includes yeast and molds. Therefore
the media have to be checked with these micro-organisms.

L, EEORETH D, TAMC (BiFEMEMAEYE) oEFEICINE, BRI E RS
TS, Tz, ZHODOMAEYM CTRMEF = v 7T H0END D,

9. As bacteria growing on SDA are also counted as part of TYMC, why aren't the growth
promotion tests required to be performed on SDA with the bacterial strains?
SDA L TABLZMED TYMC RERER) O—#E LTIV hENEDIZ, 78 SDA T
MIEE DEEBR & AT HERERRBR 21T O BE RN DD ?

TYMC is by definition yeasts and molds count so growth promotion with bacteria is not
essential. SDA with antibiotics may be used as an alternative when the TYMC is expected
to exceed the acceptance criterion due to the bacterial growth.

TYMC (RIE%) 1ZZDEF (definition : REBMW) (Z K VEEREE V EOEBHIEM & 72> T
%o DT, ME TOMRRRBRIZLAO O TR, FUEMEZIRIML7Z SDATE, H#E
DOHFEIC LY TYMC i - TomBies PafEkEaBz o 2 enTRansha, UL
LCHAT 22 EnTE S,

FREE . SDA IIEFHIHLA P OB BT R LT RUBETH D | 2372 0 B E FF O TH
B, LovL, 2O L) etk Tdh o> THMENAEE T 2 FREMDSFET D, SDA IEHMEE oM F
Bl LC, pH Ofi% 5.4~58 OEEMEM E LT b, MEAORHO pH IZJFRIE LT 7.1~75 & 72
STW5, LL, 2020052 MA80EThH, MEZEZ2ICHHIT 5 2 L3RRV,
IO, FDLX D BREMTFT COMEDHBEEN L & THINDIRHL, STAEMEIRIND SDA O

EAZBOH TN,
1HIIII'IM Solutions Co,Ltd. PRI TO :ﬂﬁﬁfﬂfﬁﬂﬁﬁy B LT, RSSO 720 DHIR prgema-bio Futaeami @
IPNTIa—-LavXRe DAL THY. 47, MR RELLTHA T IAZFATVET,
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10. What does the factor of 2 mean? How is this factor calculated?
SEHEDORE 2 (factor of 2mean) &I A2 T OBRBUXEDREICHEZITH DN ?

It means that the result can be twice that of the inoculum. For example with an inoculum of
100 CFU, acceptable counts are: 100/2 = 50 CFU to 100 x 2 = 200 CFU. The factor is
introduced to take account of the variability of the method.

T SRR IR D Gk« Heefio) 2 5SRO AR H D V) 22BN T 5, FlxiX, #
FEFEAY 100 CFU DA, UL B c k> TiEbhr) A T 5% 100/2 =50 CFU 7>
5 100x2=200CFU &72%, ZOFREIET, ZOHEOIXLHSEZZE L THEAINLTWD
GREZHR)

H: ZORPATIE, 28 27 THIDLORBERRENTHTRY, 0B X TOEFIIE, HEEN
FIETHEBICESUGAE, TS <SBS (logarithmic science) | 26D D &7 D & D
EZFNDDH, ZORSITEECTHDOT, TimSandle K2 IVT (Institute of Validation

%

Technology) DMEEEIZHEFE L7z “Approaching Microbiological Method Validation” D7 #iA4 & i3
“Microbiology” 725, ZDZ LICETIMHAOBER LR TS,

Tim Sandle, “Peer Reviewed: Microbiology,”(Approaching Microbiological Method Validation | IVT)

Dec 4, 2015 10:21 am EST, https://www.ivtnetwork.com/article/approaching-microbiological-method-

validation Accessed 03/08, 2021.

Types of microbiological methods #4458 O fEE
Microbiological methods fall into one of three major categories (although this categorization is not always
exclusive) (3):
AT FIEIL, REL3DONT AT —DONTNCHFIND (ZOXFIEFLTLERTE
BT 2 DOTIEHZRY) |
a) Qualitative tests for the presence or absence of microorganisms, e.g. the pharmacopoeia sterility test.

Commonly, qualitative tests are assessed through the use of turbidity or other growth related changes in a

culture medium, as evidence of the presence of viable microorganisms in a test sample.

TAEMDOTAEDOH A2 T2 EMENRER (Qualitative tests) , 1 21X )7 5 O MEF GER,
WEEHNTEMERERIL, BV LR OAERE OFEOFEHILE LT, B % B 33 E o fod
TR BEE T A B b 2 H L CRHMEi4 %

b) Quantitative tests for the enumeration of microorganisms, e.g. a total viable count test or flow cytometry.

WEM A T 57200 AR (Quantitative tests) . 1] 21X, AFEBRIEEEIT 7 e —9
A RFARY—,
c) ldentification tests, e.g. the speciation of bacteria using a biochemical test. This includes morphological and

biochemical characterization such as biochemical reactions, carbon substrate utilization, characterization of

« Pharima Solutions Co..id. LIRS TO ZFRREBRACE L £, RINIFSIROT= DO OWIL  Prarma-bio Futakami @
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fatty acid composition, restriction endonuclease banding patterns and use of 16S or DNA sequence

analysis (4).

[FEFER (dentification tests) . 51| 21X A=Al 7 HURAER 4 HIV T Ml oD IR 0D 43 JE

IR, TEEERYES X OV LSRR St (morphological and biochemical reactions).  fx¢ 35 20 FI| JH B
(carbon substrate utilization). A il HH K O 5 {8f+ 1T (characterization of fatty acid composition), ffil[R—= > K
X7 LT —BDNR T ¢ 7 s3H — U (restriction endonuclease banding patterns), M2 OF 16S & 7213 DNA

BCHAEAT (16S or DNA sequence analysis) O 72 EN &£ 5,
Variability with microbiological methods #4#=8)77 1k DA B

Methads that fall within the three described categories have a degree of variability, and with these variations
microbiological methods are inherently different from analytical ones (5). Not least in the lack of agreed
demonstrative criteria. The wide variability is acknowledged in Ph. Eur. 5.1.6, the chapter relating to alternative

microbiological methods (6). This is particularly with regards to relative broad ranges.

FRDOIOD T IV —IZHEINDFIEL, HOREDOANTYXNHD, ZORTYXNH L0
(. BRAEMFER TR, TR L IARBEIC RS, D L b AR SN EIRERREN R L
WO RTIE, ZORICWA D, ZOREWEBOFEL, BINZER S (Ph. Eur) 5.1.6 (23 TH
HSh T, ZoOPh Eur.5.1.60E L, RBMARBRIECHDLETHD,  ZIUTRIT, i
D IEWEIPHIZBIR T 2 FHTH D,

The reason for the variation is because microbiology is a logarithmic science. Microbiological methods are
capable of distinguishing between 100 and 1000 cells (1 log), but not smaller differences, such as 0.3 or 0.5 of a
log. This means that 18 CFU is technically no different than 10 CFU; and 1 CFU is different than 10 CFU but

not 5 CFU. Therefore cultural based methods in particular provide estimates rather than exact cell counts.

ZOELOXOHBEE, MAEMFEDS IS B (logarithmicscience) | 7205 Th oD,
AEWFRI A, 100 & 1000 fE MK (1 log) D] =8 IFA T D) A F203, logT0.3 X 0.5
OF7R, KO /NS AR DREN AR, AL, 18 CFUILHIAYI0 CFUL B7r &7
WZ EAEHRLTWD ; 1CFUIE, 10CRUL (3572508, B5CRULITED LRI L2 F%RT 5,
Thdz, Hlo, BIEICEES < J7¥E(cultural based methods) i, IEREZR B AEMMIIE CTlx7e <.
HEEEZREET 26D TH D,

Variability may result in difficulties in comparing two methods. In general, only a 50% comparison is
achievable for culture methods. With rapid and alternative microbiological methods greater comparability can
be achieved, however levels of precision remain in the order of 15 to 35% relative standard deviation (obtained

by multiplying the standard deviation by 100 and dividing this product by the average).

NTYXRBDDHE, 2ODFIEEWET 52 EREICR 2550855, XA EE#EHE (culture
methods) CTlX. 50%FLE DL LA TE 72\, TR T, DRI A F e 7R TIE. K
DRE A ReME AR T 2 2 LK D,  LinLaenn, ZOREL LT, 15 ~ 35%0D KT
WERAEDA—F =L EE o TND (FXHMEMERAEIL, SEERAEIZI02F L, ZORE FHTHl
S7TETH %) . (Tim Sandle KOO G HKH D)

1|‘IIIII'IMSIIIﬁIl|IS Co.ltd. LZ\‘?EYL:VC@?ﬂ%%ﬁ?iﬁﬂﬁﬂk\ﬁbij—c gﬁ\ﬁ(f;’iﬁiﬁiﬁ@f:&)@i@ Pharma-bie Futakami @
IPNTIa—-LavXRe DAL THY. 47, MR RELLTHA T IAZFATVET,
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11. What is the sufficient volume of the microbial suspension of not more than 100 CFU?
What does 100 CFU refer to?
[100 CFU LI F DA DRBIRDO+5r 72 8] LIXMTZ2ERT 5 D5 2
100 CFUJ &M EZHEAEL T D (referto) DAH>?

The micro-organisms are to be added to the diluted/suspended product at the end of the
preparation (usually a 1 in 10 dilution is prepared) or after the neutralization (in the last
fraction of the rinsing fluid in the case of filtration or simultaneously with the preparation
in/on the Petri dish in the case of the plate count method) if inhibition of growth by the
sample cannot otherwise be avoided. The 100 CFU refers to the inoculum (e.g., what will
be on the filter or on the plate).

WAL, G RBAoRRIKD) REOKEBZEORR T, ZOMR L@ L7 /aG O@
1T 10 fEomRikZMi-2) [CinEsid, HDWIE, Y7 KBRS Mo T7
ETHET 5 2 &RV oTHE, FRICImEND, 2o k) &id, AliE
DO E IR DEA%L D7 F 7 2 = o (the last fraction of the rinsing fluid) T&H 0 . B T Al
HEEOHA T, TOHFIE GUELIBR 105K 2> O~k UILIZ (infon: #RiE 2
BR) Mz 52 L%Ed, “100CFU” X, BIZIX, ZO7 4 VZ =TIz Tz, &5 EHH

FREL: P TiE. 3.4 BGA/E T COMBEDOEA M) OBICTHAH D, [BHIT 10 f5ARIK A S
%1 L0 TIT T bIRWHFEEORENEA HWTHRT 21 L d 5. o T, BEHREIRD pH
FREERC, FUETEMEDO RNIG LA A & o o 7o BT, BUBHIKE D 1 % % 2 72 i B CRUBRE O #EIL
EATOMERD D,

%

2 ZOFSCE, “infon the Petri dish” & DR TH Y, I o7 UFHIBRIEOMIC, BEE S A AT
RERRBLIH->TWD,

1HIIII'IIIII Solutions Co.Ltd, JZ‘“’EEYK 192 :ﬁéfé%}\'?i&mﬁk L ET, EF\KCEjiJTﬁS'Cﬁ’%%}\' DIDDWIE  propmabio Futakami @
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FAQs:
<62> Microbial Enumeration of Nonsterile Products: Tests for Specified Microorganisms
X< HZHEM : <62>FEEER G OMAEDRER | FEMEDHER

https://www.usp.org/frequently-asked-guestions/microbial-enumeration-nonsterile-products-tests-specified-

microorganisms 2021.03.31 7 7 & A

1. Can | use other strains than those that are cited in the USP?
USPIZBIH L CWALUADEKEFER L T LW ?

You should use the strains that are cited in this chapter, or equivalent strains from other
culture collections. For example, if Pseudomonas aeruginosa ATCC 9027 is indicated, you
should use this strain or strains from other culture collections claiming equivalence to ATCC
9027. Other strains such as ATCC 14149 are not appropriate.

AETHIHESNTOWDEK, £2I3MOERIRAAER 2D DATF L7-RIFOEK (equivalent
strains) % f# ]l &4172\ . General Chapter <61>TH|Hl STV D ERR, F 7213 thof] 21X
Pseudomonas aeruginosa ATCC 9027 23 Flal S CW A E ., ZOEKE 21X, ATCC 9027 & DJF]
%@%E%m*7m@a%ﬁf%%#b@%%a%&%i&%f%éoAmcmmgmiiﬁm
DOERITEL TIE 720,

2. When are you actually supposed to do the negative control: when testing the suitability
of the method, or when testing the product, or in both situations?
EBRITIE, ED X RBBBUERBEIT) 22 IR TVEDR? RERFEOHESMERR
R ? B @%ﬁ%ﬁ#m BBV E DT DHEH?

You are supposed to do the negative control at the same time as when you are testing the
product.

B ORBR & FRFICRE IR 21T 9 Z &2 > T D

3. What is the purpose of the negative control?
REME RO BRIMT CH 552

The purpose of the negative control is to show that there is no contamination during the
testing of the product. If a positive result is obtained with a negative control, the test can be
regarded as invalid and may be repeated.

fEtEst o BaiL, ®EORBPIZE RPN L 2R T2 8 Th D, [t el Tt o
TR ONIZSEE, TOMBRITED TH D AR I, HFRBRPMITOND Z e HD

4. Does it have to be done every time the product is tested or during the method validation
or is it possible to do it periodically?

1HIIII'IIIII Solutions Co.Ltd, JZ‘“’EEYK 192 :ﬁéﬁ%}(f}ﬁ_ﬁﬂlﬁb ML E T IR imiﬁ*%}\l DIDDWIE  propmabio Futakami @
FENT Y a—Yav Xt S HHETHY, &3, iR, MELTLTHA T IRAEZFHTATHET,
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Rt pRIE, BUREBRERIER. HEIWVITRBRFEONY T — g VHIZTIRETHDHD
N HAINI., ENZEMHEITITIY Z LIXFRETH D DN ?

Negative controls should be included every time that the product is tested.
etk br— ik, ®WEZHBRT2720NT O RERH D,

5. Is it necessary to test the growth promotion on all received batches or does it serve just
for microbiological validation?
B RERBRIZ, AT L2 T Rk : H5i0) vy MIZOWTIT O BERDHLZDON? b
BT, BAEHFARANY T =2 a VI L TEFIRITI bDOTHEn?

Growth promotion must be checked for each new batch of medium.
BEHb DRI 728y F T LIS, B A S T DN EDR H D,

6. Do we have to test systematically in parallel a previous and approved batch in order to
compare with the new batch?
FLV GUE: o) Ny F LT 272012, DRIOBES Lz Ay FEUITIE T, RHH
R T 5 MNERH DN

You do not have to test a previous batch in parallel. You can do the comparison ‘on paper" if
growth was clearly described

VBT, S L GUE : B RER R
DO THIUE, ‘onpaper GRIEZM) T

DLETD G = A Ny FE2WTLTT AN
THUE SI7-#f L - @R e ko) ARDPPMIZSE b
L% Z LN ERETH B,

O X

SRIE : 'on paper' & 1E.  “in theory rather than in reality” OFEKRTH B, T7habb [EBICHITRRE L T
B, ZTNETOEFLMEHHE T LI ERTH S,

7. What are the specifications when we compare a fresh batch with a previous batch for
growth promotion properties? Do we need to take a factor of 2 into account?
FREREME GEFHIMERE) [T OWT, LAy FLUURMOAN Yy F BT 56, LDk R
BEICRDH? Fio, 2V 077 ¥ —%kEBRTIHILERDHDHDN?

The factor of 2, as described in USP <61> can be used. No strict requirement was
deliberately given in this chapter because the test is qualitative, not quantitative. You can
define the comparability criterion yourself. For example, colony size at the shortest
incubation time prescribed.

USP <61> (Tt &N TWB 7 7 7 X —2 GRix: ola) 275208 ThH, ZDFE <62>
I, BRI EE BRI R L TRy, 2o old, ZoRBRITERENLR LD TIERL, &

« Pharima Solutions Co..id. JZ‘?:EYKT@?ﬂ%%ﬁj&ﬁ_ﬁﬂﬁﬂk\ﬁbi*f o RITIFEROTZODHIL  prarmabio Futakami @
7PN IS s Xt e LALTHY ., 4T, #HR, RBLLTHA T IAEZFATVET,


https://www.usp.org/frequently-asked-questions

Frequently Asked Questions (FAQs) USSP Tk< H2EM) KEZERS  GEEREELOMAYRERER)
https://www.usp.org/frequently-asked-questions 2021.03.30 77 & A Page 10 of 18 pages

PR 722 b D06 TH D, “comparability criterion”  GRIE : A% Ch 2 Ll 2 558 13, SR
(yourself) THIET D Z EAHIKD, Hl2X, HESNTRKLEWVEEFH TOan=—% X
mETHD

BRI ATHIZHOWTIE, RiEED<61>DIHED Q “10” DHELBROZ L,

8. You should not incubate more than the « incubation time prescribed ». How exactly
are the given times (e.g. 18 — 24 h) to be followed?
MRE SRR B2 THERTRETIIRY., FOBCLT, RO #lx
3. 18~24 K¢fH]) ZFNTINTHS 552

For growth promoting properties of media you must incubate not more than 18 h (worst case
conditions).

B DR RAREDRIZOW T, (REOBETY) 18 RHAB ARV K 5 IR T 5 LH)
oY

For inhibitory properties of media you must incubate not less than 24 h (worst case
conditions). For indicative properties of the media you could incubate within the specified
range (here, from 18 h to 24 h).

B GRix: BEL T80 IcE+ %) IHlFET. (BEOHAETH-TYH) 24 KL ED
WENVETH D, MM ORE L 2 D REIC Wi, HEsn-&E (Z 04 it
18 BEfE]N D 24 IEf)) DI g a5 5 Z Entizks

9. In the growth promotion test of Rappaport Vassiliadis Salmonella enrichment broth
there is no visible growth after the incubation time, but after subculturing on selective
agar there is typical growth. Is this the case only in our laboratory?

Rappaport Vassiliadis Salmonella enrichment broth (Z/XF—h « XV U T PR « YILER T
BRI H) DAERMEERR T, BREMRICARMNERSEND, BREEHIC REREZ
TIIARKRERPRBDOOND, ZOFFIIHELADIARTETDOZ L THEMN?

This can be observed, since for Rappaport Vassiliadis Salmonella enrichment broth, we
inoculate low numbers of Salmonella sp (usually the inoculum is around 20 CFU per 10 mL
Rappaport Vassiliadis Salmonella enrichment broth).

FGRB—F « XU T IR PLERTHEFEBKEICIE, Z0X 2 RBERAZ T o5,
LWV DIE, BWEEOV LVERTEHEAEREL TWANHTHD (B, HHEEIL. 75K
— R e RNV TR PR THERERE#O 10mL H7-V ) 20CFU TH %)

Even if the enrichment broth seems clear, you must confirm recovery of Salmonella by
subculturing the Rappaport Vassiliadis Salmonella enrichment broth to solid agar.
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HWEHOBEEEHAEATND L OICAATH, 72858 —F « RV T VX« PILER TR
AR 2 | [ETEREHC “IRESR 25 2 & T PV EXR T ORI ZHEGE L2 TR 6720,

10. Does it mean that for each test strain, individual suitability tests have to be performed,
or is it possible to use a mixed inoculum of all 4 strains?
RBRER Z LR E AR L i L RITIUIRORNE N ZEZERLTWEHDH?
thidb, AEEETERA L EEEREERT L Z LR TH DD ?

The method states that the strains are inoculated individually. No mixed inoculum is
permitted.

ZOFEE, FEREZERNCERE T S LR NTW 5, BREEREKIL, FFShT0RL,

11. Test strains must be inoculated individually using a number of micro-organisms
equivalent to not more than 100 CFU, could you clarify if this means that only the
specific micro-organism under detection in the test method is inoculated into the growth
medium or if each of the 4 microorganisms are added individually to the growth
medium for each of the specific test methods?

REREIE, 100 CFU LTI Y T 2 BOMEME O TEBICERE L 20 iR b e dH
BH, Zhik, TEYETIRRETHRENRE Ro TV AREDEN DA%, EFREHICHE
D) ZLEBKRTLION Thedb, MEEOSMEYE. TOREDRBRIETHE SN
TV B EEHUCERNCHEINT 5 D0y ZHMEIC L THEE 2\,

It is only the specified micro-organism under detection which is inoculated.
FRTL0IE, GUE : Yikikiro) MEROREMEWTZT TH 5,

12. Which test micro-organisms should one use? Just the same micro-organisms as used
for testing the growth promoting properties of the respective media, or also the
microorganisms used for testing inhibitory properties of the media?

DX BRRBRELERATRETHAIN? ERENOEHMOBEERERMEDORBICHEH L
TeD L E CHEMZERT D00, Th e bREHORERMEDORBIMER L7 MEY ZEHT
BOMP?

You do not have to use an inhibitory strain in order to test the suitability of the method. For
example, if you test the suitability of the method for E. coli, you should use only E. coli as
test micro-organism for growth promotion.

ARERTIE DG TEZ R D720, ERMEZFFOERZEHT 2 2 L3y, Bz, E
coli CRIGH) DOREROESMEZRAERT 5D ThE, HIRREEORBRMED & LTI RGR
DHEEHT~ETH D,
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13. Must all products be tested?
TRTOBGE Gk R0 a o) RERLRTIZRbR0ND00?

Not always. For products differing only in amount of active ingredient a bracketing approach
may be applied.

VP LHE D TR, A OENPERDIZFORMZIE, 777y ME GREZR) %
WHT 2 ZEnTE %,

FRE : 7747 v MED “bracketing” LiX, o0 Db0%E HFINTLL 5] LOBEKRTHD, T7hbb,
WO SO R EFNT 5 HETH D, LRROXEORDY 5T, ARIRD OBBERK & i
INOITF DD 2 SOREEE THIZRWE DOERTH D,

14. What is meant by "at the time of mixing'? Bile-tolerant gram-negative bacteria: At
the time of sample preparation, or at the time of addition to the resuscitation broth, or
at the time of inoculation of the Mossel Broth? E.coli : At the time of sample
preparation, or at the time of addition to pre- broth, or at the time of inoculation of
the MacConkey broth etc.?

NEERE LIZEOSWVWOIEKRTHDH0? JEHBEEEGUMES T LABEMERE (Bile-tolerant gram-
negative bacteria) : B> 7V GRiE #khn) BRE, IR GRiE - RBRTIED
LEZT, YE—r - BEA L - F4 V= A MEHEEDND) ~OFINEE, T —E /REEH~D
USInmE 2 KIGEE (E.coli: Escherichiacoli ) : %> /v Rk #=khk) FRRIEE, F7203.
pre- broth GRi% : MIBBE O RBRTFIENSEZ DL, YE—r « AP L - F A Dz A MGHIL
Bbis) ~OWMKE, Eid~y a v P —REEHA~OTMEE 280 ?

In both cases, the micro-organisms should be added at the time of mixing with the
preincubation or resuscitation broth. If Bile-tolerant gram-negative bacteria are taken as an
example it refers to the sub-section "Sample Preparation and Pre-Incubation”. The micro-
organisms are added to the casein soy bean digest broth (SCDB) immediately before or
after the product to be examined is added. The micro-organisms are therefore present
during the whole resuscitation period of 2 — 5 hours.

WFNOGE b RiEE RO E IR & DIRG RIS, UEMZ RN 5 L8
N5, NG 7 ARMEREZ 612 & 5 & "Sample Preparation and Pre-Incubation”

( T 7 roH e pigg) ) OEBIZRD, BAEWIT., BAENZORE 22 5 ERTE 721
BRI, YE—2 - BBA Y« XA T A M (SCDB) 1A bivd, LIeRn-o T,
AL, 2~5 RF ORI GRiE 0P i Tl 2 TH v, sSHMEBX RV &) Lid#T
%) BIRIFET D,

1HIIII'IIIII Solutions Co.Ltd, JZ‘“’EEYK 192 :ﬁ%ﬁ%}(fﬂ_ﬁﬂﬁﬁk L ET, gp\ifjﬁchﬁi‘é%}{@f; OOWR  Praemabio Futdkami @
IPNTIa—-LavXRe DAL THY. 47, MR RELLTHA T IAZFATVET,


https://www.usp.org/frequently-asked-questions

Frequently Asked Questions (FAQs) USSP Tk< H2EM) KEZERS  GEEREELOMAYRERER)
https://www.usp.org/frequently-asked-questions 2021.03.30 77 & A Page 13 of 18 pages

15. What does 100 cfu in the inoculated test preparation’™ mean? How should this be
done?
A L - BRI HIZ 100cfu) LIZE I WVWHIERTH D0 ?
THFXED XK HITITH RED,

This is to simulate the situation that 100 cfu’s are present in the sample to be examined,
usually 1 g of the product but 10 g for Salmonella (cf. section Salmonella ), resp.

ZhuE, REBSROY LRI, 100 cfu BFEET D E VIR AE T I 2 b — T 5720 T
b5, WmEIL, ENENEE 1g, 2 LY AVERTEOLATT 10g 236k 5  (Salmonella @
HEH)

Example: Suppose 10 g of product is diluted in 100 ml of CSDB. Then less than 100 cfu’s
are added to this suspension.

H= ] : 10g DHELLA 100mL O CSDB TAMR L7Z & 9%, Tk, Z ORREIKIC 100 cfu LL
TOHEMZ BN,

16. Should the test organism (<100 cfu) be added to the 1:10 diluted test solution (with 10g
Product) and then the inoculated test solution be inoculated into the selective medium?
If the inactivators (see Table 2, USP<61>) cannot inactivate the antimicrobial activity
of the product, can we proceed as in USP<61> to add the test organisms to a higher
dilution of the product (<100cfu in 1g product) or at a later time in the test?

(85 109 TO) 1:10 AR L-RBIC, BRERE (100 cfu Kif) ZWML. RW\T, B
L7 MBI BRI BT B _EThBH?  RELH (USP <61> Mk 2 B8) A
ROMEENEE2 RELTERWVBE, USP<61> DX H T, LY EWEFRBORGICHRE %
TAT 5 (1g DB T 100 cfu ) Db, RO B> LBROF A I 7 CHRBFIEET S =
LBWTEDMN?

The test organisms should be added at the time of mixing with the medium for pre-
incubation. Inactivation of antimicrobial activity should be attempted as far as possible.
Addition at a later time of the test is not a reasonable measure. If inactivation cannot be
achieved, the test can be abandoned for the product because it is assumed that the specified
micro-organism will not be able to survive in the product.

ARERE OWINE, AEEMEE L OIRGFRF A TIT O WE B 5, FLEIEHORNE L, kD
RO BNFFRTIT O RETH D, dBOBRFITIINT 2 Z LITEHERTIETITR Y, LA
LD ER TE R WA, TORMIZOWTITRBRZMET L2 LN TS, L0 DI,
R EWAEY) (the specified micro-organism) 23 Y% BN CTHEGTERWI ENRBESINLENLTH

7 e}
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FENT Y a—Yav Xt S HHETHY, &3, iR, MELTLTHA T IRAEZFHTATHET,


https://www.usp.org/frequently-asked-questions

Frequently Asked Questions (FAQs)  USP  TR< H2ERM) KEHKRFH  GEEREERLOMAEDRERER)
https://www.usp.org/frequently-asked-questions 2021.03.30 77 & A Page 14 of 18 pages

17. Why shall | use the shortest incubation period?
ZE, ZHEVERIBZEDRTINERLRVDH?

You have to show that the worst conditions work. Moreover you are working with healthy
cells and these should give the required response in the shortest time.

BEORMETHEET D Z L 2RI RT TR 620, S5, EHITRES GU #Rick
WTHE Ay PEZITTHRY) FJIlZfi> TWADO T, ZHSIXREDORE CHERINE LY H 2 5
T TH D,

18. What does ""The specified micro-organisms must be detected with the indication
reactions as described under "Testing of Products'* mean?
["Testing of Products’ (5072 +) DIRIZIRRHIL TV D X 9 72 indication reactions (F#RK
5?) Zbo THREESRIEERIZRORV] LIZEINVIBKRTHDIN?

Characteristic colonies are observed on the selective agar, and no such colonies are
observed with a non-inoculated product, examined simultaneously as a negative blank.

BIRH D 7 B BICRF Y 2 o == Bl S, & L CRatExt i (negative blank) & LT
[FIRFICIRA L e AR OB CTIXZ O L ) Ran=—REE s hinZ & Th b,

19. What do I have to show to be able to proceed as stated: *'If for a given product the
antimicrobial activity with respect to a micro-organism for which testing is prescribed
cannot be neutralized, then it is to be assumed that the inhibited micro-organism will
not be present in the product.™
iz R, MMEINTVDERICEDLZENTELZDD: "B L, HEARHKITONT,
R INTOBEEOEEBFE LRV, XIIXRERBRIZIS W TR L HE ST B EI
. T ORGITARRBRICEE TS

FRE : RBRIEE=mAM L TV a0, ZoxE (7 THERLES) X P odaikE L, )

Once you demonstrate that you have tried all possible approaches, then you can refer to the
clause cited in your question.

FTRTOWRERT 7 —F 2l L2 A L6, BRIZGIHSN TW D RHAASRLIZ

ZEiIns,

20. What are "'the Bile-tolerant Gram-negative bacteria™?
MEERETED 7T LRME ] LIXMTTHDH?

There is no strict definition of this group of micro-organisms. They are defined
operationally as those micro-organisms that show growth in the stated conditions on Violet
Red Bile Glucose Agar medium. They include, Gram negative bacteria that grow in the
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presence of bile salts, non-lactose fermenting but able to utilize glucose, e.g., some Bile
Tolerant Gram Negative Bacteria includes members of the family Enterobacteriaceae,
Pseudomonads and Aeromonas.

ZOMEMD I N—T DEEIRERIIFEL TRV, EHEOERE LTI, ALy
e by R JBHEE - 7 ROBED o7 B B CHUE S5 TR 2 R 3184 & ST
W5,  JEHEEOFET TETZ LT, ABERBIILRVWA T RUREZFIHTE 57 7 Ak
PEENZEN TS, FlxIX, — 5O EEIRGINE 77 ARZPEE  (Bile Tolerant Gram Negative
Bacteria) (21X, BGPNAMEERL (family Enterobacteriaceae) . 3 = — KEF AF} (family Pseudomonads) .
7 e A (family Aeromonas) D A L N—NE FIL TV D,

21. In the sub-section Selection and Subculture under Escherichia coli, what is the purpose
of the elevated temperature 42 — 44°C?  Can one utilize an alternative temperature
range, e.g. 35— 37°C provided that one demonstrates the recovery of E. coli during
qualification?

“the sub-section Selection and Subculture under Escherichia coli ” (KEGE DFEIET TORER &

ZIRIER)DIET, 2~4COFIRIIMDOI=DITH B 00?2  EHMFHERIC KBE OEIE A
BONDZ EEIERTSE LWV ST, 35~37Ch EDFIDBERKEEZFIATEZ LT TES
D ?

The purpose of the elevated temperature, 42 — 44°C is to allow for selective conditions for
fecal E. coli. The selected temperature is usually a compromise between sensitivity and
specificity as not all strains of E. coli will grow, or grow and produce gas, at these higher
incubation temperatures.

42~A4C W) RO HIIZ, EIERKDO KGR (fecal E. coli) ZiEIRNICEZETH720OTH
Do ECORIGENDINOLDO LY BWIEEERETHEM LD, B L TCHTAZRKELZVT S
DT T2V T, SERSNTRETEY, B ERREOMOZH R E > TnD,

An alternative temperature range would depart from the USP method, but you can always
use alternatives methods as described in the General Notices of the USP and USP<1223>.

BIOIRFEFIF TIX USP IE O TEBET A Z LI/ A 23, USP 3 L TN USP <1223> @ General
Notices (ZFt#i SN TWAH L H I LT, REBEEFEICHERAT 2 Z LN TE S,

22. With accumulation of the minimal incubation (3 x 18h) for pre-culture, enrichment
culture, and sub-culture, it is unavoidable to work at night-hours to perform the
validation. How can we avoid these awkward working hours for our personnel?
B, HERR. “RERIC OV TOR/NROER (18 R X3 E]) OFAERT, NI T
—¥a VEIT) OB OEENBT b, £ ThiE, 20X RAEE R B
MEBTHZ LB TELN?
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You have to confirm that the test works for the minimum time for routine testing. In fact,
should a company find during suitability testing, that the minimum incubation time is not
sufficient for a given product but a longer incubation time is needed, prolongation would be
a necessary variation of the test.

H i kBRI LB 72 i/ MR O BRI T, Z OFRRBRDMERET 5 Z & 2R L7 iT U2 720, FERE
Wik, wAMRBRTIC, HHREIIH L CTRAODEERRFMTIEHoTiia . X0 EWVEER
MINMETHD Z ENDN-T2GE. TOREITRBOMLE /2N =— 9 GRESR) L7
)

o

%

H : JFROCT “necessary variation” OEBLTH S,  “variation” 1T [EFHE ] WO B®RLHDDOT,
ZORE [—EEFEHFENLE] L OBEWROAREEICERSLETH D,

23. 1T 10 g of sample is added to the initial broth for a test such as E. coli (4.2), but an
amount is immediately sub-cultured into a second broth that is only representative of
1g of actual product and this broth is incubated. At the end of testing, can this test be
classified, for a negative result, as "'none detected per 10 g** or as ""none detected per

g".
KIGHE (4.27H) 2 EOREDTZDIT, BFIOREREHIZ 10g OV iz izn, EED
Bl 1g ZRETHETORZEDLIC 2 FHOWKEHA~L “REE L, 20 GUE: ki
#0) R EEE LGS, BRETRIC, ZORBERESBREORA. T10g %729
BHENT) /70 Mg Y-vBREBENT] EHETEX 5D,

The quantity that is pre-incubated is 1 g therefore the outcome of the test is "absence in 1
g". For Salmonella, you will note that an "absence in 10 g" test has been implemented.

ATEEEE L7 (pre-incubated) fEid 1g 72D T, A DHEFRIL [1g IS (Mabsencein1g”) &
2%, VILERTEHIIOWTIE, 10g Pzt S npny) L) BRE I 2 2 &1z, &
BERULETH D,

24. It is observed that on selective media of S. aureus, yellow colonies of gram-positive
cocci in chains are seen, but the yellow colonies are without clear zones in the test
sample. Whereas positive culture shows yellow colonies of gram-positive cocci in
clusters surrounded by yellow zones.

S. aureus DIBHUEHI T, HEEH L7277 LAEGHREORADan=—BR o155, RV
YIANTREBOAOau MR — U RRTIR VW LBBEIND, Ll B
KW (positive culture : FR¥E MR E LTS 5 S. aureus DEBKRTH A H) TlX, BHEAD Y —
WCHENRTHR (25250 OF 7 LEMREOREDan=—RRELID,

Your product can be contaminated, maybe not by the species described in the USP but by
another micro-organism. Good laboratory practice should make you think that there is a
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problem and that you should investigate (e.g. identify the species and find out where it
comes from). Probably the product cannot be released, but it is up to the QC laboratory
manager to decide.

el ORI, USP IR STV D EFE T <. BIOMAEMITIH Y STV 25 ATHEMEN
& %, Good laboratory practice (E )72 FEER=ERIG) b D), T L TEORHRELMET & TH
D (BlzE, EEEHEL, CInblkLE»ETRD) . 0. TORGMITHATTE 20
EEION, ZTRERDDIDIIQC TRD~YF—V ¥ —Th b,

25. For which pharmaceutical products or raw materials is it prescribed to search for
Clostridia ?
Clostridia DFEZRARD Z L BHAE SN TV EERLRFMENL. E0LoRb0On3H S
D ?

For powdered animal organs, products with risk of fecal contamination by Clostridia and
possible proliferation, natural raw materials, possible telluric contamination. However it has
not been introduced in any monograph yet. The test is particularly relevant where a
preparation is exposed to anaerobic or low-oxygen conditions during use.

AR L 7 @ligds,  [Clostridia (& K 2 #MHRIGYD Y 2 7 23 L8] BEO [ GRiE: -
Clostridia = k. %) HERED FIEENEN S D 8L T ANTERD AIRENER & 2 KM DJEERH Th b

EFBEB®B) . LHLRnDL, FEEOE ) 77 71 ST, ZoRBRix, i~k
9 T OB, I BRRURIBIZE DI TV A S E ORI FIRBIC S b SN D 5GE I
(2 BEEE & R,

B ZOTRTRLEXEOTIIMBENH S, BEWRSIEMICEECX /2, F “telluric
contamination” (IMLFEWEIC L BiEY L E 2 Hius A, Clostridia & OBI#ENRIFCH D, 1~
Z—% - hTOFMAETIL, Clostridia (2 & 2 BGEDEIFEDOREIZ,  “telluric contamination” & B
HEERBEIN TS LD THD,

%

26. Are there alternatives media that are acceptable?
REDEMEZERTHZLITTEE01?

Methods using alternative media are considered as alternative methods, which may be used
when consistent with General Notices 6.30.

RBERAT ¢ 7 2T D HEE, RERRERG1E (alternative methods) & FLf <41, USP @ General
Notices @ 6.30 HIZ—K T 2HE1T. TNEMEHT L ENARELE R D GENH D,

27. How can we do the pH measurement for culture media? It is written to measure the pH
at 25°C. At this temperature, agar is solid. Therefore, how can we adjust the pH?
B pHBAEIZED KD IT XX VDO THA I 2 ?  pH ORIEL 25CTITHO L 5 EHhh
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TW3, ZORETIX, BREIEAEATHS, T, FDXLHICLTpH ZRETHLIZIVO
THA DD,

You may use a robust electrode. There are electrodes for measurement in semisolid samples
such as meat, cheese and fruit. These electrodes are certainly suitable for measurements in
solid agar. Adjustment of pH must be made during preparation of the medium for ensuring
that the criterion for pH is met in the final medium.
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28. If we have growth problems of S. aureus and inhibitory problems of E. coli with
mannitol salt agar medium that is recommended in the harmonized method, what is
the cause?

SHERMECHR I WS~ =y MRED VT UBHC, S.aureus DIEFER, E.coli D)
B 5 RERRE LIRS, TORRIITTH L0 ?

The composition of mannitol salt agar has been optimized to recover S. aureus and inhibit
E. coli (pH, nutritive qualities...). You should verify that the temperature of incubation is
correct. Moreover there could be a problem of stability of the medium and you should
therefore verify that the medium has been stored in adequate conditions. Lastly, you could
try to use different media suppliers, which may give better results.
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