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4.05 Microbiological Examination of Non-Sterile Products

This chapter includes microbial enumeration tests and tests for specified micro-organisms. For the test, use a mixture of sev-
eral portions selected at random from the bulk or from the contents of a sufficient number of containers. If test specimens are
diluted with fluid medium, the test should be performed quickly. In performing the test, precautions must be taken' to prevent
biohazard. :

I. MICROBIOLOGICAL EXAMINATION OF NON-STERILE PRODUCTS: MICROBIAL ENUMERATION TESTS
These tests are harmonized with the European Pharmacopoeia and the U.S. Pharmacopeia.

1 INTRODUCTION

The tests described hereafter will allow quantitative enumeration of mesophilic bacteria and fungi which may grow under
aerobic conditions. '

The tests are designed primafily to determine whether a substance or preparation complies with-an established specification for
microbiological quatity. When used for such purposes follow the instructions given below, including the number of samples to
be taken and interpret the results as stated below.

The methods are not applicable to products containing viable micro-organisms as active ingredients.

Alternative microbiological procedures, including automated methods, may be used, provided that their equivalence to the
Pharniacopoeial method has been demonstrated.

2 GENERAL PROCEDURES

Carry out the determination under conditions designed to aveid extrinsic microbial contamination of the product to be exam-
ined. The precautions taken to avoid contamination must be such that they do not affect any micro-organisms which are to be
revealed in the test.

If the product to be examined has antimicrobial activity, this is insofar as poséible removed or neutralised. If inactivators are
used for this purpose their efficacy and their absence of toxicity for micro-organisms must be demonstrated.

If surface-active substances are used for sample preparation, their absence of toxicity for micro-organisms and their compati-
bility with inactivators used must be demonstrated.

A

3 ENUMERATION METHODS

Use the membrane filtration method, or the plate-count methods, as prescr:bed The most probable number (MPN) method is
generally the least accurate method for microbial counts, however, for certain product gioups with very low bioburden, it may be.
the most appropriate method. ‘ -

The cholce of a method is based on factors such as the nature of the product and the required limit of micro-organisms. The
method chosen must allow testing of a sufficient sample size to judge compliance with the specification. The suitability of the
chosen method must be established.

4 GROWTH PROMOTION TEST AND SUITABILITY OF THE COUNTING METHOD
4-1 GENERAL CONSIDERATIONS

The ability of the test to detect micro-organisms in the presence of product o be tested must be established.

Suitability must be confirmed if a change in testing performance, or the product, which may affect the outcome of the test is
introduced.
4-2 PREPARATION OF TEST STRAINS -

Use standardised stable suspensions of test strains or prepare as stated below, Seed lot culture maintenance techniques
(seed-lot systems) are used so that the viable micro-organisms used for inoeculation are not-more than 5 passages removed from
the original master seed-lot. Grow each of the bacterial and fungal test strains separately as described in Table 4.05-1-1.



Table 4.05-1-1 Preparation and Use of Test Micro-organisms

G . Suitability of counting method in
rowth promotion
. . Preparation of the presence of the product
Micro-organism .
test strain Total aerobic -] Total yeasts and | Total aerobic | Total yeasts and
microbial count | moulds count | microbial count | moulds count

Staphylococcus Casein saya bean | Casein soya bean Casein soya bean
aureus digest agar or digest agar and digest agar/

casein soya bean | casein soya bean MPN casein soya
such as ATCC digest broth digest broth bean digest broth
6538, NCIMB 30-35°C =100 CFU =100 CFU
9518, CIP 4.83 or |18-24h 30-35C 30-35C
NBRC 13276 =3 days <3 days
Pseudomonas Cuasein soya bean | Casein soya bean Casein soya bean
aeruginosa digest agar or digest agar and digest agar/MPN

casein soya bean | casein soya bean casein soya bean
such as ATCC digest broth digest broth digest broth
9027, NCIMB 30-35C =100 CFU =100 CFU
8626, CIP 82.118 [18—24h 30 -~ 35°C 36~-35C
or NBRC 13275 <3 days =3 days
Bacillus subtilis Casein soya bean | Casein soya bean Casein soya bean

digest agar or digest agar and digest agar/MPN
such as ATCC casein soya bean | casein soya bean casein sova bean
6633. NCIMB digest broth digest broth digest broth
8054, CIP 52.62 or {30—35C =100 CFU =100 CFU
NBRC 3134 18—-24h 30-35C 30-35C

=3 days =3 days

Candida albicans | Sabouraud— Caseirn soya bean | Sabouraud- Casein soya bean | Sabouraud-

dextrose agar or | digest agar dextrose agar digest agar dextrose agar
such as ATCC Sabouraud- <100 CFU =100 CFU <100 CFU <100 CFU
10231, NCPF dextrose broth | 30357 20-25°C 30— 35°C 20 --25°C
3179, 1P 48.72 or [20-25TC =3 days =5 days =5 days =5 days,
NBRC 1594 2-3 days MPN: not appli-

cable )

Aspergillus niger | Sabouraud- Casein sova bean | Sabouraud- Casein soya bean |-Sabouraud-

_ dextrose agar or | digest agar dexirose agar digest agar dextrose agar
such as ATCC IZ";‘:“""!"H" 08¢ 1 =100 CFU £100 CFU =100 CFU =100 (:‘FU
16404, IMI sar. 30— 35C 20-25°C 30-35°C 20-25°C
145007, 1P io —%ZdS"C =<5 days =5 days =5 days =5 days,
1431.83 or NBRC =7 days, or ) ] .

9455 "| until good sporu- MPN: not appli
L . cable
lation is achieved

Use buffered sodfum chloride-peptone solution pH 7.0 ot phosphate buffer solution pH 7.2 to make test suspensions; to sus-
pend A. niger spores, 0.05 per cent of polysorbate 80 may be added to the buffer. Use the suspensions within 2 h or within 24 h if
stored at 2 — 8°C. As an alternative to preparing and then diluting a fresh suspension of vegetative cells of 4. riger or B. subtilis,
a stable spore suspension is prepared and then an appropriate volume of the spore suspension is used for test inoculation. The
stable spore suspension may be maintained at 2 — §°C for a validated period of time.

4-3 NEGATIVE CONTROL

To vertfy testing conditions a negative control is performed using the chosen diluent in place of the test preparation. There

must be no growth of micro-organisms. ‘



4-4 GROWTH PROMOTION OF THE MEDIA

Test each batch of ready-prepared medium and each batch of medium, prepared either from dehydrated medium or from the
ingredients described , .

Inoculate portions/plates of casein soye bean digest broth and casein soya bean digest agar with a small number (not more
than 100 CFU) of the micro-organisms indicated in Table 4.05-I-1, using a separate portion/plate of medium for each. Inoculate
'plates of Sabouraud-dextrose agar with a small number (not more than 100 CFU) of the micro-organisms indicated in Ta-
ble 4.05-I-1, using a separate plate of medium for each. Incubate in the conditions described in Table 4.05-1-1.

For solid media, growth obtained must not differ by a factor greater than 2 from the caleulated value for a standardised inocu-
lum. For a freshly prepared inoculum, growth of the micro-organisms comparable to that previously obtained with a previously
tested and approved batch of medium oceurs. Liquid media are suitable if clearly visible growth of the micro-organisms compa-
rable to that previously obtained with a previously tested and approvéd batch of medium occurs.

4-5 SUITABILITY OF THE COUNTING METHOD IN THE PRESENCE OF PRODUCT
 4-5-1 Preparation of the sﬁmple

The method for sample preparation depends on the physical characteristics of the product to be tested. If none of the proce-
dures described below can be demonstrated to be satisfactory, an alternative procedure must be developed.

Water-seluble products —Dissolve or dilute (usualiy a 1 in 10 dilution is prepared) the product to be examined in buffered so-
dium chloride-peptone solution pH 7.0, phosphate buffer solution pH 7.2 or casein saya bean digest broth. 1f necessary adjust to
pH 6 — 8. Further dilutions, where necessary, are prepared with the same diluent.

Non-fatty products insoluble in water —Suspend the product to be examined (usually a 1 in 10 dilution is prepared) in buffered -
sodium chloride-peptone solution pH 7.0, phosphate buffer solution pH 7.2 or casein soya bean digest broth. A surface-active
agent such as 1 g/L. of polysorbate 80 may be added to assist the suspension of poorly wettable substances. If necessary adjust to
pH 6 — 8. Further dilutions, where necessary, are prepared with the same diluent.

Farty products —Dissolve in isopropyl myristate, sterilised by filtration or mix the product to be examined with the minimum
necessary quantity of sterile polysorbate 80 or another non-inhibitory sterile surface-active reagent, heated if necessary to not
more than 40°C, or in exceptional cases to not more than 45°C. Mix carefully and if necessary maintain the temperature in a wa-
ter-bath. Add sufficient of the pre-warmed chosen diluent to make a 1 in 10 dilution of the otiginal product. Mix carefully whilst
maintaining the temperature for the shortest time necessary for the formation of an emulsion, Further serial tenfold dilutions may
be prepared using the chosen diluent containing a suitable concentration of sterile polysorbate 80 or another non-inhibitory sterile
surface-active reagent. ‘

Kluids or solids in aerosol form —Aseptically transfer the product into a membrane filter apparatus or a sterile container for fur-
ther sampling. Use either the total contents or a defined number of metered doses from cach of the containers tested.
Transdermal paiches —Remove the protective cover sheets ("release liner") of the transdermal patches and place them, adhesive
side upwards, on sterile glass or plastic trays. Cover the adhesive surface with sterile porous material, for example sterile gauze,
to prevent the patches from sticking together, and transfer the patches to a suitable volume of the chosen diluent containing inac-
tivators such as polysorbate 80 and/or lecithin. Shake the preparation vigorously for at least 30 min.

4-5.2 Inocuiation and dilution

Add to the sample prepared as described above (4-5-1) and to a control (with no test material included) a sufficient volume of
the microbial suspension to obtain an inoculum of not more than 100 CFU. The volume of the suspension of the inoculum should
not exceed I per cent of the volume of diluted product. : :

To demonstrate acceptable microbial recovery from the product, the lowest possible dilution factor of the prepared sample must
be used for the test, Where this is not possible due to antimicrobial activity or poor solubility, further appropriate protocols must
be developed. If inhibition of growth by the sample cannot otherwise be avoided, the aliquot of the microbial suspension may be
added after neutralization, dilution or filtration.

4-5-3 Neutralization/removal of antimicrobial activity . -

The number of micro-organisms recovered from the prepared sample diluted as described in 4-5-2 and incubated following the
procedure described in 4-5-4, is 6ompared to the number of micro-organisms recovered from the control preparation.

If growth is inhibited (reduction by a factor greater than 2), then modify the procedure for the particular emymeration test to
ensure the validity of the results. Modification of the procedure may include, for example, (1) an increase in the volume of the
diluent or culture medium, (2) incorporation of a specific or general neutralizing agents into the diluent, (3) membrane filiration
or (4) 2 combination of the above measures.

Neutralizing agents —Neutralizing agents may be used to neutralize the activity of antimicrobial agents (Table 4.05-1-2). They
may be added to the chosen diluent or the medium preferably before sterilization. If used, their efficacy and their absence of tox-



icity for micro-organisms must be demonstrated by carrying out a blank with neutralizer and without product.

Table 4.05-1-2 . Common neutralizing agents/method for interfering substances

Interfering substance Potential neutralizing agents/method
Glutaraldehyde, Mercurials " Sodium hydrogensulfite {Sodium bisulfite)
Phenolics, Alcohol, Aldehydes, Sorbate Dilution
Aldehydes Glycine

Quaternary Ammonium Compounds (QACs), | Lecithin
Parahydroxybenzoates (Parabens),

Bis-bignanides

QAC, Parabens, Iodine Polysorbate
Mercurials Thioglycollate
Mercurials, Halogens, Aldehydes Thiosulfate
EDTA (edetate) Mg or Ca ions

If no suitable neutralizing method can be found, it can be assumed that the failure to isolate the inoculated organism is attrib-
utable to the microbicidal activity of the product. This information serves to indicate that the article is not likely to be contami-
nated with the given species of the micro-organism. However, it is possible that the product only inhibits some of the mi-
cro-organisms specified herein, but does not inhibit others not included amongst the test strains or for which the latter are not
representative. Then, perform the test with the highest dilution factor compatible with microbial growth and the specific accep-
tance criterion. _ :
4-5-4 Recovery of micro-organism in the presence of product

For each of the micro-orgenisms listed, separate tests are performed. Only micro-organisms of the added test strain are
counted.
4-5-4-1 Membrane filtration

Use membrane filters having a nominal pore siz¢ not greater than 0.45 um. The type of filter material is chosen in such a way
that the bacteria-retaining efficiency is not affected by the components of the sample to be investigated, For.each of the mi-
cro-organisms listed, one membrane filter is used. ,

Transfer a suitable amount of the sample prepared as described under 4-5-1 to 4-5-3 (preferably representing 1 g of the prod-
uct, or less if large numbers of CFU are expected) to the membrane filter, filter immediately and rinse the membrane filter with
an appropriate volume of diluent.

For the determination of total acrobic microbial count (TAMC), transfer the membrane filter to the surface of casein soya bean
digest agar. For the determination of total combined veasts/moulds count (TYMC) transfer the membrane to the surface of
Sabouraud-dextrose agar. Incubate the plates as indicated in Table 4. 05-1—1 Perform the countmg
4-5-4-2 Plate-count methods

Perform plate-count méthods at least in duplicate for each medium and use the mean count of the result.

4-3-4-2-1 Pour-plate method

For Petri dishes 9 cm in diameter, add to the dish 1 mL of the sample prepared as descnbed under 4-5-1 to 4-5-3 and 15 - 20
mL of casein soya bean digest agar or Sabouraud-dextrose ager, both media being at not more than 45°C. If larger Petri dishes
are used, the amount of agar medium is increased accordingly. For each of the micro-organisms listed in Table 4.05-1-1, at least 2
Petri dishes are used. .

Incubate the plates as indicated in Table 4.05-1-1, Take the anthme:tlc mean of the counts per medium and calculate the num-
ber of CFU in the original inoculum.
4-5-4-2-2 Surface-spread method

For Petri dishes 9 cm in diameter, add 15 — 20 mL of casein soya bean digest agar or Sabouraud-dextrose agar at about 45°C
to each Petri dish and allow to solidify. If larger Petri dishes are used, the volume of the agar is increased accordingly. Dry the
plates, for example in a laminar-air-flow cabinet or in an incubator. For each of the micro-organisms listed in Table 4.05-1-1, at
least 2 Petri dishes are used. Spread a measured volume of not less than 0.1 mL of the sample prepared as described under 4-5-1
to 4-5-3 over the surface of the medium. Incubate and count as prescribed under 4-5-4-2-1.



4-5-4-3 Most-probable-number (MPN) method ‘

The precision and accuracy of the MPN method is [ess than that of the membrane filtration method or the plate-count method.
Unreliable results are obtained particularly for the enumeration of moulds. For these reasons the MPN method is reserved for the
enumeration of TAMC in situations where no other method is available. If the use of the method is justified, proceed as follows.

Prepare a series of at least 3 serial tenfold dilutions of the product as described under 4-5-1 to 4-5-3. From each level of dilu-
tion, 3 aliquots of 1 g or 1 mL are used to inoculate 3 tubes with 9 — 10 mL of casein soya bean digest broth. If necessary a sur-
face-active agent such as polysorbate 80, or an inactivator of aniimicrobial agents may be added to the medium. Thus, if 3 levels
of dilution are prepared 9 tubes are inoculated,

Incubate ail tubes at 30 — 35°C for not more than 3 days. If reading of the results is difficult or uncertain owing to the nature
of the product to be examined, subculture in the same broth, or casein soya bean digest agar, for 1 — 2 days at the same tem-
perature and use these results. Determine the most probable number of micro-organisms per gram or millilitre of the product to
be examined from Table 4.05-1-3.

4-6 RESULTS AND INTERPRETATION )

When verifying the suitability of the membrane filiration method or the plate-count method, 2 mean count of any of the test
organisms not differing by a factor greater than 2 from the value of the control defined in 4-5-2 in the absence of the product
must be obtained. When verifying the suitability of the MPN method the calculated value from the inoculum must be w1thm 95
per cent confidence limits of the results obtained with the control.

If the above criteria cannot be met for one or more of the organisms tested with any of the described methods, the method and
test conditions that come closest to the criteria are used to test the product.

5 TESTING OF PRODUCTS .
5-1 AMOUNT USED FOR THE TEST

Unless otherwise prescribed, use 10 g or 10 mL of the product to be examined taken with the precautions referred to above.
For fluids or solids in aerosel form, sample 10 containers. For transdermal patches, sample 10 patches.

The amount to be tested may be reduced for active substances that will be forinulated in the following conditions: the amount
per dosage unit {e.g. tablet, capsule, injection) is less than or equal to 1 mg or the amount per gram or millilitre (for preparations
not presented in dose units) is less than 1 mg. In these cases, the amount of sample to be tested is not less than the ameunt pre-
sent in 10 dosage units or 10 g or 10 mL of the product.

For materials used as active substances where sample quantity is limited or batch size is extremely small (i.e. less than 1000
mL or 1000 g), the amount tested shall be 1 per cent of the batch unless a lesser amount is prescribed or justified and authorised. ‘

For products where the total number of entities in a batch is less than 200 (e.g. samples used in clinical trials), the sample size
may be reduced to 2 units, or 1 unit if the size t5 less than 100.

Select the sample(s) at random from the bulk material or from the available containers of the preparation. To obtain the re-
quired quantity, mix the contents of a sufficient number of containers to provide the sample.

5-2 EXAMINATION OF THE PRODUCT -
5-2-1 Membrane filtration

Use a filtration apparatus designed to allow the transfer of the filter to the medium. Prepare the sample using a method that has
been shown suitable as described in section 4 and transfer the appropriate amount to each of 2 membrane filters and filter imme-
diately. Wash each filter following the procedure shown to be suitable.

For the determination of TAMC, transfer one of the membrane filters to the surface of casein soya bean digest agar. For the
determination of TYMC, transfer the other membrane to the surface of Sabouraud-dextrose agar. Incubate the plate of casein
soya bean digest agar at 30 — 35°C for 3 — 5 days and the plate of Sabouraud- dextrose agar at 20 — 25°C for 5 - 7 days. Cal-
culate the number of CFU per gram or per millilitre of product.

When examining transdermal patches, filter 10 per cent of the volume of the preparation described under 4-5-1 separately
through each of 2 sterile filter membranes. Transfer one membrane to casein soya bean digest agar for TAMC and the other
membrane to Sabouraud-dextrose agar for TYMC. :

5-2-2 Plate-count methods
5-2-2-1 Pour-plate method

Prepare the sample using a method that has been shown to be suitable as described in section 4. Prepare for each medium at
least 2 Petri dishes for each level of dilution. Incubate the plates of casein soya bean digest agar at 30 — 35°C for 3 — 5 days and
the plates of Sabouraud-dextrose agar at 20 — 25°C for 5 — 7 days. Select the plates corresponding to a given dilution and show-
ing the highest number of colonies less than 250 for TAMC and 50 for TYMC, Take the arithmetic mean per culture medium of
the counts and calculate the number of CFU per gram or per millilitre of product.



5-2-2-2 Surface-spread method

Prepare the sample using a method that has been shown to be suitable as described in section 4. Prepare at least 2 Petri dishes
for each medivm and each level of dilution. For incubation,and calculation of the number of CFU proceed as described for the
pour-plate method,
5-2-2-3 Most-probable-number method

Prepare and dilute the sample using a method that has been shown to be suitable as described in section 4. Incubate all tubes
for 3 — 5 days at 30 — 35°C. Subculture if necessary, using the procedure shown to be suitable. Record for each level of dilutién
the number of tubes showing microbial growth. Determine the most probable number of micro-organisms per gram or millilitre
of the product to be examined from Table 4.05-1-3. ‘

Table 4.05-1-3 Most-probable-rumber values of micro-organisms

Observed combinations of numbers of tubes .
_ showing growth in each set MPN per g or 95 per cent
Number of g or mL of product per tube per mL of product | confidence limits
0.1 0.01 0.001
0 0 0 Less than 3 0-94
0 0 1 3 0.1-935
0 1 0 3 0.1'-10
0 1 1 6.1 1.2-17
0 .2 0 6.2 1.2-17
0 3 0 9.4 3.5-35
| 0 0 3.6 0.2-17
1 0 1 7.2 1.2-17
1 0. 2 11 4-35
1 1 0 7.4 1.3-20
1 1 1 11 4-35
1 2 0 11 4-35
1 2 1 15 5-38
1 3 0 16 5-38
2 0 0 8.2 1.5-35
2 0 1 14 4-35
2 0 2 20 5-38
2 1 0 15 4-38
2 1 1 20 - 5-38
2 1 2 27 9-94
2 2 0 21 5-40
2 2 1 28 9-9%4
2 2 2 35 C 9-94
2 3 0 29 9-94
2 3 1 36 9-94
3 0 0 23 5-94
3 0 1 38. 9-104
3 0 2 64 16-181.
3 1 0 43 9-181
3 1 1 75 17- 199
3 1 2 120 30-360
3 1 3 160 30-380
k] 2 0 93 18 - 360
3 2 1 150 30 - 380
3 2 2 i 210 30 - 400




3 2 3 290 90 - 990
3 3 0 240 40 - 990
3 3 1 460 90 - 1980
3 3 2 1100 200 - 4000
3 3 3 More than 1100

’

5-3 INTERPRETATION OF THE RESULTS ‘

The total aerobic microbial count (TAMC) is considered to be equal to the number of CFU found using casein saya bean di-
gest agar;, if colonies of fungi are detected on this medium, they are counted as part of TAMC. The total combined yeasts/mould
count (TYMC) is considered to be equal to the number of CFU found vsing Sabouraud-dextrose agar; if colonies of bacteria are
detected on this medium, they are counted as part of TYMC. When the TYMC is expected to exceed the acceptance criterion due
to the bacterial growth, Sabouraud-dexirose agar containing antibiotics may be used. If the count is carried out by the MPN
method the calculated value is the TAMC,

When an acceptanice criterion for microbiological quality is preseribed it is interpreted as follows:

—10' CFU: maximum acceptable count = 20,

—10° CFU: maximum acceptable count = 200,

—10* CFU: maximum acceptable count = 2000, and so forth.

The recommended solutions and media are described in Tests for specified micro-organisms.

II. MICROBIOLOGICAL EXAMINATION OF NON-STERILE PRODUCTS: TESTS FOR SPECIFIED-
MICRO-ORGANISMS

These tests are harmonized with the European Pharmacopoeia and the U.S. Pharmacopeia. The parts of the text that are not
harmonized are marked with symbols (* ).

1 INTRODUCTION

The tests described hereafier will allow determination of the absence of, or limited occurrence of specified micro-organisms
which may be detected under the conditions described.

The tests are designed primarily fo determine whether a substance or preparation complies with an established specification for
microbiological quality. When used for such purposes follow the instructions given below, including the number of samples to
be taken and interpret the results as stated below. ;

Alternative mierobiological procedures, including automated methods may be used, provided that their equ1valence to the
Pharmacopoeial method has been demonstrated.

2 GENERAL PROCEDURES

The preparation of samples is carried out as described in Microbial enumeration tests.

If the product to be examined has antimicrobial activity, this is insofar as possiBIe removed or neutralised as described in Mi-
crobial enumeration fests.

If surface-active substances are used for sample preparation, their absence of toxicity for micro-organisms and their compati-
bility with inactivators used must be demonstrated as described in Microbial enumeration tests.

3 GROWTH PROMOTING AND INHIBITORY PROPERTIES OF THE MEDIA AND SUITABILITY OF THE TEST
The ability of the test to detect micro-organisms in the presence of the product to be tested must be established. Suitability
must be confirmed if a change in-testing performance, or the product, which may affect the outcome of the test is introduced.
3-1 PREPARATION OF TEST STRAINS
Use standardised stable suspensions of test strains or prepare as stated below. Seed lot culture maintenance techniques
(seed-lot systems) are used so that the viable micro-organisms used for inoculation are not more than 5 passages removed from
the original master seed-lot.
3-1-1 Aerobic micro-organisms .
Grow each of the bacterial test strains separately in containers containing casein soya bean digest broth or on casein soya bean
digest agar at 30 — 35°C for 18 - 24 hours. Grow the test strain for Candida albicans separately on Sabouraud-dextrose agar or
in Sebouraud-dextrose broth at 20 — 25°C for 2-3 days. ‘



Staphylococcus aureus such as ATCC 6538, NCIMB 5518, CIP 4.83 or NBRC 13278,
Pseudomonas aeruginosa such as ATCC 9027, NCIMB 8626, CIP 82.118 or NBRC 13275,
Escherichia coli such as ATCC 8739, NCIMB 8545, CIP 53.126 or NBRC 3972,
Salmonella enterica subsp. enferica serovar Typhimurium such as ATCC 14028

or, as an alternative,

Salmonella enterica subsp. enterica serovar Abony such as NBRC 100797, NCTC 6017 or CIF 80.39,
Candida albicans such as ATCC 10231, NCPF 3179, IP 48.72 or NBRC 1594.

Use buffered sodium chloride-peptone solution pH 7.0 or phosphate buffer solution pH 7.2 to make test suspensions, Use the

suspensions within 2 hours or within 24 hours if stored at 2 — §°C.

3-1-2 Clostridia

Use Clostridium sporogenes such as ATCC 11437 (NBRC 14293, +NCIMB 12343, CIP.100651) or ATCC 19404 (NCTC 532
or CIP 79.3). Grow the clostridial test strain under anaerobic conditions in reinforced medium for Clostridia at 30 — 35°C for 24
— 48 hours As an altemative to preparing and then diluting down a fresh suspension of vegetative cells of Cl sporogenes, a sta-
ble spore suspension is used for test inoculation. The stable spore suspension may be maintained at 2 — 8°C for a validated pe-

riod. _
3-2 NEGATIVE CONTROL

. To verify testing conditions a negative control is performed using the chosen diluent in place of the test preparation. There

must be no growth of micro-organisms.

3-3 GROWTH FROMOTION AND INHIBITORY PROPERTIES OF THE MEDIA

Test each batch of ready-prepared medium and each batch of medium prepared either from dehydrated medium or from ingre-

dients.

Verify suitable properties of relevant media as described in Table 4.05-11-1.

Table 4.05--1 Growth promoting, inhibitory and indicative probertie.s' of media

Medium

Property

Test strains

Test for bile-tolerant gram-negative bacteria

Enterobacteria enrichment

Growth promoting

E coli

broth-Mossel P. acruginosa
Inhibitory S. aureus

Violet red bile glucose agar Growth promoting+ | E. coli
Indicative P. aeruginosa

Test for Escherichia coli

MacCorkey broth Growth promoting E coli

. ‘ Inhibitory S. aureus

MacConrkey agar Growth promoting + - | E. coli
Indicative

Test for Salmonella

enrichment broth

Rappaport Vassiliadis  Salmonelia

Growth promoting

Salmonella enterica subsp.
Typhimurium or
Salmonella enterica subsp.

enterica serovar

enterica serovar

Abony
Inhibitory S. aureus
Xylose, lysine, deoxycholate agar | Growth promoting + | Salmoneila enterica subsp. enterica serovar
Indicative Typhimurium or
Salmonellu enterica subsp. enterica serovar
Abony
Indicative E. coli
Test for Pseudomonas aeruginosa
Cetrimide agar Growth promoting P. aeruginosa
Inhibitory E coli




Test for Staphylococcus aureus

Mannitol salt agar Growth promoting+ S. aureus
Indicative
Inhibitory | £, coli
Test for Clostridia
Reinforced medium for Clostridia | Growth pfomoting Cl. sporogenes
Columbia agar Growth promoting Cl. sporogenes
Test for Candida albicans
Sabouraud dextrose broth . | Growth promoting C. albicans
Sabouraud dextrose agar - { Growth promoting + C. albicans
Indicative

Test for growth promoling properties, liquid media: inoculate a portion of the appropriate medium with a small nmber (not
more than 100 CFU) of the appropriate micro-organism. Incubate at the specified temperature for not more than the shortest pe- .
ried of time specified in the test. Clearly visible growth of the micro-organism comparable to that previously obtained with a
previously tested and approved batch of medium occurs.

Test for growth promoting properties, solid media: perform surface-spread method, inoculating each plate with a small num-
ber (not more than 100 CFU) of the appropriate micro-organism. Incubate at the specified temperature for not more than the
shortest period of time specified in the test. Growth of the micro-organism comparable to that prevxously obtained with a previ-
ously tested and approved batch of medium occurs.

Test for inhibitory properties, liguid or solid media: inoculate the appropriate medium with at Jeast 100 CFU of the appropri-
ate micro-organism. Incubate at the specified temperature for not less than the fongest period of time specified in the test. No
growth of the test micro-organism occurs.

Test for indicative properties : perform surface-spread method inoculating each plate with a small aumber (not more than 100
CFU) of the appropriate micro-organism. Incubate at the specified temperature for a period of time within the range specified in
the test. Colonies are comparable in appearance and indication reactions to those previously obtained with a previously tested
and approved batch of medium.

3-4 SUITABILITY OF THE TEST METHOD

For each product to be tested perform sample preparation as destribed in the relevant paragraph in section 4. Add each test
strain at the iime of mixing, in the prescribed growth medium. Incculate the test strains individually. Use a number of mi-
cro-organisms equivalent to not more than 100 CFU in the inoculated test preparation.

Perform the test as described in the relevant paragraph in section 4 using the shortest incubation period prescribed.

The specified micro-organisms must be detected with the indication reactions as described in section 4.

Any antimicrobial activity of the product necessitates a modification of the test procedure (see 4-5-3 of Microbial Enumera-
tion Tests). .

If for a given product the antimicrobial activity with respect to 4 micro-organism for which festing is prescribed cannot be
neutralised, then it is to be assumed that the inhibited micro-organism will not be present in the product.

4 TESTING OF PRODUCTS
4-1 Bile-tolerant gram-negative bacteria
4-1-1 Sample preparation and pre-incubation

Prepare a sample using a 1 in 10 dilution of not less than 1 g of the product to be examined as described in Microbial enu-
meration tests, but using casein soya bean digest broth as the chosen diluent, mix and incubate at 20 — 25°C for a time sufficient
to resuscitate the bacteria but-net sufficient to encourage multlphcat[on of the organisms (usually 2 hours but not more than 5
hours).
4-1-2 Test for absence

Unless otherwise prescribed use the volume corresponding to Ig of the product, as prepared in 4-1-1 to inoculate enterobacte-
ria enrichment broth-Mossel. Incubate at 30 — 35°C for 24 — 48 hours. Subculture on plates of violet red bile glucose agar. In-
cubate at 30 —35°C for 18 — 24 hours.

The product complies with the test if there is no growth of colonies.
{ . .



4-1-3 Quantitative test
4-1-3-1 Selection and subculture

Inoculate suitable quantities of enterobacteria enrrchment broth-Mossel with the preparation as described under 4-1-1 and/or
dilutions of it containing respectively 0.1 g, 0.01 g and 0.001 g (or 0.1 mL, 0.01 mL and 0.001 mL) of the product to be exam-
ined. Incubate at 30 — 35°C for 24 — 48 hours. Subeulture each of the cultures on a plate of violet red bile glucose agar. Incubate
at 30— 35°C for 18 — 24 hours.
4-1-3-2 Interpretation

Growth of colonies constitutes a positive result. Note thc smallest quantity of the product that glVCS a positive result and the
largest quantity that gives a negative result. Determine from Table 4.05- 11 -2 the probable number of bacteria,

Table 4.05-11-2 [nterpretation of resulls

Results for each quantity of product Probable number of bacteria
0.1gor 0.1 mL 0.01 g or 0.01 mL | 0.001 g or 0.001 mE | Per gram or mL of product
+ + + more than 1{°
+ + — less than 10° and more thar_l 10°
+ — — less than 10 and more than 10
— — - fess than 10

4-2 Escherichia coli
4-2-1 Sample preparation and pre-incubation

Prepare a sample using a ! in 10 dilation of not less than 1 g of the product to be examined as described in Microbial enu-
meration tests and use 10 mL or the quantity corresponding to I g or 1 mL to inoculate a suitable amount (determined as de-
scribed under 3-4) of casein soya bean digest broth, mix and incubate at 30 — 35°C for 18 — 24 hours.

4-2-2 Selection and subculture

Shake the container, transfer 1 mL of casein soya bean digest broth to 100 mL of MacConkey broth and incubate at 42 — 44°C

for 24 — 48 hours. Subculture on a plate of MacConkey.agar at 30 — 35°C for 18 — 72 hours.
4-2-3 Interpretation

Growth of colonies indicates the possible presence of E. cofi. This is confirmed by identification tests.

The product complies with the test if no colonies are present or if the identification tests are negative.
4-3 Salmonella :

4-3-1 Sample preparation and pre-incubation

Prepare the product to be examined as described in Microbial enumeration tests and use the quantity corresponding to not less
than 10.g or 10 mL to inoculate a suitable amount (determined as described under 3-4) of casein soya bean digest broth, mix and
incubate at 30 — 35°C for 18 — 24 hours, '

4-3-2 Selection and subculture .

Transfer 0.1 mL of casein soya bean digest broth to 10 mL of Rappaport Vassiliadis Salmonella enrichment broth and incu-
bate at 30 — 35°C for 18 — 24 hours. Subculture on plates of xylose, ysine, deoxycholate agar. Incubate at 30 — 35°C for 18 — 48
hours.

4-3-3 Interpretation

The possible presence of Salmonelia is indicated by the growth of well-developed, red colonies, with or without black centres.
This is confinmed by identification tests.

The product complies with the test if colonies of the types described are not present or if the confirmatory 1dent1ﬁcat10n tests
are negative.

4-4 Psendomonas aeruginosa
4-4-1 Sample preparation and pre-incubation

Prepare a sample using 2 1 in 10 dilution of not less than 1 g of the product to be examined as described in Microbial enu-
meration fests and use 10 mL or the quantity corresponding to 1 g or 1 mL to inoculate a suitable amount (determined as de-
scribed under 3-4) of casein soya bean digest broth and mix. When testing transdermal patches, filter the volume of sample cor-
responding to 1 patch of the preparation described in Microbial enumeration tests (4-3-1) through a sterile filter membrane and
place in 100 mL of casein soya bean digest broth. Incubate at 30 — 35°C for 18 — 24 hours. ‘
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4-4-2 Selection and subculture

Subculture on a plate of cetrimide agar and incubate at 30 — 35°C for 18 — 72 hours.
4-4-3 Interpretation _

Growth of colonies indicates the possible presence of P. aeruginosa. This is confirmed by identification tests.

The product complies with the test if colonies are not present or if the confirmatory identification tests are negative,
4-5 Staphylococcus aureus
4-5-1 Sample preparation and pre-incubation

Prepare a sample using a 1 in 10 dilution of not less than 1 g of the product fo be examined as described in Microbial enu-
meration tests and use 10 mL or the quantity corresponding to 1 g or 1 mL to inoculate a suitable amount (determined as de-
scribed under 3-4) of casein soya bean digest broth and homogenise. When testing transdermal patches, filter the volume of
sample corresponding to 1 patch of the preparation described in Microbial enumeration tests (4-5-1) through a sterile filter
membrane and place in 100 mL of casein soya bean digest broth. Incubate at 30 — 35°C for 18 — 24 hours.
4-5-2 Selection and subculture

Subculture on a plate of mannito! salt agear and incubate at 30— 35°C for 18 — 72 hours.
'4-5-3 Interpretation

The possible presence of S. aureus is indicated by the growth of yellow/white colomes surrounded by a yellow zone. This is
confirmed by identification tests.

The product complies with the test if colonies of the types described are not present or if the confirmatory identification tests
are negative.
4-6 Clostridia
4-6-1 Sample preparation and heat treatment

Prepare the product to be examined as described in Microbial enumeration tests.

Take 2 equal portions corresponding to not less than | g or 1 mL of the product to be examined. Heat 1 portion at 80°C for 10
min and cool rapidly. Do not heat the other portion.
4-6-2 Selection and subculfure

Transfer *the quantity corresponding to 1 g or 1 mL of the product to be examined from, each of the mixed portions to 2
containers (38 mm x 200 mm) or other containers containing 100 mL of reinforced medium for Clostridia. Incubate under an-
acrobic conditions at 30 —35°C for 48 hours. After incubation, make subcultures from each tube on Columbia agar and incubate
under anaerobic conditions at 30—~ 35°C for 48 hours.
4-6-3 Interpretation

The oceurrence of anaerobic growth of rods (with or without endospores) giving a negative catalase reaction indicates the
presence of Clostridia.

If no anacrobic growth of micro-organisms is detected on Columbia agar or the catalase test is positive, the product complies
with the test.
4-7 Candida albicans -
4-7-1 Sample preparation and pre-incubation

Prepare the product to be examined as described in Microbial enumeration tests and use 10 mL or the quantity corresponding
to not less than 1 g or 1 mL to inoculate 100 mL of Sabouraud-dextrose broth and mix. Incubate at 30 — 35°C for 3-5 days.
4.7-2 Selection and subculture ‘ '

Subculture on a plate of Sabouraud-dextrose agar and incubate at 30 ~ 35°C for 24 — 48 hours.
4-7-3 Interpretation .

Growth of white colenies may indicate the presence of C. albicans. This is confirmed by identification tests.

The product complies with the test if such colonies are not present or if the confirmatory identification tests are negative.

The following section is given for information. -

-5 RECOMMENDED SOLUTIONS AND CULTURE MEDIA
The following solutions and culture media have been found satisfactory for the purposes for which they are prescribed in the
test for microbial contamination in the Pharmacopoeia. Other media may be used if they have similar growth promoting and in-
hibitory properties.

Stock buffer solution. Transfer 34 g of potassium dihydrogen phosphate to a 1000 mL volumetric flask, dissolve in 500 mL of
purified water, adjust to pH 7.2 = 0.2 with sodium hydroxide, add purified water to volume and mix. Dispense in containers and
sterilize. Store at a temperature of 2 — 8 °C.
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Phosphate buffer solution pH 7.2 . :
Prepare a mixture of purified water and stock buffer solution (800:1 ¥/¥) and sterilize.

Buffered sodium chloride-peptone solution pH 7.0

Potassium dihydrogen phosphate 36g
Disodiun hydrogen phosphate dihydrate , 7.2 g equivalent to

: 0.067 mol phosphate
Sodium chloride 43¢
Peptone (mieat or casein) 1.0g
Purified water 1000 mL

Sterilize in an autoclave using a validated cycle.

Casein soya bean digest broth

Pancreatic digest of casein 17.0.g
Papaic digest of soya bean 3.0g

" Sodium chloride ' 50g -
Dipotassium hydrogen phosphate 25g
Glucose monohydrate 25g
Purified water 1000 mL

Adjust the pH so that after sterilization it is 7.3 £ 0.2 at 25°C. Sterilize in an autoclave using a validated cycle.

1

Casein soya bean digest agar

Pancreatic digest of casein ) 150g
Papaic digest of soya bean 50g
Sodium chloride 50g
Agar 150¢g
Purified water 1000 mL

Adjust the pH so that after sterilization it is 7.3 + 0.2 at 25°C. Sterilize in an avteclave using a validated cycle.

Sabouraud-dexirose agar
Glucose ' . 400 g
Mixture of peptic digest of animal tissue and pancreatic digest  10.0g
of casein (1:1)
Agar 150g
Purified water ) 1000 mL
Adjust the pH so that after sterilization it is 5.6 = 0.2 at 25°C. Sterilize in an autoclave ‘using a validated cycle.

Potato dexirose agar

Infusion from potatoes 200 g
Glucose . 200g
Agar 15.0g
Purified water 1000 mL

Adjust the pH so that after sterilization it is 5.6 £ 0.2 at 25°C. Sterilize in an autoclave using a validated cycle.

Sabouraud- dextrose broth
Glucose ' 20.0g
Mixture of peptic digest of animal tissue and pancreatic digest 100 g
of casein (1:1)
Purified water 1000 mL : -
Adjust the pH so that after sterilization it is 5.6 £ 0.2 at 25°C. Sterilize in an autoclave using a validated cycle.
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Enterobacteria enrichment broth-Mossel

Pancreatic digest of gelatin ) 10.0 g
Glucose monohydrate ©5.0g
Dehydrated ox bile : _ 200 g '
Potassium dihydrogen phosphate 20g
Disodium hydrogen phosphate dihydrate 30¢g
Brilliant green . 15mg
Purified water 1000 mL

Adfust the pH so that after heating it is 7.2 £ 0.2 at 25°C. Heat at 100°C for 30 min and cool imﬁlediately,

Violet red bile glucose agar

Yeast extract - 30g
Pancreatic digest of gelatin 70g
Bile salts l5g
Sodium chloride 50g
Glucose monohydrate 100 g
Agar 150g
Neutral red 30 mg
Crystal violet 2mg
Purified water 10600 mL
Adjust the pH so that after heating it is 7.4 # 0.2 at 25°C. Heat to boiling; do not heat in an autoclave.

MacConkey broth

Pancreatic digest of gelatin 200g
Lactose monohydrate 100g
Dehydrated ox bile i 50g
Bromocresol purple 10 mg
Purified water 1000 mL

Adjust the pH so that after sterilization it is 7.3 + 0.2 at 25°C. Sterilize in an autoclave using a validated cycle.

MacConkey agar

Pancreatic digest of gelatin 170g
Peptones {meat and casein) 30g
Lactose monohydrate ' 100 g
Sodium chloride 50g
Bile salts 15g
Agar 135¢
Neutral red 30.0mg
Crystal violet ' 1 mg
Purified water 1000 mL

Adjust the pH so that after sterilization it is 7.1 + 0.2 at 25°C. Boil for 1 min with constant shaking then sterilize in an auto-
clave using a validaied cycle.

Rappaport Vassiliadis Salmonella Enrichment Broth

Soya peptone 45g
Magnesium chloride hexahydrate 290g
Sodium chloride 80¢g
Dipotassium hydrogen phosphate . ‘ 04g
Potassium dihydrogen phosphate 06g
Malachite green 36mg-
Purified water 1000 mL

Dissolve, warming slightly. Sterilize in an autoclave using a validated cycle, at a temperature not exceeding 115°C. The pH is
to be 5.2+ 0.2 at 25°C after heating and antoclaving,



Xylose, lysine, deoxycholate agar

Xylose ' 3.5 g
L-Lysine 50g
Lactose monohydrate 15g
Sucrose 75g -
‘Sodium chloride 50g
Yeast extract 3.0g
Phenol red . 80 mg
Agar ‘ 1358
Sodium deoxycholate S 25g
Sadium thiosulfate ‘ 68g
Ammonium iron (III} citrate 08g
Purified water 1000 mL

Adjust the pH so that after heating it is 7.4 £ 0.2 at 25°C. Heat to boiling, cool to 50°C and pour into Petri dishes. Do not heat

in an autoclave.

Cetrimide agar

Pancreatic digest of gelatin ' 200¢g
Magnesium chloride l4g
Dipotassium sulfate 100 g
Cefrimide . 03g
Apar 136¢g
Purified water ' 1000 mL
Glycerol 10.0 mL

Heat to boiling for I min with shaking. Adjust the pH so that after sterilization it is 7.2 % 0.2 at 25°C. Sterilize in an autoclave

using a validated cycle.

Mannito! salt agar
Pancreatic digest of casein ’ 50¢
Peptic digest of animal tissue : - 50¢g
Beef extract 1.0g
- D-Mannitol 10.0g
* Sodium chloride 7508
Apar 15.0g
Phenol red 25 mg
Purified water 1000 mL

Heat to boiling for 1 min with shaking. Adjust the pH so that after sterilization it is 7.4 = 0.2 at 25°C. Sterilize in an autoclave

using a validated cycle.

Reinforced medium for Clostridia

Beef extract 10.0g
Peptone ' 100g
Yeast extract ‘ 30g
Soluble starch 10g
Glucose monohydrate ' " 50g
Cysteine hydrochloride 05g
Sodium chloride : S0g
Sodium acetate 30g
Agar 05g
Purified water 1000 mL

Hydrate the agar, dissolve by heating to boiling with continuous stirring. If necessary, adjust the pH so that after sterilization it

is about 6.8 & 0.2 at 25°C. Sterilize in an autoclave using a validated cycle.

Columbia agar
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Pancreatic digest of casein 100g

Meat peptic digest 50g
Heart pancreatic digest 30
Yeast extract 50g
Corn starch _ _ l.0g
Sodium chloride 50g
Agar, according to gelling power 100gto 15.0 g
Purified water 1000 mL

Hydrate the agar, dissolve by heating to boiling with continuous stirring, If necessary, adjust the pH so that after sterilization it
is 7.3 = 0.2 at 25°C. Sterilize in an autoclave using a validated cycle. Allow to cool to 45 — 50°C; add, where necessary, gen-

tamicin sulfate corresponding to 20 mg of gentamicin base and pour into Petri dishes.



12. Microbial Attributes of Nonsterile Pharmaceutical Products

This test is harmonized with the European Pharmacopoeia and the U.S. Pharmacopeia. The parts of the text that are -
not harmonized are marked with symbols (* 4.

The presence of certain micro-organisms in non-sterile preparations may have the potential to reduce or even
inactivate the therapeutic activity of the product and has a potential to adversely affect the health of the patient.
Manufacturers have therefore to ensure a low bioburden of finished dosage forms by implementing current guidelines on
Good Manufacturing Practice during the manufacture, storage and distribution of pharmaceutical preparations.*This
chapter provides guidelines for acceptable limits of viable micro-organisms (bacteria -and fungi) existing.in raw
materials and nonsterile pharmaceutical products., Microbial examination of non-sterile products is performed
according to the methods given in Microbiological Examination of Non-sterile Products <4.05> on Microbial
Enumeration Tests and Tests for Specified Micro-organisms. *When these tests are carried out, a microbial control
program must be established as an important part of the quality menagement system of the product. Personnel
responsible for conducting the tests should have specialized training in microbiology, biosafety measures and in the
interpretation of the testing results.

*1. Definitions

1.1 Non-sterile pharmaceutical products: Non-sterile drugs shown in monographs of the JP and non-sterile finished
dosage forms.

1.2 Raw materials: All materials, including raw ingredients and excipients, used for the preparation of drugs, exccpt
for water and pases.

1.3 Bioburden: Number and type of viable micro-organisms existing in non-sterile pharmaceutlcal products.

14 Action levels: Established bioburden levels that require immediate follow-up and corrective action if they are
exceeded. ‘

1.5 Alert levels: Established bioburden levels that give early warning of a potential drift from normal bioburden level,
but which are not necessary grounds for definitive corrective action, though they may require follow-up investigation.
1.6 Quality management system: The procedures, operation methods and organizational structure of a manufacturer
(including responsibilities, authorities and relationships between these) needed to implement guality management.

2. Scope
In general, the test for total viable acrobic count is not applied to drugs containing viable micro-organisms as an
active ingredient.

3. Sampling plan and frequency of testing
3.1 Sampling methods

Microbial contaminants are usually not umformly distributed throughout the batches of non-sterile pharmaceutlcal
products or raw materials. A biased sampling plan, therefore, cannot be used to estimate the real bicburden in the
product, A sampling plan which can properly reflect the status of the product batch should be established on the basis
of the bioburden data obtained by retrospective validation and/or concurrent validation. In general, a mixture of
samples randomly taken from at feast different three portions, almost the same amount for each portion, is used for the
tests of the product. When the sampling is difficult in a clean area, special care is required during sampling to avoid
introducing microbial contamination into the product or affecting the nature of the product bioburden. If it is
confirmed that the product bioburden is stable for a certain period, as in the case of non-aqueous or dried products, it is
not necessary to do the tests, immediately afier the sampling.
3.2 Testing frequency

The frequency of the tests should be established on the basis of a variety of factors unless otherwise specified. These
factors include: ' ‘
a) Dosage forms of non-sterile pharmaceutical products (usage);
b) Manufacturing processes; '
¢) Manufacturing frequency;
d) Characteristics of raw materials (natural raw material, synthetic compound, etc.);
¢) Batch sizes;



f) Variations in bioburden estimates (changes in batches, seascnal variations, etc.);

g) Changes affecting the product bioburden (changes in manufacturing process, supplier of raw materials, baich
number of raw materials, etc.);

h) Others.

In general, the tests may be performed at a high frequency during the initial production of a drug to get information
on the microbiclogical attributes of the product or raw materials used for the production. However, this frequency may
be reduced as bioburden data are accumulated through retrospective validation and/or concurrent validation. For
example, the tests may be performed at a frequency based on time (e.g., weekly, month[y or seasonally), or on
alternate batches. ‘

4 Microbial control program
When the “Microbiological Examination of Non-Stcnle Products <4.05>" is. applaed to a non-sterile pharmaceutical
product, the methods for the recovcry, cultivation and estimation of the bioburden from the product must be vahdated
and a “Microbial control program” covering the items listed below must be-prepared.
a) Subject pharmaceutical name (product name);
b) Frequency of sampling and testing;
¢} Sampling methods (including responsible person, quantity, environment, etc. for sampling);
d) Transfer methods of the samples to the testing area (including storage condition until the tests);
¢) Treatment of the samples (recovery methods of microbial contaminants);
f) Enumeration of viable micro-organisms (including testing quantity, culture media, growth-supporting test of the
media, culturing methods, ete.);
g) Detection of specified micro-organisms (including testing quantity, culture media, growth-supporting test of the
media, culturing methods, etec.);
h) Estimation of the number of and characterization of microbial contaminants;
i) Establishment of “Microbial acceptance criteria” (including alert level and action level);
i) Actions to be taken when the levels exceed “Microbial acceptance criteria”
k) Persons responsible for the testing and evaluation, etc.;
) Other necessary items,

i

5. Microbial acceptance criteria for non-stetile pharmaceutical products

By establishing “Microbial acceptance criteria” for non-sterile pharmaceutlcal products based upon the total aerobic
microbial count {TAMC) and the total combined yeasts/moulds count (TYMC), *it is possible to evaluate at the initial
processing stage of the product whether the microbiological quality of the raw materials is adequate or not.
Furthermore, it is then possible to implement appropriate corrective action as needed to maintain or improve the
microbiological quality of the product. o The target limits of microbial levels for raw materials (synthetic compounds
and minerals) are shown in Table 1.

*In general, synthetic compounds have low bioburden levels due fo the high temperatures, organic solvents, etc.,
used in their manufacturing processes. Raw materials originated from plants and animals in general have higher
bioburdens than synthetic compounds.

The microbial quality of the city water or purified water used in the processing of active ingredients or non-sterile
pharmaceuticals may have a direct effect on the quality of the finished dosage form. This means it is necessary to keep
the level of microbial contaminants in the water as low as possible., ‘ '

Acceptance criteria for microbiological quality for non-sterile finished dosage forms are shown in Table 2. *These
microbial [imits are based primarily on the type of dosage form, water activity, and so on. For oral liquids and
pharmaceutical products having a high water aciivity, in general, low microbial acceptance criteria are given.

Table 1. Acceptance criteria for Microbiological Quality of Non-Sterile Substances for Pharmaceutical use

~ Total Aerobic Total Combined
Microbial Count Yeasts/Moulds Count
(CFU/g or CFU/ mL)  (CFU/gor CFU/ mL}

Substances for pharmaceutical use 10° 107



Table 2 includes a list of specified micro-organisms for which acceptance criteria are set. The list is not necessarily
exhaustive and for a given preparation it may be necessary to test for other micro-organisms depending on the nature of
the starting materials and the manufacturing process.

Table 2. — Acceptance criteria for microbiological quality of non-sterile dosage forms

Total Aerobic Total Combined
Route of administration Microbial Count Yeasts/Moulds Count Specified Micro-organism
(CFU/g or CFU/mL) {CFU/g or CFU/ mL)
Non-aqueous 10° 10° Absence of Escherichia coli
preparations for oral use (I gorimL)
Adqueous preparations 107 10! Absence of Escherichia coli
for oral use (1 gor1mL)
Rectal use o 10° -
Oromucosal use 10° 10! Absence of Staphylococcus aureus
Gingival use (Igor1mL)
Cutaneous use Absence of Pseudomonas aeruginosa
Nasal use {a gcgr 1'mL)
Auricular use
Vaginal use 1(')2 10' Absence of Pseudomonas aeruginosa
(l1gorIml)
Absence of Staphylococcus aureus
(lgor 1l mL)
Absence of Candida albicans
(1 gorlmL)
Transdermal patches 10% 10* Absence of Staphylococcus aureus
(limits for one patch (1 paich)
including adhesive layer Absence of Pseudomonas aeruginosa
and backing) (1 patch)
Inhalation use (épecial 10% 10! Absence of Staphylococcus aureus

requirements apply to

(I gorlml)

liquid preparations for
nebulization)

Absence of Psendomonas aeruginosa
(Igorlml)

Absence of bile-tolerant gram-negative
bacteria {1g or 1 mL)

If it has been shown that none of the prescribed tests will allow valid enumeration of micro-organisms at the level
prescribed, a validated method with a limit of detection as close as possible to the indicated acceptance criterion is
used. ) - .

In addition to the micro-organisms listed in Table 2, the significance of other micro-organisms recovered should be
evaluated in terms oft

= the use of the product: hazard varies according to the route of administration (eve, nose, respiratory tract);

# the nature of the product: does the product support growih, does it have adequate antimicrobial preservation?
» the method of application;

the intended recipient: risk may differ for neonates, infants, the debilitated

« use of immunosuppressive agents, corticosteroids;
» presence of disease, wounds, organ damage.

Where warranted, a risk-based assessment of the relevant factors is conducted by personnel with specialized training
in microbiology and the interpretation of microbiological data. For raw materials, the assessment takes account of
processing to which the product is subjected, the current technology of testing and the availability of materials of the
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desired quality. Acceptance criteria are based on individual results or on the average of replicate counts when replicate
counts are performed (e.g, direct plating methods).
When an ‘acceptance criterion for microbiological quality is prescribed it is interpreted as follows:

— 10" CFU: maximurn acceptable count = 20,
— 10 CFU: maximum acceptable count = 200,
— 10* CFU: maximum acceptable count = 2000, and so forth.

' *6.  Acceptance criteria for herbal drugs

Target limits of microbial contamination for herbal drugs and herbal drug containing preparations are shown in
Table 3. Category | indicates herbal drugs and thelr preparations to which boiling water is added before use, and
category 2 indicates other herbal drugs and their preparations. In this guideline, enterobacteria and other gram-negative
bacteria, Escherichia coli, Salmonella, and Staphylococcus aureus are mentioned as specified micro-organisms, but
other micro-organisms such as certain species of Bacillus cereus, Clostridia, Pseudomonas, Burkholderia, Asperigillus
and Enterobacter species are also necessary to be tested depending on the origin of the herbal drug raw materials or
the preparation method of the preparations. ,, ‘

*Table3.  Acceptance criteria for herbal drugs and their preparations

' . . Category 1 Catepory 2
Micro-organisms (CFU/g org c?U/ ml) (CFUlg org cgU/ mL)
Aerobic bacteria 107 10°'
Molds and yeass. 10 10°
Enterobacteria and other 3
gram-negative bacteria ® .10

Escherichia coli 10% Not detected
Salmonella - Not detected Not detected
Staphylocoecus aureus P b

s : The limits are not specified.,
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%m,%wﬁﬁﬁtﬁE%K#Taﬁﬁﬁ&w:&%ﬁ%fa
AR ORI REGER 2 ER T 2 8aE, SEmcET S
FUAL NI L, RUAV3REEHEOMCHEEE—ER 2
ZEEHHETA.



3. EEBAIEE

WEEA ZTF T Ay R v F o FRES B a.

TS (MPN) BIIEL THEK T A MM ERTI S 3
B N4 T R—F Y (BRER MEECSVESECHL
TREBRERFEEEDZEbH S,

BEOMMLER SN B EDRESL LIt E T TS
EERY B4, BIRLAWERL, S5ICEELTVWEo %
HETADITH B AEY R TE A b0 TRt b
. E7, BRLEFEOBAHAHET 5.

4. EIGMEER U HOES Y
4.1, —HERE

WRBETFE TS A RERBED 2R 5

T, RBRRCEELEETII ARGEOEELRLD
WMABEEND o 2B aI0IE, BE, BAELHIFL.

4.2, BEREOHES

MBS N R BBRE AT 2, Lidkic
R FACHET 5.

T, RRICHCAMEYE, B0y —3—Fov b
-#BWﬁﬁﬁSEEﬂi&mxit,9—ank%%%ﬂ
Fik (Y- Foy FYATE) RMWCENTE. WREFR
HOFRBRISOWT, & 405-1~1 WRTEHTZTRZR
BB B,

MEBHESEORIIIE, pH 70 O~7 b > EESEHEY

B pH 7.2 VY X RREHIE BB, Aspergillus niger DT

TREEELDIC, BERIKEY VLR~ 20 % 005 %
MKfﬁﬂw.EﬁKﬁ2%HMW.KﬁZH—SCL%ﬁ
TEREEE 24 BRLNICH 5. Aspergillus niger X4 Ba-
ciilus subtilis DFRBFVHBROFEBERFFRL TERT S
ALK, RFERELRFREBRE+HBEL, BEEEEeL
TERTEL. ZhEnOBHNE, RIS AWM 2
~ 8°C TIRETE .
4.3. feiEim
REBRBEHREST 5 0l, SH¥oRD ) CERES By

TEESBRELEET 5. MEDORENH - TIhE o kv,

4,4, {EhhgE

WA TI Ny F T ICRE TS, T4, SR
SRR L D WL AT oV T, BB ¢y
LT A,

ﬁd% Lqu?Tﬁiwmyﬁ(mMmuuT)%/
AE—Y - AEf Y - FA Y A MEHBO—E, V14 F—
HEAL Y - FATx AL DT VERRUY 7O — - 5 s
BT O EIT A, S L R OWAEL D
—EHXEFEEE By, K 405-1-1 KRLASGBTERZA
L S '

BT AT, B O BB EE L S e
DEMED 1/2 35 2 FUATETRITZ Gy, Pitpin
HERWTERET 258, AUESFER S Aty 3T
HHTzB oA fE L ASORF LRI LTS & 40,

JEHEB TR, FHMEAREE L WA F TG
NIERBEREORERZD S iidn s i,

- 4.5, HEAFETCOIEEOESHE
4.5.1. HEfloRR

BHOABER, ERLSODEEMEEIRETS. DT

KR LAWThoFEbBETE 5 L0 ThnigsE, Wi

FEEEIT 5.
atkag,

HERS A pH 70 @":7}' TEEBE, pHE 72 @9
BRENL Y A E— - FEAL ¥ - ¥4 VxR M EHTIER
XRAHHRT 5 GEF mloﬁﬁﬁﬁ%ﬂﬁfé).ﬁﬁfam
pH 6 ~ 8 IF%T 5. é%&%ﬁﬁ#ﬂ?&%AﬁﬁL%
R cHRT 2.

. REFBEOEEARNS

ﬁﬁﬁ%%pH70®«7b/ﬁﬁﬁﬁ&1ﬂ7?®U/_
MBEHEIEIV A E—> - A¥4 ¥ - ¥4 T e X ST
é%%(ﬁﬁﬁloﬁﬁﬁﬁ%wﬁT&.ﬂﬁL@T<Ta
twk,wiﬁ$07w4—bm(ﬁﬁugﬂ)®l5&_
FEFEEAEMEL LR CED. BELL, pH6 ~ 8
KBTS, SohARTEMLERSSRA LERECHET
A, .

IEENG
ﬁﬁ%ﬁ%%ﬁﬁELf\Ux%/&4/7UEWk$ﬂT
o, i, SELGIT 40°C BT (ISAHESETE 45°C
BF)Y KIRLABRSLERON ) v V~—} 80 Nitfhode
BEEOREBE UM EATRET 5. SEL SITAGED TR
EERLLFOERRBNTS. BELEARREL L0001
HMEL TG HBMED 10 SRRELART 5. AL
CESREOHETRELRL EXoEZR CRMNTS. B
LREORY wivr— & 80, XG0S BmEES
FEUE LAREE R T, ELlO%&Eﬁﬁ#ﬂ%ﬁ&L
Th ki,
TPV — L Bk0EE i Bk

Bl A IS 74 vy —BBAE S b R 55
HRUDLDISHEESNCE . SHRES,S, 2852
WIEREEO—FROVTRPE VD,

LRy F )

BRIy FORERE CREF47—") 2H0EE,
BEME LM EL L TREF S ALRBRE 7SR F 2 b l—
DELE. Ay FRLEAET2OEH CADE, BEL
SILMEWE PIATREYF—¥) CHEELES. KD Ui~
—F 80 RO/ VS F R lOREEA TS EST0R
ELERFMC Ay F 28U, 22 LD 30 AMNL RS
YRR
4.5.2, EBRBUFR )

100 CFU MITOBIEH LB 501+ % RO RBEINS T
FASATHELLREETHEE (RE2E3 %) 10
A5, BV ARBWEEHEOR L, SEEED 1% 28
T B,

Ead b ORETRLMEDBNSREBA 0, BLE
CHEREONENE By CRET 5. HESEUIHEERE D
ﬁbk.ﬁ%ﬁw%ﬁﬁoﬁﬁﬁ%ﬁa&w%Au HIEE
LB ERE R TS,

BEH X 2 RFRIEASRIT Sk IS0, B, SRY
E5BOBITREHEEEERLI TS kv
4.5.3. MEEEOPNfok _

4.5.2. BUF 4.5 4 KR LFIRCHE - TRBEE 7\, 2
ﬁ#%@uéntﬁﬁt,ﬁ%#%@ﬂéhkﬁﬁt%&&?
5.

F #mﬂéﬂa%A(ﬁﬂE#6®@ﬂﬁﬁ# e,



DEINEHED 172 REOEFE) I, ELERPEZLDIC,
SEWENEOFETEE TS, FEOFWTIE, #if (1)
FRELIEMOHEE, (2) BRHXI—RH2PIHOE
RiE~o0FE, (3) Ex8, Xk 4) IBOFEROBLE
bEFEENG. PA  HENOEEEPNT 320, b
MEAVBIEMNTES (F 405-1-2). BAL, ERL
AFFROLEE0IT, TiRLEDAEECET . SiEE
B B, TOHMEESERICHT RS0 S aa
BAEEFFICROMOREMI LT T ¥ 7 RBRTHET
ﬁm&¢ﬂﬁﬁﬁi?%&mgﬁuu.%@ﬁﬁ@boﬁﬁ
FEO-HIT, BEEFAFSHTELVERSRY. Lo,
TOUSYPEREH L AEORPLORREIC L THRSAT
VATREREVWEELS. LIL, FORAFILLORE
WO—WEEET LT, ABRERIAOBRKIZEE L 2w
TEHEDHLOT, WEWORT L COFFERIIAE - 1F
hiRVREETHEBERTS .
4.5.4. BBFETTOMENDR

#4.05-T-1 KERSATWARMED I Bl EiT
B, WML ABEDOxeHRICETS.

4.5.41. ALTSLTor—%

AT 74Ny —it, TLE 045 um LT b0 EFEH
T, 7405 —-0OFRE, HRRBORSCE - THERHE
BNPFEE SNV ISEERELCRRT A, £ 405-1-1
OEGTEIC 1 HOAYTI T4 Ny —EHwL,

4.51, —~ 45 3. DRHMEBVICHBLARAOERE (0
WTHNIRRO 1 ¢ HEE, LEEBOEEOTERI TR
ERBFERITHET) 22V 7571 by —KBLTHEDS
ICHBL, BROFRETAT TSy 71 vy —2li 5.

ArTIr74 Ny —%, BIFEHEEEDE (total aerobic
microbial count ; TAMC) MERE LTV A E—> - ¥4
VoA V2 AN YT UOREROERIC, BEEHE (total
" combined yeasts/moulds count ; TYMC) i€+ LTH 7

e T RS T RBOETICE Y. E 405-1-1 [
RL IR ERg, EFRENET 5.
4.5.4.2. HiF Yk

TR PR, SEHITELTOR LD 2 HoPR
ERWTHEEL, %%ﬁ%n%ho¥ﬁoﬂ%ﬁﬁW$hm
Hwas,
4.5.4.2.1. 71> FFRRRE

E&gcmombum%ﬁmTé%u.¢aLr~¢&a

ORBEEVICRBELARSS 1 nl 5iET2. onicdhd
U 45°C PFIZBERLE 15 ~20mlL @4 ¥ —23
BEAY - YA V2 A LAY FVERTFTO— - T ROl
HrFUERTRATS. IYRELRMIIEMBIEE,
TRIZRETH 7 VTS5, & 40511 0%
WSS LAl 2 HoRMIMER NS,

F AL -T-1 WRL A& CTREDTRIET 5, BT
EHEOUMTREL Y, BEREHEETA.
4.5.4.2.2. Hh T TIRFREEEE

?&Qunodbum&ﬁmTa%Am 15 ~ 20 mL @
VACE—Y FEL Y - FATV 2 A VA FUERIIY T O

-7F?ﬁﬁ/i>%ﬂ%%450Tsz!méﬁ,M
2T, BERXF yE3 vy P U ERSOPTERSHOTE Y
EEs. INRELNMYVIEFMAGAIBEE, FRhIEL

ThrFriEmEeEit s, £ 405-1-1 KEFasy
TEIALED 2O MEA VD, 4.5.1. ~ 4.5.
L.ORBEBVICHABSERAML, £@ 01 mL UE®IERK
BEL THEARASEICET 2. 4542 L.08EXBHIT
%%L,M§Ta

4.5.4.3. mEEH (MPN) %

MPN EOHMERUVILIESE, A7 74 08 —BERIE
AFrERELD LS TS, Bl UollElcy LT
FHEAEY. “hooBAOLDIT, MPN ERBEAEBT
FAHELVWIRRET To TAMC OHEKHAVv-LhE. &
EeRATAEER, UToL5 TS,

4.5.1. ~ 4.5.3. ORMEB VI, BREOSELLED 33
B 10 HEREATRFIE AR 5. %ﬁﬁ&m#a%n%n
lg Xk 1lmL F¥22E0, VAE—Y D ¥/ > - F4Y
;zb%ﬂﬁ9~40leofw53$®ﬁﬁ%h%h€
REHET B, BEEGIE, KUY AS— ) 80 0L BREE
R, RHREAOTFELALSRICENT 2o LA TE 5.
Lizhio T, 3 BRREORICRAZ AR LSS, 9$®m
BECEET Ao LiIch B,

£TOEBEL 30 ~ 38°C T 3 HHE B niimsss
Ta. Hﬁ%ﬁ@ﬁﬁulofﬁ%wﬂ%ﬁﬁﬂiﬁqum
Aleid, ARGy A Y-y -3 8L - ¥4V xR
bﬁ/r/%ﬁhﬁh&.DLmﬁfl-—ZHﬁ%&L,:
NLOBEREEAGL, # 4.05-1-3 »oHBEUE 1 g Ui
1 mL Hi) OREROSIERERDS.

4.6. BRREUHE

AXT T 7 ANE—EES YT rRHREON ST HERE
TEEE, WThORBREOFTHERAMES, 4.5.2. TEEL
ABREAFELZVWHEBOHIED 1/2 ~ 2 FRATEITh
R bdkw, MPN EORSEEMETAEE, REBHOFN
ik, HEFLBOALEED 95 % EFAACEEATE
i 6 i )

BELLVTFhoFREIIBCTY, RBHo S 5 1 wHife
b EROERICTE A VIS, ERICRLEC EAHEE
RERENTRATRET A,

5. BLBOHE

1. ARE

MNMCRETH L O0ITh, LEOEFEF - THRIL AwE
WHED 10 g it 10 mL #HVE, n7V—LRXOME
X BEFIE, 10 FHETHENL, SRSy FiE, 10 25y
FhRIHEWD.

ROL RGP TRFIRAEED, RERERL T BN
TE5  EEY (FIAEERS, »7end, d5E) 40
OREEN 1 mg BT, Xk 1 g HawiE 1| mL G5B
TREFERTWER) Y70 OBRERI 1 mg K.
O b OE, WREMORIRER, B&o0 10 H5E0E
102 55V 10 mL KFEETIRILID LBV ESKC
T a.

REL LTHERERLBHETII, ﬁﬁ@ﬁkﬁbﬁ%%#l
Oy P AL ZAFEEIA S (b, 1000 mL Lk
1000 g F#) BAKIE, LNASERIBESATVEHIT
HIELZEENAGEDR, REEFOy b0 1% 75,

Oy P EHEE LT LDOREA 200 R (B2 ITEE
RRCHELRIRAE) OX S RBETIE, RBEIT 2 WA,



BB 100 RBOEEIE | BACKOT = LT 5.

25y BHOE BRI OMAER S, B CEEERUHE
T LEEBORBERLI LD, T5LEOFBROANEDER
E¥ 5.
5.2. ®RAORER
5.2.1. A2T3L 74 lba—ik

FART—ERBEBTIEFTELL RIS T3
ABEBRAVE. 4 CERSALEB Y CHAEAT SN
LAAETCRARHML, SEE 2 HOA TSI —
DEAICELTELICSET . BN shiHElcn
ST, B7ANF~EHTA,

LBEOAYTS 74 F—, TAMC OHBEDBHIZY
A=Y  H¥L ¥ - FA T2 A B FyEROEHI, i
DLIEOATSr 740y —12, TYMC ORED=DIC
FTO= TS Y 7 YRBOETRT, vAE—>
HELY - FL VAT H T URERE 30 ~ 36°C T 2 ~
5 AW, 70— - FEIES S VIBHAE 20— 25C T
5~ 7 BRE#ETS, B& g X2 1 mL HlhofER
e

BERIIRA - FESERTH LS, 4.5 1. KEBERATY
BHIEED 10 % HYo% 2 WOBREA Y TSy 740y —
CH A HET S, 1 DA YT 57 4 vF—ik TAMC
OHBOIBIT A~ - HEA Yy - F{ V2 A I FY
BICBL, DA ¥ 75 Y7 £bF—it TYMC offillo
FobI T T — - T RS T IR
5.2.2. BT LRiEHE
5.2.2.1. H>F FRERE

4 CiRRES -t BY ASRET IR - FETREER
o ThihoEaidl, SREBILCLA2ED 2
BOART)IFFEETSE. VAV -H¥f ¥ - ¥4V R
b KL 30 ~ 35°C T 3 ~ 5 ARMEL, 47
O 7 Fo¥h 5 BB 20 ~25°CT5~7 HHE
EET A, MBS TAMC T 250 3%, TYMC Tik 50
REGT, PORDFVRBRETIAREDH ¥ 7 VHfb 2R
UlT. BRI CHEBOENTESE LD, B 1 g Xt 1
mL H-h ORBEHEERT L.
5.2.2.2. #7 PIRREEEE .
4RI R B D ICESENTERLFETCRE A
HtE, ThFNOERIIHL, FREBI AR ED 2
WOV MEATT L. EERUREROHLE, X7 r
FHRERELERENL TV LBV,
5.2.3. REEHGE

4 RERINA LB CESRNRERLFETRHELSH
BL, #Fy5. 2TORBREY 0~ 3B°C T3 ~5 AH

BT s, LREOE, MEHEMRENAFECHHEET 5.

FREEILE, B o ED 5 h A BER T
B, R AB-1I-32P0RBRAFZ 1g AR Il IO
HWEDORME Y RD 5.
5.3. #HEREOHAE

PAE—Y  HEA Y - FA TV A A FEREERL

THMES DB REESY, RITAGMENE (TAMC)Y ¥ 5.

ColEh LICHEOEEIRIL SN TS, TAMC & LTHE
FT5. ¥7o0— - FFIEH VI VEBEEBLTHE SRS
R T, REWE (TYMC) £+3. ZofBEICHAED

#EFHRHM SR TD, TYMC LLTHUET . MHoRFTO
2 TYMC #HFEEEr LI HFTRHSAIEAIC
i, REPEPESOHTo— - TETEN 7 U R AL
ThRw. MPN #TEHH% TS 561, BEHiER TAMC
bl -
BAEMFHREOFEEEMAEIRTHA LB, UTO
LI RHETE. )

— 10" CFU : BXREFEE = 20,

— 10" CFU : &ARFES = 200,

— 10" CFU : BckEFES = 2000, TR

HESE X h A FE R U, [SFEitkpReE] cERLh
Twv 5, ]

I. JEMERNILOMEDFENEE | STRNEDHR

REBEE, SERATORMSECEIZHEL ARBRE
T53. ' ‘
1. Ex

FREE, AEOLRET CRETEZ2EEHEDHFFELE
v, IREFOEEFBORTnadEHET2FETHS,

ARSI, FEiCRAIEEOREWENL ARSI RS T
LPFPFHET L FEARNELEbOTH . HIRE
BLEHUHETEAY KRBT ERL, FEFHETS.

BHRBE L OFEENRERTLAESE, BEEELS
CROBERENFEERATH L,

2. #KFRE

BEHOMEE, [£EBRHMEE] CERSATWwAEB IS

5

WRHESIAEEEEHTA56W, [EEEss] 2R
ENTVA I FICTHRLEMAY CoREEEE LN 5.
AEFoMMIRTEEN EBATISEE, [HEEGE]
WERIN T2 X35, Mo agllitvwe, &
Vv A EER E OMICEERRE R L2 BET 5.

3. HBHOERREREUCREROESHE

BERAFETC SO THEED PRI B RANSE T L
FRERT A, I, BEEBRIIEBEARIET LD LREBHBEOET
BErRUKORFERNSH - B, TRE, BeteaEt
5.

3.1. HRAOBEH

PR IR M S L BEEEER T 54, UKz
FTFIRTCERET 5.

B, REKACAREY, RIOTAF—S— Koy b
PoOFMRE 5 BIEHEI VLI, ¥—Fou MEEEm
FE (¥-Fuy b RAFA) 2HWTEET .

3101 PRt .

FHERBEERY, V48— - €L ¥ - 4T b
B, LRYAE—Y - hE4 Y - A PR MRy i
BET, FRER 30 ~ 35°C T 18 ~ 24 BHERT .
AEYE TR ARORRERE, U0 T
ArFrERE, Iy 7o - 7 EYEEEERET, Th
T2 ~25°C T2~ 3 AMEETs,

Staphylococeus aurens (HE 7 FORE) - fl A 11X, ATCC

6538, NCIMB 9518, CIP 483 Xii NBRC 13278,
Pseudomonas aeruginosa (VRMET) @ HI113, ATCC §027,

NCIMB 8626, CIP 82118 Xkt NBRC 13275,



Escherichia coli CRIBHE) T # X 1, ATCC 8739, NCIMB

8545, CIP 53126 X NBRC 3972,

Salmonella *enterica subsp.enterica serovar Typhimurium .

(AEFF) CHEIE, ATCC 14023
XEAEELT
- Salmonella enterica subsp.enterica serovar Abony (¥ 1€
7)) il NBRC 100797, NCTC 6017 XX CIP
80.39,
Candida albicans’ (B ¥ ¥ ¥ - T ¥ H ¥ 2} #1113,
ATCC 10231, NCPF 3179, IP 4872 Xii NBRC 1594
HEBENERORBICIL pH 70 oxT - EEEETR
XiX pH 72 0 UEEEHIEE By 5. SEHKIT 2 BELA,
Xt 2 ~ 8°C LT 2458 24 BEUANIKAW 5,
3.1.2. YO RUTT
Clostridium sporogenes - 8 % X ATCC 11437 (NBRC
14293, NCIMB 12343, CIP 100651) . X (% ATCC 19404
(NCTC 532 XX CIP 703) ¥fv3. Jui b ) I¥7 o
BEthEiabr o b ) S7ERPICEL, 30 ~ 35°C T
24 — 48 BEMBREMENT CRETS. O sporogenes DA
BMEOHSBREEEARLTHRT 2800 I, EHGEHN
TEHERE LCERTE L, FIME RN, BEEXhoEmn
At 2 — 8°C TRETES.
3.2. RN
MR AT A 201, RAHEORD Y ICERLAER
HEACTEENBREZERET L. REDORENH T
L i, '
3.3, HEboteaEsE
TREERI DWWy F TR TE . F7r, R
B AL RS 6 RS LA i D w T, ARy F LI
Bia.
2 4.05-T-1 KERLALSE, BESHICOWCED
B emET 5.
SEF IR RAEE, BEOEh | EY) Rih eo— SRS ) 72 A
#oEEW (100 CFU UT) 2815, A shArBET

HEEL, RN, RBEETHEESA T SENEORT -

BRI E T 5. AREAMR S Ly T, Minc

LRAEE L AEORESFEDH N5

REREISNNGE, EHES & TAUERIC Y 2 SO
A4 (100 CFU LIF) #8fL, » ¥ 7 EHEEfiEET
3. BRSNCRETERL, SEMEE, RBECEEs
NTVBEENMORERMUA L5, AT SR
Bty FC, DAl ohiRE L AS0OREFEDLiLs.

B RER, MBS | R ) e e
Yl Eh 100 CFU BT 5. HEShiRE TR
L, SETERFIILAREREE TIE X AT BRI O B R R L,
LET . RBEORTERDH L.

SRR H UL I R A B OMEY (100
CFU UTF) #8ML, » 7 ERETEEETTS. B
SRIRETEEL, ERNNERBETARSATWAES
HRORMBML 35, REOHKEBIEGHE, I HE
SicEHb /Sy FTHECE LR LD ERESTHS.

3.4, EBREOESHE

WERIITLIC, 4. OBERFLRERIAEB0ICRSE

WA A, FEOMMERIIRAT A B R REE E R 5.

BBREIEINCEET 5. Er, 898 L AR O B
100 CFU BATHE &% 2 L 5 MoMEm s B 5.

4 OMERFECERSh LB CRRT 5. 2L, &
E SN RIERE M THET 5.

FEMEY I, 4 CEMSALENREE Rl A
GEEe- 3 /NN
HEHREESED 5 WA BEIE, RRFEOEEHL

 BiChD ((EWEER] © 4.5.3. 288).

HEFEOHRRIIBWT, BESNAFETRFoREIC
T BMEEEEPNT 2 EHFTERVESICE, IMSh
PR ZOBBRITEFELLVERE LT v,

4. BROHE ’ !
4.1, BEABERET S LBEYE
4. 1.1, EUBERSIRURIISE

WEHRBLRE 1 g BLEEY, +0 10 SERES [EFEHS
B CERLALS KHEET AN, FRUE LTV A Ve
YL Y - AV A MEMERA, RE%, BEEES
BB N ~ 25°C TRBTE. 2L, WEERTE
EORETH-THL b GRF 2 ETHY, 5 BHE
BIlwnwrk).

4.1.2, BEERE

ERESNZGRY, 411 THELARE 1 g 085
THEFE—ENVBNHENE Y 4 3 EhIcBiETa. 30
~ 35°C T 24 ~ 48 PERIISSEEE, NS4 Ly b Ly K-
Bt - 7 FodEh o7 MBI, 30 ~ 35°C T 18
~ 24 FRRIREIET 5.

iﬁﬁoﬁéﬁﬁaﬁh&wiﬁ%li, TOHGIAFRBEIEST
A,

4.1.3. EEHEB
4.1.3.1. EIREE

AL EREEIh T AHRER U/ B E0RRETHo
T, ThERERBET O 01 g 001 2. 0001 g (i 01
mL, 001 mL, 0001 mL) LK%, WROE—FLEBRE
BEEE 74 9 FMICIHE TS 30 — 35°C T 24 ~ 48 B

R, ALy b Ly B - BETHER TS T

HLICERRME B L, 30 ~ 35°C T 18 ~ 24 BEpyESR
Ta.
4.1.3.2. HF

REDTEWRD LG A, BHELARTD. BESR
ESXARAOBIELEEERL5 X SRARCEEL, B
4.05-01-2 »HoHlEDEEHEFRD 5.
4.2, KIgE .
4.2.1. BHEBRERUAISE

HEHaZ 1 g UERY, [HEERER] KERLALLS
EHRELZ 0ESRED Oml, s g Xid1
mL H&E* Q4. TRELL) BYL2EOVAE—> -3
VA FAT2AMERICEEL, BE#E 30 ~35°C T
13 ~ 24 BERESET B,
4.2.2. HiRIEE ,

BREZEY, V48— - ¥y - FA V2 A VERD ]
mL &%y I35 100 mL BT 5. 42 ~ 44
C T 24 ~ 43 BRI, Ty rR—srFrERKE
ML, 30 — 35°C T 18 ~ 72 BSRIEET 5.



4.2.3. H=FE ‘
EBEORTHILD S ALEEIBELR, AERRILY
FEHETA.

BENFEL VAR, LERERRICBWTBREE YRR
EAR, TORERGFERBRITEST S,
4.3. YIEZT
4.3.1. SHBRRUHIEE

EEHMOE 10 g XiT 10 mL 89, G.4.THELE) &
BOVA -y - HE/ Y - ¥4V A MEBICETEL, RS
%, 30 ~ 35°C T 18 ~ 24 BERIIGEET 5.
4.3.2. BRIRE ‘
VA=Y - AEAL 7 - ¥4 P X ML 01 mL 2528
H—b - WYY TFTVR - FLERFHEEEEE 10 mL 088
35,30 ~ 35°C T 18 ~ 24 HEEREK XD > 7
RMEICHEEL, 30 ~ 35°C T 18 ~ 43 BERINRT 5.
4.3.3. H=

THERE LohafE 8o o e, duliioRyg
OFEICHEDL S THREL Ry, RERHRITL VHEET 5.
RRINTWAEEOEENFEL v, LikEERHRC
BOTEE LHES NIEE I, FORSITARERITEAT
3. : ‘
4.4, RigE
4.4.1, RFESBURNIEE

WEESEE 1 g BLERY, EEERE KRBRLAES
CRRLEZ OEFRED OmL, 55witl1g Xkl
ml #HYE® 3.4 THRELE) BEOVAE— - HEA
Yo XAV A MVERIEBLTESL, 30 ~ 35°C T 18
~ 24 BERIEERT B, BERNSy FERERT S L&, T4
BHEAEE (4510 ] KREHMLAXSICHEEL, 19y 7Y
BREBREA TSy T7INE—THBL, ZOAYTFT¥T 4
NF o 10 mL VA= h¥f 2 AT A
WPZHEAT 5.
4.4)2. BIREE

RIS T UBEMCEEL, 30~ 35°C T 18 ~
72 WEHEET 5.
4.4.3. HE
HEORFHED OGS EEREY, FESRRKRIZLY
BT 5. ‘

WHEIFEL VD, TRAZSHRBRCSCTHRELHIESh
A, FORSEARBICES TS,
4.5. HET KyokE
4.5.1. BHRHBEUGHSE

WEBESE 1 g LWERY, TEEERE] LEHLAXS
CHELLSOEFRED OmL, 501 g Lix 1l
mL #EiE%E G4, THRELL) AROVAIE—> - A4
Yoy T A PEBCERLTRAL, 30~ 35°C T 18
— 24 BRHPEET S, SRRy FERBT A E B, (&
. R @G5 )] EERLALICHELEI Ay FHY
BEREA Y TF T4 mF—THBL, £O2¥7F5r 74
ME—% 100 mL OVAY -V - BES V- ¥4 T A LI
BAIRAT 5.
4.5.2. BiREE

TYZy b -RIES YT EBICBHEL, 0 ~3BCT
18 ~ 72 BpEBSSET A,

4.5.3. HE

HWEOFICHENABELRAAREORFTIED b kg
AHBEEL Ry, AERRIC L) EET 5.

BRI TWAEFHORENTE L2V, LITRERRI
wa@ﬁtﬂ%éht%%um.%oﬁ%ﬁ*ﬁﬁﬂﬁ%T
A, '

4.6, YOXRYET
4.6.1. MABNRUMELE

EEE T [EWBRE] CRERLAL SRS,

BEES 1 g X0 1l mL HEIRET 28 2 R0
BA. 203550 1 KiX 80 °C T 10 SREhnsss, dehic
HHL, B0 1 KN LE.

4.6.2. MIUEME N

EFhEFhdsh 1g X 1 ml HSREE2R-T, Wik o
AUV TEM 100 mL A Tw5 2 AOFELE (38 mm
% 200 mm) XEOBERCEY. BEMEETT 0 ~ 35
'C T 48 FFEISET A, FER, ouYThrT s
ERBEPOBHL, MEBMELET T 30 ~ 35°C T 48 B
RIS D,

4.6.3. H{IE

W FS—YRIGERORYE CFREET 2 2EH L)
DESMET D b h/i- SR ERET 5.

TTVET H YT U ERICREWOBEMNRTASH bR
A, X &5 —VREFBES 61, ToRRIIEREISE
T3, '

4.7. ALTHA - TFREHLR
4.7.1. EEEANRUREE

wEESlay THEERRE| CRERLALHICARYT S, To
10mL, 5wk 1 g X3 1 mL B ECHEXT2E% 100
mL OF7O— 7 KRB L CREL, 30 ~
35°C T 3 ~ 5 BREEET A,

4.7.2. BUEE

YT O— - TS Y EMICBHL, 30 ~35C T

24 — 43 RIRET 5.

473 HE

BEEFRORTATED & R SARENEE By, ASRRI
L YRS A, '

FO LS REEFEEL VL, LRBFAERRICSY CBE
EHEENIBEICE, FORSERRBICHET S,

B BFDtr 3 3 v fiiRid BeicRRT 5.
5. RN IEER U '

BT ol R U, ERFOMEDBRBTHEEINTY
DR Ao b OTHS, FHORTIRER RS
BT, BORLEENTS I,

REREE

_') YETHKEAIOA 34 g ¥ 500 mL OKTERFL, K
BefbF Uy ARRICT pH 70 ~ 74 RS, KENLC
1000 mL &L, RE&T5. FRICHELTRETA. 2 ~ 8
C TIRETS.

Y BB pH 7.2
L KL BESERAES (80001 LTHREL, BET 5.
AT vEESEE pH 70
U VEBTKES Y Y A : 36 g



) YEGREST R Y Y AR 72 g Bz W0¢

(V) ~EEtE 0,067 mol ICHBF2) YoFoBRT Y _ 70 g
e b ) v 24 43 g EREHERIE ' 15 g
R (RERIESEL 8 10 g ‘ Bierbusa 50 g
* 1000 mL 7V oE—ki 100 g
BRENIFA IV CEERRRET 3. : I S 150 g
VA—2 h¥L - ¥4 P2z WEEH Za—brFNLy K . 30 mg
HEL PBRT L ‘ O R SURINLNAF Ly b 2 mg"
¥4 ZPNT | 30 g * 1000 mL
EiLF Py S 2 ' 50 g MBHED pH 2T 25°C T 72 —~ 76 K2 A L5 pH &
UURBKEZAY S A 25 g BETH. EH T2 ECHNHRTE. -2 L—TTMRALT
7R R 25 g 52 % rINY . o :
p. 4 1000 mL <y OV F—fhiE .
BEHO pH A 25°CC 71 ~ 75 K235 X512 pll % ¥IFrBAS Y ' 200 g
RS 5. HRENAYA & L THERRRET 5. M—kE 100 g
VAE—Y - HEL Y AT 2 R I T : Higy B 50 g
AEAL RS 150 g TaRy L == 10 mg
#A XBAT T 50 g 7* ' 1000 mL
tr (B TR I ‘50 g WEED pH M B°C T Tl ~75 B k50 pH %
BTy . 150 g MBS R, HBShAYA 2 LV CEERERET 5.
V8 1000 mL Tyavi—H vy ol
BEHEO pHM 25°C Tl ~ 75 KB L3 pH & EFSFrEATL > 170 g
HET R, BRIhiYA 2 L CEERSRETA. RTb Y (ARRUS L VB . 30¢g
GO T RIS TR ' FLEE—AIY 100 g
ik 400 g BRF YA 50 g
Ry (ARRUHAECCR 1) 100 g fRFHEReE - 15 g
b BV 150 g AvFy 135 ¢ -
K ‘ ] 1000 mL =zx—FF Ny K, 30 mg
BEHO pH H* 25°C T54 ~58 KHB L5 pH & SYRTRALF Ly b 1 mg
W+ A, BRI, L THEESRE TS, o ' 1000 mL
KFF - FEIALO—RAH 7 viEE BEH®D pH A 2BC TE9 ~73 LLbLHIC pH #
SxH A TBIMR W0 g WETE EXTRVEELNS | SHERSETHE, i
FEuiE ’ 200 g RENTY A 2 VTHEESRE TS,
BT 150 g SR b ST YT VA - YT R G IR
7 ‘ 1000 ml ¥ LRNF b " 45g
WWEO pH A 25°C T54 ~ 58 L&A k51 pH % it o 5 ¥ 9 ARANY 290 g
B+ 5, BRShAHYA 7 L CEEERRTTA. et (o A ST A 80 g
LT E— - 7 F SRS ) PRY v Jat D E-FA 04 g
7o 200 g VYBTAEAY T A 06 g
N7y (ARRUAEL R IID) 100 g TIHAMF Y= 36 mg
piid : 1000 mL 7* . 1000 mL
MEHED pH A 25°C T54 ~58 K3l pH % BFTFMRL RAGENIL, 115°C 28I HWiRET, B2
HBE L. BREShYL 7 L TRELESHEET 5. BRHA S VTEEEARET 5. NARCSERRRER
E-EABREEEE Y4 3 Vg <@ pH A 25°C T 50 ~ 54 KEBL3T5.
EFFUEARTF Y 100 g XLD ($3U—2 - YUYy - FUSEYa—u@) s¥r
7 E o E--ACHY : 50 g i
rye Sy 200g - ¥ia—32 35 g
U SEETRESY T A 20 g Y 50 g
Y YRS b U Y AR 80 g Ay 75 g
TUNTF LRIy > 15 mg . B 75 g
7K 1000 mL b LY o 50 g
MEkfED pH 2t 25°C T 70 ~ 74 K2 L3 pH # Tt g 30 g
FETL. 100°C C 30 SEMAL BEbieyts. FEVES VR 80 mg
HNAZLy by F-IHRE- 7RO P R AT 135 g



FUE LI NETF M) A 25 g
FABERF M) T L . 68 g
BT VEZY LS () 08 g
iid 1000 mL

MEHD pH 2 25°C T 72 ~ 76 K2 5 X5 i< pH %
RETH HHTHTTHHRL, 50°C FTCHHLTHGAL
VILSERAL, =2 L7 TR LTSS B,

MU VFH TSN

HEF ke, EBATHAEBERFOERTE TN
BLTERFF. SELLIT, BEEO pH £ 25°C ¢ 71 ~
75 %5 L5 pH #WET 5, BRIV 2 L CBE
BEWMET A, 45 ~ 50°C £ THHE, LBEREL, Sy

| '?/‘/iﬁﬁ: 20 mg ;;;ggg-;—z,ﬁa;a—’:/&?»fb‘/?ﬁfﬁﬁfﬁ

(B > ¥ =4 ¥ ) EMATA P YMIKES AL,

% 405-1-1 BAROBL - ERE

EIFrBAT 200 g
Blbw 3o a 14 g
BEA Y S A 100 g
ERUIF 03 g
b s g 136 ¢
o 1000 mL
FEY » ' 100 mL

RYBELHOMBALT 1 SHEHT S, REHRO pH 5
2B°CTI0~74 Kedk5 pH 2WET 5. BB 2L
P24y M CEERESRET 5.

Iy=w b BES TR

HES BAT b 50 g
BT | > 50 g
FEITER 10 g
a g S : 100 g
B ryra 750 g
AYFY . 150 ¢g
Fxl—hbykF 25 mg
* 1000 mL

RYBELHFEMBLT 1 FHEHSTE. BEED pH 2
BCTTI2~76 KE2X35C pH 2RBEBT5. BEzA
A 7 VTHIEREARME T 5.

ik ox MUYV TR

EHIFR 100 g
RT b : 100 g
BERRr 2 . 30 g
BT 10 g
TR ik ; 50 g
LA F A IERtE : 05 g
mikF b va 50 g
BT LU 7L 30 g
AT 05 g
#* 1000 mL

BT EAMSE, MRS EBEREORIET S ETh
BLTHEMT. BERGI, WESRD pH # 25°C THL+
66 ~ 70 WAL pH #HETA. BESKhEYA V4
A CHBERARET 5.

IUXETH T i
hEA BT 100 ¢
AR~ S ik 50 g
GHRGHO YT LT F RS 30 g
ic 3 el g 50 &
fovxroasF#r7» 10 g
EEFrY oL 50 g

HrFy (FIEEICIE-T) 100 ~ 150 g
A . 1000 ml

. 2 e BSTFRET TH
sy | O it il EHEWEEOEAE
WE | s | . BIEFRE [ e
gin | RREE | gy | RRER
Staphyle- v 4 ¥ —|v 4 € — VA E—
COCCUS oo hELY AL MR
aureus PR 4 A e HLY
Mz, |zA IR bAY EV . b
ATCC |7 #uX|> vamE 7 > 3/
6538, v E= |y ¥— MPN ¥ 4
NCIMB | - 384 |v - H¥4 1Tg—> . 2
9518,CIP >« ¥4 %> - 74 % BA > - ¥
48334 | A MEM 2 X R ATV A}
NERC 3¢ ~ 35 (=100 L2200 ‘
13276 °C CFU _ =100
18 ~ 24|30 ~ 35 CFU
(545 C 30 ~ 35
. =3 BHE C .
=3 AR
Pseudo- VA E—fu L ¥ — v A4 E—
monas Y AEL |- HEL VAL
agruginose |+ FAL V| A4S Y-FLY
#rit, |=AvA¥|zAFH¥ TArFH
ATCC |7 ¥3uX|F v F N
8027, R4 =l o E- MPN v 4
NCIMB |> - #¥A4|> - #¥4 B -
8626, CIP | -4 F|> -4 A v
B2118X. =R b x R MEIE 4 ¥xA b
1ZNBRC |30 ~ 35 [=100 1M
13275 C CFU £100
18 ~ 2430 ~ 35 CFU
it C 30 ~ 35
=3 M C
=3 G}
Bacillus V4d¥—lv{E-— Vo E—
subtilis o HEL | HEL ¥ htd
Bz AL, P B M FEN £
ATCC TAVAY| A AL 2 ALH Y
6633, FUEKMTE T IR F v/
NCIMB A4 E— |V A4 E— MPN v 4
8054,CIP |> - HEA|> - HEA E— -
5262}k (v - F4Y|¥ FA4Y Tl Y- F
NBRC E-R 905 (1 ES 8 ¥ ) RS
3134 30 ~ 35 [=100 iR
°C CFU =100
18 ~ 24|30 ~ 35 CFU
I C 0 - .n
=3 HH C
=3 EIM
Candide [H70— |V f ¥ —|¥7a~-|v 4 ¢ —|#700-—-
albicans TEPES v S EL| TS|y - hEA4| T iR
AL, YTUERMY - FL V| R ER|Y - LV rvER
ATCC |Xi¥7u|=z ki r|=100 =R M v|=£100
10231, — - FFyFrER JCRU TEHR |CFU
NCPF AT < 100 20 ~— 25|=100 20 ~ 25
3179,IP |20 ~ 25 |CFU T CFU °C
487280k |I'C 30 ~ 35(|=5 HE (30 ~ 35:i=3 AW
NBRC 2 — 3 8|c ‘ c
1594 5] =5 A 5 HM
. MPN : &
iRt o




Aspergitts |FF 00—+ |V 4 ¥ —|#70-|v 4 ¥ —[4vo—. 2 2 0 51 5 - 40
niger TEOBES Y HEL | T YRR - ¥ | TS
R A P 2 T P S T 2 1| I g e [P ey e 2 2 1 28 99
ATCC XiEHF2RAbH 100 A MA¥|Z100 2 2 2 35 9. 04
16404, b - FFX|FvIEHR |CFU Fr¥k |CFU :
IME Fa—-AF =100 20 ~ 25 |E100 20 — 25 2 3 0 28 0 -84,
149007, IP | > 5 824k [CRTT C CFU - C o
143183 (20 ~ 25 (30 ~ 35 <5 BW (30 — 35 (<5 AN 2 3 ! 36 (8-
it C C C 3 0 0 23 -
NBRC 5 ~ 7.B{=5 8 =5 AH 5o
9455 M, Xirh MPN : 3 3 0 1 38 9= 104
% Z +
g;gg% BeF 3 0 2 64. 16 ~ 131
REET 3 1 6 4 9 - 181
3 1 1 75 17 - 159
% 4.05-1-2 AEWEICHT 5 —Re0%E DI ik 3 1 2 T 120 30 — 360
MR AL/ R 3 1 3 160- 30 - 380
FHEATRFEY, KN ERERETF FY & (ENHKE 3 2 0 93 18 - 360
FrUTL) 3 2‘: 1 150 30 — 380
Fx =L, TAI—N, T ER e
Fe L VLY E 3 2 2 210 30 - 400
——— PN 3 2, 3 250 % ~ 990
WET TS0 A&, RS+ | LyFy 3 3 0 20 40 - 950
FYEREMRTAFAE, KA~ 3 3 1 460 90 - 1980
¥ 7= Rl
3 3 2 1100 200 - 4000
W7 e o afbdly, A7 | HY) urs—b
FORAFRIATLE, IvE 3 3 3 >1100
KA ' FoF 7Y T— R :
gmm. »u a“/‘;;{. FRFEE | FARRE e 405-0-1 FHORERE, BREUERNSYE
- = RIAT
T7 IR (EDTA) TIXRYOLALIRANT AL L 8 ik Ll
> MRt 5 AREE R
: . E.coli
] 4.05-1-3 #HEHOBRHR L et LR R P.aeruginosa
T4 3R - :
&&y BT B R MIEA &R Saureus
S e oy K] 2y A
ERTRREROMAEbE %.ﬁ; lf i 05 9 YR Vs SRR ) Fooli Bt
. m = g . T N : -
REESL- Yoo g Rt ml & U DB 12 FERST %gjﬁf TFEUHES 7 | REBERTEN Paeruginosa
ol 001 0001 .
KIS T
¢ ] 0 <3 0-54
SR E.coli
0 1] i 3 Q1 - 95 T T R — TR
IR S.aurens
0 1 0 3 . 01-10 P —,
0 1 1 61 12-17 o YT R R U | E.coli
0 z ] 6.2 12 - 17 TELHSHRBR
0 3 ¢] 924 35-35 Salmonella  enterica
1 0 0 Y 02 - 17 subsp.eaterica
. . Y UG serovar
1 0 1 72 12 - 17 Zome= b YU T g R Typhimuriom XX
A - TR FIBEIEE Salmonella  enterica
1 0 2 11 4~35 i subsp.enterica
I ] 0 74 13 - 20 serovar Abeny
1 1 1 1 4~ 35 LN S.aurens
1 2 0 1 4—-35 Salmonella . enterica
subsp.enterica
1 2 I 15 5-33 . o SRrOVAT
D (#20—2 + ) ¥ [ eyl B oS | Typhimurivm 212
1 3 0 16 5-38 :’ TEva _J"m) Salmonellz  enterica
9 0 0 92 15 ~ 55 AuT R subsp.enterica
- ; serovar Abony
z 0 L 1 1% ) Ecoli
2 2 © 5 —
2 0 2 0 >3 N
z ! ¢ 15 4-38 ERULES _— FEH ik Paeruginosa
- = TV
2 1 1 20 5-38 BR Ecoli
2 1 2 27 9-94




WET Py R g

v ¥y b FERBRUEY | Seureus
RiEA > T 5 E=R E.coli
FURAMYYTRE
by o by VPR | BAERE Clsporogenes
DO ¥ETHYT S | SEERE Cl.sporogenes
BVE - TS Y AR '
$m—- - .
o e BRI M SEFRE C.albicans
FFO— - . ,
o iAo REFIRMRUEN | Calbicans
& 4.05~-~2 HEEBEOHEE
BaDERITHT DA
- A 1lg Xt 1lml
01 g MiX (001 g X2 (0001 g RiE| X7y oABOHETH
0.1 mL 001 mL | 0001 mL
+ + + 10* LhREw
_ 100 rydad, 10f bR
-+ <+ P ‘
" _ _ 10 ks, 10 KhK
B
- - - 10 Lhhdw

10



23. FEMEEEROMENPNLE

FHBER, SERACOENSECAS L ARBETE S,
TH, ZREATHRE W TOAVESE [* ) CEGIEICEY
. -

FERMMICBEY 2, HaBEMEYOEER, MEORY
DESHBGRENCOLHATHEENS Y, £, BEoR
WEREITAED S, LANoT, ERLORSEESG,
g, WHROHEIEL, BHOoF4 FI4 Yo LidiaT
GMP % FMETAZ 2L Y, HRETO L F -T2 b
KIS L2 hifz o v vAigshit, EEEES (B8

ROBR) RIS B ABCEY (BB RV

) DREDNHRZLEBLLTRELALOCTH S, JHEAE
e ORUEMBB L, — R (405 MW EERBE
. [ERBERR] RU [FEHEynng) CimL<F S . v
BERER I L TER SRR R U S Witk S £ 2
EHik- T, BEREBRHELRIL, ThiSBEELO

REREY A F A OEELE—HE LTHBEIST 2T e,

v El, HREIER S, SERORRGEE, <
442 =7 7 4 FHERU T — 5 BB oV CEMMRE A LT
WRHRIEE S .,

. E#E

11 FEEERS
AARBADERSERTMREA T2 L OTEECLY
LORUBMEE CEFT TN,
1.2 E%uaﬁﬂ
&, BH A ECEESEECHV B TTOWE. 2

_L.E%mﬁﬁmmﬁﬁﬁzﬁm%<.

1.3 AR FrK—5 &
RS T 2 8EY MINECNE) oftE

. H.

1.4 LI

ELITMEETY, SEICEUTRIESES & o2 hiEs
Bt N F AR LT E L A S,

1.5 EfRLdeqs
TFHshaMESZRERCRET 0L LT, HHIIEF
B8 % & AUER LA, WHEET I BEXS BAAL F =5
I LCERE L e,

1.6 GEEEY 274
mAEHEEN T A DT LEE & s EEEEOMRIERE
(Bff, HEREUHEETR) RUKKETME
2. HEBOERE

Eﬁ%ﬁﬂ&ﬁt?%%ﬂﬁﬁﬁmLm B, £HBERR
EAL R,
3. MHORRAERURBROEHEE

C 31 RAHoRIUrE

—fEiz, §E4’E'§l§zeun EEREHRO Y l"i“@ﬁfi%ﬁ?ﬁ‘eii
BH—Chv. BY 053 REFRAETIE, Eh/ 4 45—
PN TE LGS LSS, LEKoT, EEWTILE
B/ Fo S 2 ST S RS T T b DRI
ETeT, FEHEEOXAEESARDy MERETERE

WHELELT BHERSD. BF, A—AEEE0EEE
Hn T4 EAE U O FERL IR L AR 2 MR (P ( &
b3 EETELE) SoRBRERRRTOBNL, Thbt s
HELbOREBRRE LT
it,Fﬁﬁ%ﬂﬁ#Tfmﬁﬁ&mﬁﬁﬁ&%ALﬁ E3

 BERPRIBHCER TR, BRLAREOA 35—

YHETERCL BRI I TER SV S IC Lt

o kv, BRI OEERERS CEES RS

Tid, RERBPOSA T R—F B EL v o REE X

hTwBigsE, FRES AR EIT S SR A,

3.2 RBoOSEEEE

REOEEHAER, JIKHEEShTWaESLRE, Hro

BEHEEEZELCERLETREIE b4, CALOERITH X

DLONH 5. .

a) FEEEERKONTE (B

b EEmE O

© o) BLEHE

d)E%mEﬂwﬁﬁ(fﬁ%IhﬂLfﬁm L#EAET
BL=b 0%

e) ov rgA4X

£ N4 FN—FAEOESDE (Oy M, EHEEHE) -

gy MAF AT SR RIZTEERY (BEIRor
E EEREROAFLOLE, EESERTy fox
HidE) ;

h) T4

EEROBEMBERCE VT, EESRECSSEES

DEEWF N RIIFE R RET 50, R EaECRE

WIBERER AT 3 UEHH B, L2L, EBEOTIIFEER Y

?myavﬁofmaﬁﬁﬁTs itk o7, WA, EH
. —EMRCE, ﬁn;b*t y BBHEELRE (T2

htﬁféa )

4. HEDTEEES

FEER IR T [4.05 BLEWRIE RS AT 284

ik, HBMEREE, L OREYORIEE, SaiE, HEE0R

HHEHRE LA LT, KOS EH RSB EEs &

BB R,

11

a) a%aﬁ_ﬁnuﬁ (n‘.‘:ﬁ%)
b) BERIGEE R OB E
c) REOWIRAE (R0E, E, FIEssiey)
O BNKFORBRE~0BY (RBREHT COBTEES
&ir)
e ﬁﬂ@ﬂﬂﬁﬁ(ﬁi%@@ﬂf&)
f)EE&OMEﬁE(W%E Kb OTESE, BB OERR
B ERFESEED)
g} BEGEWORBFE (AR, DO, Bt
RERER, RIS )
h) ERBORBFER FREE OtERRE
i) EAEWREIE (B, B 0B
1) BEMFEREAL B SO R
k) HERSEiE, RBEEDS
1) FObDsERIE,
5. FEREFHIAOWENTREEE
AR E A B H (Total Aerobic Microbial Count
TAMC) RUREEH (Total Combined Yeasts/Moulds

—



khmriwmm ICH T A E SRR RREr e At

LD, ERSESPOBENENSEREEEATwARY
HEEL TV a2 MEMIREHC BT s C h ptca s, &
7o, BECGUTEYLREERBL LA LOTiRELY, B
%%Eﬂ@%&%imﬁgwﬁﬁ.&%t&ﬁf%:t#f%
B,

A&&Uﬁ%ﬁ%ﬁﬂkﬁ?%ﬁi%ﬁﬁ%ﬁﬁu priPNE )
ET2HO0IIH, F 1 ITHY . b2 AR THTAEERE
FHIFE TR S WOBIRAN, HIRSENmE 22555 -
EY—BIE i F T RB IS 28, Mo

ROERLFRL, —BICAERB LY 2R D Ev] F5—

FrRBICH 5.
ﬁ#ﬁ@%ﬁoﬁﬁumwam®ﬁ$%$%%ﬁﬁ.ﬁﬁﬁ
MOMEWEGRHICEESEEE RIITOT, NS0ty
FHIS, MLDESINETHL.

#%@E%ﬂ@%ﬁﬂmuﬂT%ﬁi%%ﬁ%ﬂﬁ@ﬂ%u
NEHRET2 b 00IEd, &2 /5. Chs OXik(E,
FEEMERROBAE, KEORMEL VICESAHEEIAT
Vi, FOADEREA LA E OFMt OBV EREESE SIS
DT, R A R R R S AT WA, ,

2 E, MEYRERE R S AT WA BRI L
THFELTHLZ b LVEEREML R LTS, =7L, =h
SHMERTIL L 6 VERREW S T TRELTVWA BT
TRV, b3EEONA THEHEOBECEE TR L -
T, oty T2 TERBRL LETHE,

Th, E3hiRSCHEE S WA L AL COR L it
%ME%T%&w%@Eﬁ.%éﬁtﬂﬁ%ﬂﬁﬂﬂﬁ&mb
MW RBBEAERE T B 2 L4000 F— P ZhAREE 2 Hun
BIENTES,

R 2 WETLHEDICNAT, BHET<ShoREyo®
ERERO LS ZRBICL o THESRA :

‘Bad iR ERERSESER (% B fREEeE)

EoTHEEL
- B Bok: é*ﬁmuﬁimm%ﬂiiﬁTaoﬁ z

hELTHLERENBEEEE T 00
- R
-ERE DHER, BB EBLAAKHTAURSLES
F
- SRR EEX S o4 FOEE
=B, Sl BBREORE _
LETIGLT, BELABEED ) X 7 EiliE, SuEmassss
U, BEWENT— 7 OBRIowTHIITHE S AR L
koThaha.
EﬂhﬁTaUz&#ﬁu%@Eﬁ#ﬁénalﬁ,%ﬁm
HBEW, EYShaRERROERTHE - L 2RI AN
5. BAEYHFEREHIEFIATWAEEY, DTk c
FET 5. 2B, SEDFEEEME, B ORIEE, Lid
BOELBEZTISSTHEYELASEOTEE: T 5.
— 10 CPU : BAHAEM = 20,
— 10° CFU : AFFEME = 200,
— 10° CFU : iARFE#E = 2000, BIFEH. ‘
‘6. EERULEFES L AN OREDsrStes .
ERBUEERHOBEDBEOBL 2 HREE LTE 3
IR, #7301 i, BB CRBLTAVZEER
ORA, H7TY= 2%, FOROEERIZTORMTH .
FEHTIE, EERUSEINCHTISEREDE LT, B
AEEE Z0R0 7S LBINE, KBS, YLEASRUSE
TFOREEEITTwEE, SEESORREREESRS LA
BAOBEIZL - TIE, TALLUNOMEY (B Becilius
cereus, Clostridium, Fsewdomonas, Burkholdeﬁa . Aspergillus
BRGS0 MORL KowThEEL bR,
LEVIESNLE. .,

F | FRAERREHOMEDSHOIEICHT 3 HRREE

i

]

1l

EiEanidnld ke PR
(CFU/g X4 CFU/mL) (CFU/g it CFU/mL)

EEGER 1¢° v

2 HERNHOMENSHLEIIHT 5 ety

R AR 3 EHREH
frastedd {CFU/g Xit (CFU/g X3 ek
CFU/mL) CFU/mL}

FEO (FEaAtkBi) 10° 10 FIBRTEET (1 g ik 1 ml)
O i) 107 10' KBHFLELET (1 g Xt 1 mL)
R Bl 10 . —
[a =
i3] e .
. - - iyl '73’:RT£_#IE#."§' (1g X121 ml)
i MRERTFEET (1 g JUE 1 mL)
h: s

AR Y (1 g XUt 1 ml)
B ’ 16 10 MR FOREHFELT (1 g it 1 ml)

NATY - THED Y AFESEY (1 g X121 ml)
BRI S : .
5 5 T 7 . , WET FoOREFELT (1 8o F)
(km’iﬁi‘;ﬂﬁviﬁﬁ%%b 1 KNy FItl| 17 10 BREFEST (1 199%)
A WEBT FoREFELET g X 1 ml)
(TR OURBENITE L D o Ly ks 10¢ 10t BEBHITAETT (1 g X2 1 ml)

#wREhd) IBFHRRIEHAE 7 5 LB RIEEYS (0 ¢ it 1 ml)

1

2



‘53 E%EU&%%E%btﬂﬂ@ﬁi@%%&ﬁﬁﬁ?é%@%ﬁﬁ
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