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» Dissolve sample by using a 1 in 10 dilution of the product in Peptone-NaCl
solution pH 7.0, Phosphate Buffer Solution pH7.2 (USP<62>), or SCDB
as diluent.

e Normally prepare 10 g or 10 mL of the product in 100 mL diluent.
e 10 g of the product for Salmonella spp. Examination
» AdjustpHto 6 -8
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» Suspend sample by using a 1 in 10 dilution of the product in Peptone-NaCl
solution pH 7.0, Phosphate Buffer Solution pH7.2 (USP<62>), or SCDB
as diluent.

e Normally 10 g of the product in 100 mL diluent.

e 10 g of the product for Salmonella spp. examination
» Diluent with 1% w/v surface-active agent ( such as Tween 80) if necessary.
» AdjustpHto 6 -8
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» Dissolve sample in minimum quantity of Isopropyl Myristate which is

sterilized by filtration, or mix sample in sterile Tween 80, or another sterile
non-inhibitory surface-active agent.

» Dissolve / Mix at 40 - 45°C if necessary.

» Add pre-warmed diluent such as Phosphate Buffer Solution pH7.2
(USP<62>), or SCDB to make 1 in 10 dilution and keep temperature for
mixing to form an emulsion.

e Normally 10 g of the product in 100 mL diluent.
e 10 g of the product for Salmonella spp. examination

» Further 10-fold dilution by diluent with suitable sterile surface-active if
necessary.
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» Transfer total contents or defined number of metered dose from each in
suitable diluent.

» Normally 10 containers to be tested.
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» Transfer suitable volume of diluent containing inactivators (Tween 80
and/or lecithin) on to each patch. Shake for 30 mins.

» Normally 10 patches of the product to be tested.
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» Pore size of membrane not great than 0.45 um.
» Membrane material : MCE, PES, PVDF, PTFE, etc
» Preferably representing 1 g of the product
» Suitable wash solution and wash volume (less than 100 mL x 5 times)

» Filter blocked by insoluble materials

https://www.cmp-micro.com/cn/product-details/%E7%AC%A6%E5%90%88-tfda- 9
%E5%85%ACKES%I1%8ABEI%RAI%IFHES%I3%81%ES%BB%BBBET%9I4%AB%ES%BESAESET%I4%IF %
A-micpbiological-culture-media/

https://kytac1.ypu.edu.tw/p/405-1017-
41253,c4913.php?Lang=zh-tw



https://kytac1.ypu.edu.tw/p/405-1017-41253,c4913.php?Lang=zh-tw
https://www.cmp-micro.com/cn/product-details/%E7%AC%A6%E5%90%88-tfda-%E5%85%AC%E5%91%8A%E9%A3%9F%E5%93%81%E5%B8%B8%E7%94%A8%E5%BE%AE%E7%94%9F%E7%89%A9%E5%9F%B9%E9%A4%8A%E5%9F%BA-micpbiological-culture-media/

B A s (USP<61>)

(a) The pour plate method (b) The spread plate method

¢ TRt En:
> MBI

e 1 mL of prepared sample for each plate.

e At least 2 plates to be used. ”

VAR -

e Take the mean of counts and calculate the cfu in original sample. N
e Interfered by insoluble materials "

oze, (-) Ci)ogmmm

of medium
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e Not less than 0.1 mL of prepared sample for each plate. -

® At IeaSt 2 p|ateS '[O be Used. http://wap.sciencenet.cn/blo

e Take the mean of counts and calculate the cfu in original sample.


http://wap.sciencenet.cn/blog-565899-1099544.html?mobile=1
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» Less accuracy and unreliable for molds

» Only use for TAMC which no other method available

» 10 fold dilution from 0.1 to 0.001

» 1 mL each diluted sample into 9-10 mL SCDB in triplicated

Table 3. Most-Probable-Number Values of Microorganisms

MPN per g or
Observed Combinations of Numbers of Tubes per mL of
Showing Growth in Each Set Product 95% Confidence Limits

MNumber of g or mL of Product per Tube

0.1 0.01 0.001

0 0 0 <3 0-9.4
0 1] 1 3 0.1-9.5
0 1 1] 3 0.1-10
0 1 1 6.1 1.2-17
0 2 1] 6.2 1.2-17
Q 3 0 9.4 3.5-35
1 0 1] 3.6 0.2-17




F7R F3# % (USP<62>)

¢ Bile-Tolerant Gram Negative Bacteria
» Test for Absence
e Not less than 1g sample for 1 in 10 diluted
e EEB at 30-35 °C for 24-48 hours
e VRBGA at 30-35 °C for 18-24 hours

Table 2. Interpretation of Results

> Quantitative Test Results for Each Quantity of Product
Probable Number
® Prepare 0.1, 0.01, OOOlg Sample 0.1gor 0.01gor 0.001 g or of Bacteria per g
0.1ml 0.01 mL 0.001 mL or mL of Product
e EEB at 30-35 °C for 24-48 hours + + + more than 10°
4 4 - less than 10% and more than 10
® VRBGA at 30-35 OC for 18_24 hOl + - - less than 102 and more than 10
i, - - less than 10
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¢ E. coli
» Test for Absence
e Not less than 1g sample for 1 in 10 diluted
e SCDB at 30-35 °C for 18-24 hours
e MCB at 42-44 °C for 24-48 hours
e MCA at 30-35 °C for 18-72 hours

¢ Salmonella spp,
» Test for Absence
e Not less than 10g sample
e SCDB at 30-35 °C for 18-24 hours
e RPB at 30-35 °C for 18-24 hours
e XLDA at 30-35 °C for 18-48 hours




F7R F3# % (USP<62>)

¢ P. aeruginosa
» Test for Absence
e Not less than 1g sample for 1 in 10 diluted
e SCDB at 30-35 °C for 18-24 hours
e CA at 30-35 °C for 18-72 hours

¢ S. aureus
» Test for Absence
e Not less than 1g sample for 1 in 10 diluted
e SCDB at 30-35 °C for 18-24 hours
e MSA at 30-35 °C for 18-72 hours




# 7% Fsk (USP<62> <60>)

¢ C. albicans
» Test for Absence
e Not less than 1g sample
e SDB at 30-35 °C for 3-5 days
e SDA at 30-35 °C for 24-48 hours

¢ B. cepacia complex
» Test for Absence
e Not less than 1g sample
e SCDB at 30-35 °C for 48-72 hours
e BCSA at 30-35 °C for 48-72 hours
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¢ Recovery less than 50 % means antimicrobial activity exist
¢ Neutralization method
» Increase diluent volume
» \Wash via membrane filtration
» Add suitable neutralizing agent and concentration
e Common agent as USP<61> Table 2
e Specific agent such as B-lactamases

» Combination above method




Common neutralizing agent

Table 2. Common Neutralizing Agents/Methods for Interfering Substances

Potential Neutralizing

Interfering Substance Agents/Method

Glutaraldehyde, mercurials Sodium hydrogen sulfite (Sodium bisulfite)
Phenolics, alcohol, aldehydes, sorbate Dilution
Aldehydes Glycine
Quaternary ammonium compounds (QACs), parahydroxybenzoates (para- Lecithin

bens), bis-biguanides
QACs, iodine, parabens Polysorbate
Mercurials Thioglycollate
Mercurials, halogens, aldehydes Thiosulfate
EDTA (edetate) Mg or Ca ions
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> 10 g k7% 114k &% >t 100 mL SCDB (1:10) > #& &% i Jk A& 0.1 g/mL
> B10ML(p 310 S B)ANE ER TS 2 R
> B & A (6]40103 cfulg) & g
> PR EFRBAT )T 10mLXx 1% =0.1mL
> ¥+ ik Jk & 1 < 100 cfu x 0.1 mL - <1000 cfu/mL
> g s (B 51)

® irdle
» 10 mL SCDB 1/ g ¥ii# & 17 > (2 i * 5%k 3%
> PR FAMA G T 10mLx 1% =0.1mL
> Eig sk (%% 2)
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» 10 ki3 £ 553 >t 100 mL SCDB (1:10)
» 210 mL (1 g/10 mL) 1 jh ois i 17 = % i * Bk s
> P ok F( Bldete &R R B R (S BB R R BT )
> T E {5 - SCBEE R 4e ~ PR ) < 100 cfu (0.1 mL of < 1000 cfu/mL)
> g (s (B % 1)

¢ I irdle
> P10 mL SCDB I g "2 i8 17 2 2§ * 2%k 3E
> 7 odr A el g )
> St fS - FEEER 4 » PER ) < 100 cfu (0.1 mL of < 1000 cfu/mL)
b B S (B % 2)
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~ Thanks for your attention ~




