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SN/T 1538( 5% F Fe il & 5 B )7 A P47

— 5 1 #P4r « SIS = 1% 7 2 1] 2% o B 45 iF 8 )

— 5 2 W B R e L S A

APy SN/T 1538 B9 1 3840, 3R F ISO/TS 11133-1: (& 5 F sh 4 17 B 1% 4 2 —— 5 Fe 3k

w e LR F R SR R & B AR UEIE D) (2000 EFE AR . A4 1SO/TS 11133-1 iy — %

HEEEANBEYCRA . FEEZRIT .
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1 EH

24~ SN/T 1538 Wyafr M 1 5 55 77 ALl 2 i B O ik A 3¢ 19 38 FH AR 1 8 5 30 R A 31 2 2 i
R FENRKER.
A ERTFUT =3¢,
i At B A U B 3R &L
—— R MK S R R (B SFEMTE RN £ IR 5 IR 5E) 5
—— & B B 47l S B 3G IR 3

2 AUETES| AXfF

FH) P RFGE T SN/T 1538 A5 15| M A AR o8 &K. LEFEH N5 A HE,
B JE A BB S CRaFE R0 A ) 8B 1T MU ANE R A8 4, 2R 1, Bl AR 18 45 8F 43 3k 1 P i
H & A B I X EAT A . NEATEH S, HEFRAE R T A4 .

GB/T 6682 73t S50 % B /K AL 4% A1 56 /7 % (eqv ISO 3696 .1987)

GB/T 19000 JiEEMER ZEAARE Gdt ISO 9000:2000)

EN 1659 {&5hizi hik—— AV FRE — KRB AE X

EN 12322 W ZBETF & —MEYEFE - — WFE AR

3 REMENX

FIIAREME SGERF SN/T 1538 BA<# 47 .
8% 1% -
AEFMETSRERIEAXCHEHE XU RSEFEMEEEEME S ARE.
3.2 REHFIERIE
3.2. 1

JAE{RIUE quality assurance

0 AATRE 0 15 5 7= i 5lOIR 55 BE WS B B B9 it B Z R Fr A TE TR B AR R P T M 23 A 11 X
MAGRIE S .
3.2.2

JREIEH quality control

s B i B B K Fr R B #VE B AR FTE 3
3.2. 3

NE R EE S  internal quality control

515l o B A0 B B 2 i T B A S 1 55 B =8 R A O 4R R T R
3.2. 4

IEFEEHSE  batch of culture media;lot of culture media
ERFRZEAEMEN, BREMESHERABEFTOMERFEIEN L, RS HEAER
FEW—E EMF oI, XEmERENEF A, B 45 MH(E.

3.1
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3.2.5 .
je 2 B AMEBE performance of culture media

7E 55 5E 214 T B 2% 2 200 I 3 B AR Y LR
3.3 BFEARIR

3.3. 1
EFE culture medium

Wik B ERERN, & RRKAE RS, A FRIEMA Y EE SR HE TP .

¥, U EHRAMFAABFERAN  XIAREEHEBE N “medium”, (H 0. “enrichment medium” FIFWRIFE) .
3.3.2 BRUFERITHTE
3.3.2. 1

diqy 21k E chemically defined culture medium

HQEFFERTH R TEMMEEEZ T RD .
3.3.2.2
Eai{¥EFE chemically incomplete culture medium

480 8RB 4 B K AR Y R, hn sk %) ) o R At AN 44 ) e = 0 T Y B TR
i ISO/TC 34/SC 9 Xt E P HEAMEFH AN AEYRAT T IHFHAGOR B2 .2 LHR A,

3.3.3 THREAE
3.3.3.1

HiEiEFRE liquid culture medium

—FREZFHRSHABROKBREN:-BEESHRK.BFREBF).

F L AR EEEESR MBI RET.

B2 AE.CSARBBRTFPHOBREEFRE-BWHE "RE".
3.3.3.2

i EMEEEXIEFE solid culture medium and semi-solid culture medium

& A TR o BE [ Ay (- B L W B 5D RO MBI B TR B
¥ 1. BBRAE M E AL AR e AR S BRI, HOEE N R R R BT A O X R R AR A, B

AR fih & A . W R BER.
2. ST IA N EEERE-RRZRE R EARE RN A N E SRR, SR ERESER

FRAE“FIE” .

3.3.4 #HHEEHHE
3.3.4. 1
IEZEFRE transport medinum

EHURE G S ie E A AL BRRT AR P R U AE B ISR
. EREREPERAATLEEMAEDNMBEA Y R, HREFEENERFEE, BAENAZER (I . Stuart
R EFENR Amies EHIZHRE).
3.3.4.2
{REIEFE preservation medium
i F 75— & B BR 9 (R 30 F 4k 35 0k 9038 7 L B 1k AR AT R AR B B0 S ) 2 e, B RO D AE 1KY
(RS S 8 ¥ (I :Dorset B S FFE )M EFFE.
3.3.4.3
EHIEHKE resuscitation medium

BEEZ MR M AEY BT, EMAEYKEER ERED, BA — 2 {22 6l 4 7 3 H 0 3%

I
2
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3.3.4.4
REAEFEER enrichment medium

RZ AWRIETR AL, BB 245 004 ) A9 S 78 3R (b i Y A K 3P 8%
3.3.4.4.1

EENEEEFEER  selective enrichment medium

RE WS R UL FF SE A9 T W 78 3L o BE T, 0 3 40 B4 0 40 4 L fth £ 4 4 A K 9 8% 35 3k (4 : Rappaport-
Vassiliads 853738 ) .
3.3.4.4.2

EIZFHIEEIEFE non-selective enrichment mediom

REFRIERZEMEYERK (N . EFRRAD) KR,
3.3.4.5

SEIEFE isolation medium

SEFRFRUCE P A A 8] A B B A 8 R 3 .
3.3.4.0. 1

EEESEEFE  selective isolation medium

SCRFRFFE U W B9 AR T 00 o R Atk B4 B A K B0 40 S 8% 3R 2 (W : PALCAM B % . MarConkey
BE)

3.3.4.5. 2
FEEFEESEIEFERE non-selective isolation medium

XFGCE PIIR A E FE T A A B IR A (I BRI
3.3.4.6

ER1EFE differential medium

HEB RE1T —INE Z A Y A A (B AL S EWIE H L (R E . Kligler B8 .

E : HEWS H T 5 B S5 37 A0 52 0] B 3% B ARUFRAE O 20 8 A (B0 %6 50 4% 9% 6 (451 4 A 45 it 450 A 38 40 HE £ (XLD) B g .
3.3.4.7

LTFEEFHE identification medium

BB 7= A — N E Y 48 58 LI T AN 76 Bk — 2 i A SC R B FR X
E: AT oM EERFERBRAFTENE)EERFE,
3.3.4.8

ZHAEEFE media having multiple uses .-
FRIET AT ILE AR AR E R R 3, B, # 3. 3. 4. 3 02K, MBE B —Ffh 8 Wi 3 3. i
3. 3. A0 RMNTEIEFFE ;T 3.3. 4.6 X B EEFEE, HFE a0 .

3.3.5 mMWEFTEDE
3.3.5. 1

RIFAEIESFFE ready-to-use medium

LRI AVE 208 T 20 4 0 (B4« S L 3 s 3 Al 75 28D (36 107 Bl 1% 35 2
3.3.5.2

MamiRKEMIEFE culture medium prepared from commercially dehydrated formulations
AL RMERB T 8Ie @ (B R Dok 5 TSR IEHER.
X R T K S 6B il B F 71 15 35 A
— 5t 4 Bl A Y B R 4
— AR RE, EHNTEMAAREE RS .
3.3.5.3

KXWEFFEZHNMSTEFE  culture medium prepared from individual components in the laboratory

3
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3.4 MXEH.RARIE

3.4.1 Hid
AR AR TSR R EE WM E R RAED . MIEHEAREXIT -

FR/EBE B reference strain
=/ V| BSRFK R, REREE TR , Bir A AR ORIR .

3.4.3

FREMEE B reference stocks
e 5 I 3 43 10 ) 0 B0 A5 O T 0 0 0 o T R 12— AU 18 B8 0 — 5 52 M T A S R

T{EE#% working culture
by A o £ 4 A PR s — AR AR AU T PR

4 BEFEREEH"

4.1 ERAXH
4.1.1 EFNLESRXHF
e o | ALK A DY R
———FEFEIE ST RS B IN RS B R nRT
—H5;
R e B AT e pH;
—hE AR B A RO ;
——+4% GEPE A F1 Fr R 6 0 4 R R 5
— 3 A BRI
— Uk 5 5
DLERNEE/EF .
4.1.2 EEEREFIIRH
T EWRIRE RS N
—— B REEM LA
—8 W H B
— A R
— AR TR,
4.2 WFF

4.2.1 &
R T K e B A 7 R 8t A0 B 2 L O A R O i AT S SR R ARAF B

4.2.2 BABRFEREFNASHREEENREES
e g 2 ) 135 75 3 — R 0 K B BRI SBURLR R A WA M A S . T IR E S SUE E B

AN R T T R v . B 3 S 0 W SE R A R L DU T AR R B0 R A (D4R el Se R R . 3K

KR NARTE AR B R, WM EFEUTHE .
— AR AR A

— /W H H ¥

. —ANEYHRERE.

.l w

1) 535 25 0 it 4 WL [5) B, 2 IL B % C.,
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SfFRr PR AR KBS SR 2, M R B TR A . dE o8 R 8 sh o . 3 21 L 85 Bl 0 fil 68, 1 AR
b 3 B K S Fe R R AR, BRI HEZT W SRR R 4 0 B A W) R 7
4.2.3 BRI ARIEHFE

RE P AR 02 8 (AL 17 7 L Rk 0 P 7 2R A 20 A 4 P e R AT A A L
4.2.4 BRUMBEASHEERENZIRIHENEFE

XA F LA R & AR, —BREEME—HE. T2 RBFRGMEF HILERT.

B 3 3k K B S 404 B O R B SR L R Bl S B 0 B 3 A R O L TR AR AE

40 10 R O L 3 1 T AR 0 5 A A A O R4 9 B 9 20D RE7E 4°C VKA
R 3 A REZR QOO FRERED 1 A, DRIER R A &8s RE M kFE
) J5R 1 EL b 8 01 4 7 B T B R s ot B A A S R R A A AR R SE A O AR % 3 i s 07 B B BD A L R AT
— WAL .
WG Fe B AL, R A BER/BAEH  REAEMEW ALK, MR ER A X KA Lm, N2
1A .

{di B e — 2B INAAET , N S e e R A B B =R .
4.3 EFEHTREHE
4.3.1 ik

i 50 JB8 7K % 35 3 A oAt & 5 5 B R Clon B 6 2k R il i 4 D) ) B 43 it 7 B SF BB S0 B0 = R T
A 7 TR Rk 0 {56 AR
1 FH i S Ak B0 K A B B e e A B R N PR AR B R AR At RO AP B . R B/ B
pH . il & &4 . KB R FIRE A TS

{6 4% ) B4 o 4 3 SR B, N S T MERR OB L 10 4. 1. 2 B NS, 3R 10 R P8 AR 2 B9 4
M5 ML 555D .
4.3.2 7k

e il s e 2L ny i 7B B K ek AH B R B A K, LHEBR A ZF TR R WM E RGP . W
HIRBKEHEANHEN K A0, FZBWE N EX TP A (K GB/T 6682),

R EIEKHAEREFEHPEMEH BRSPS B2&ES) BV AT EZH AT &S
A&/ AT E T

T A & R K L B K R R R 1 AL

R AR UE 25 18 K O R AL, 25 18 K AV BB PE AR & /D R AR B 300 000 Qem,
BEd RABTFTHB(EETESFNEZETF A MNEYESBRES XM AETEXEENAEFEARE KN

HEF. FUREEEFEMNEBFAEERAIMAEETNEZE FK, MR EHRMEK.

4.3.3 FMEFMEK

BFETEEABRKEFREGGEEE e, LEHEE O B ENAEPREUBRAZTHEARE
M ERERER A EMALER K, RS FEESREFRELSHR) A HBIKERTHE.
4.3.4 BB E
B 7K BRI K G & 2, A IR R A %, 2T, B S . SRR 5
PR R SR IL P . A R 2y ) B RS IR R RURE R A B A N AGE BHUK R R iE . R
BM/KZERTFRE.
4.3.5 pH B3N EFFE

A pH it pH, 2ZEaT T, 7L & A wl & B3 R 23 BRI IR I B Ah , B e B K TE
EXHIP 25°CHt,pH BIZRIE AN BT 0.2 MR, —REFARELA N 40 g/L(Z5 1 mol/L) By = L
bR B M BE 298 36.5 g/L(&4 1 mol/L)YWE BRI AR A pH.

. AN FEETEXENE pHEMEZEABR. EXAMERBKSEEEFKEWMN  KEWNXTA T

ot
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pH {H.

4.3.6 9%

KR A I R RPN E YN AN . BEARHE, FENERT AERFERN 1 £F.2 55K
3 1 o
4.3.7 KHE
4.3.7.1 #HER

B S5 2 AR N R B MK (4.3, 7. 2) BT B K (4.3.7. 3).

HBRIEFRESHENREFEREPFEN MR ERMY R, REEEBKE. Ao M=), ## 6
(7 B B 7 B 28 AN T = R A0 B B, o R P e e ARG IR 2K T /[ R i KT 5 8 7R D AR g
K, 0] B (S WA S hr fE sl Bt i jy 8 H vl B .
4.3.7.2 BHRXE

MAKEESERSFHEHEFENESRTHT . GEKXKE—BEKXAH 121C KA 15 min, HEFE
ST 1 000 mL B, ZEXFKEFGHTELHEE BN BIRESF A EHRHTT. BEX
P o A B A E A B R PR e R I AR T M, AR UE K B RUR .

i KER(>1 000 mL) BB 3% 5 K B B ] B <18 B B 4 .

KEMRENEREXHEH, MRERAEYHOFEREH U MASE, XX THEREBEFEMK
B TPTHEFREFNKE T TEHER.
4.3.7.3 TRXHE

HEXKEVERSAESREENFZAGTHIT. FHAARRF 0. 22 pm MIERFSREE ., SIEH L
W IER A KE ., FEAST 121 CKE 15 min(Af P EEKERATLUFHEKXE) . KEEEXHR

T A3
e SRR FREAEAR(NRAER) . AEBA LR, WS 5oR iE IR A TR KRR .

4.3.7.4 Wi
AT ST KA EFEATEN, RHEN pH. AR KERRMY S EFRREN
W
4.3.8 M 7TRE&F
& SAEEYEOEME S OUEZDUAE R B R /O #RVE (s B0 7258 X AR F8RA1E) , 5 5 N ¥y
R AP HE S E A T OER & A HAR BROR 5 A VB R NG B 7 S AR B R s A B A
AR AL AR TERRMAAAR: MHBREHAONERBFRPEERREGF BREE NI FER
AEERRA ;] B EERENRAERFEEEWAAE LT, WAl HEHE BT E.
4.4 BEFENER
4.4.1 REEFENRUL
B IE B KPR RAEMHRAREMN FEINEERPHEFOGEZBL. @08 ERMESF
AR B A E A e ] Rt BN, REFEMAEBRAATC L2CHERKERPRIR, HEME
H. BiLE RS IR BN R R, BCE B ] — AN 4 h .
4.4.2 BEFEHKES
W, R 15 37 ik AE 5 A AT B W K BRI P R 15 min, AR AL TT 2 A B 5 T IR e e
% IER A EHIRE.
4.4.3 FHRMESEIMAN
SAARBERNEMBNEEFELSHZE 47CL2CH B MA . KEM M4 E A ZH L
S BB EE,EEl N ESE EEIEES SR . BFINABNRTEFEZBIETRA, S
RoaEINTFHBEELST .
4.4.4 FHHPFEFMETF
BERANIEFEDFILY,FZEFOLPEE —TZED 2 mm FEHHIEE(H& 90 mm B 10
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8 EMA 15 mL JREEHEFFH) . K- L35 47 L 36 5 Ak B 7K F S 18 £ B v 21 88 1.
E: ERFURT . AFESBMEKD . HKSRRGBRKTFHFELRAN 15X, REEWMEDHOERL, ER
WFEAK TR AERRE 05 IE IS, W ML b 5 35 50 5B T 0 35 48 00 26 20 45 (e PR 4 KU A9 358 35 485 L 4
I N AR FARE SR R PR M A B AT AVE L R IR IR AT ) R i o R

Bt B Ja IR FREE N B S TR M (BD4C~12CHKENEHIIP . B2 HEN— B R
i P2 B BUAR MERAT . TR AR BUF RIS AR ICH N B IR LR & B GO AR . 7T L
B H R FRERE R B HTIRC.

RHE AR FRIER MR T PR BRI EREEBR., A TEREE4ER 8K, ERNEHE
BREARD., BFAAZEXMN R EZTAT TR, .

TP RARMEMIC G BEREIRE, B BIEEm AT T8 .8 FE I %, % L E i F
KRR/ B IR P (REBER N 25°C ~50°0) s BB A B X MU T ik & o, B ) 48 35 3 6 1 9 /K 05 0 46
NIk, EEAELETHR. WAL ERBARE FR 2N B miR A aY U 8H 8 .

4,.4,5 13

IR R RS PR EREI ZE B A SR UAIES SNl F IS FE YR ERR 51534
mEAE —EGRABFERESHEFRARD —SIRTHRZRE. WEAR . NEYE ABERM 5k
o5 Y S5 5 (o7 FH IR SERE B, M S ) SE AR BT LR 3 S A
4.5 IEXRENFEE

AR MAEHNERENFENRALEM AP EFSHCERENNHLE.

e MARBHXEREANBENERUAE LR ENLFRER . EFASHGR AN ELEERE L b MASA
RKEFEFEMNAEKER,UBETMFEEFENEL 24,

5 B mn YR EE

5.1 HIBIEFRIEH

IR R LI W FE DN B

——20C~25CHy pH 1H;

FHMMELLTHE:

—— MAEFRIENE BB E R

— @ E;

& B B (B 2 75 A7 15 PR IR v AL A 4% R
5.2 WMEWIEIREH
5.2. 1 SHRAIEH
M 4t ] 2 4 Y B 7 B v 2 BROER 0 0 2E AT TS R 4
5.2.2 ik K
WA E R EREA AN RNNRENFEFBAEBEV LR EH R EREEEN —EEK. ik
EREEWE THRERMERP O OVUELRFHACOENE B SN E®K. LRGN
ML SRR S WA T E N AR TR SRR, RN NS EEE  RFEANE
an TR 47 B Y B BR

T 1 57 5 A 0 3 R R N L

— H LAY 7 [ SR ) 3 PH M K

— P55 A 1 1Y BH P T AR (R 3% 35 25 o 296 85 700 45 0] SBURME 3R A TR R

—AERESTE MR . W0 7 A R [R) S B RN N 9 G BT 1Y B R

—— FH 74 B K
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. EEE RS RS (CFM) fEEF L Wl T4 TAEH (WPCM) 4 48 T 3% 3% 26 97 14 F 31 0 3 iR 0 A BUBCR

T .

5.2.3 R BBIEFEMIA -
R Ak B R0 4 35 2 B9 A P T N SR 285 1SO 9001 44 7R TAUIE BR i 2 AH I B B ZOR , B e 8 A 7 R K

FI R B BRAEBE . AR, B E R 4 B AT KR A B IR AR IR T4 (BB GRIE B IR 2 B0 I TF AR AT
5.2.4 BmEeRBKIEFREFNENESRS
S 45 3t 0 4 U 0 % 7 2 18 AR M T bR AT I3, 3 N R S PR RE S R AT R I , LA BE %7 AR UE 35 R K 1Y
R, REHRRAREENOERE, BEAREE TR ;& A 550 R sk F R p B I 5, b (&
FREIE ] IS Rk HE BT R, EA A R(IFTEMATMA B FE)OTEHRS
5. 2.2 ¥R B BE B AL AT R AE ; LR F ) B AT AT I 84 A9 B A B B SRR A R X Rl R E A
5.2.5 FIBSFHEHNIEFRE
T H: I8 5. 2. 4 2T SRR B AR IR A, 7 BT & B AL 4 il & B9 B 3R B A Miles & Misra %
A BETZRERREEBEERSFTHR, USSR RER EFEOERERMLREATRIA

iill FL Y .
. L ERBRBRER., MERRTEAZHNOMEDAR, AN S EEREEZHAMEMKRE T ENEAE. B

BRORAE A5 B R Fim W Ak AV SR 2 B 5% B.
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fft R A
(B RHE B )
R R R EY SR ETEENERERS

A. 1

Bt iz

N TR —X AR DR R R SR 3 s8R , ISO/TC 34/SC 9“5 IR = S -1 K 8 " 85 A
ZREXNARBEFRER 7 HTT 2R A.2~A. 5,

A.2 EBK

— M HRRER" ;

— Hi i X S8

—— BB PR
— LB RY) ;

— P 9 W JRE

—— R EH 2.

A3 RE

— RARE;
—— R IR

— iR T ;

— M EFEFEE;
——JH &k 5

—3 FHHEL .

A.4 IHBE
i ST
A5 H1w

— BP B LI 5
— % A5 W 1
— MR EH .

D EEEEOMELANREOMBRESMHILHERED MBRED K.
2) AR - HEOBHEHALNAE, KEEALHA .
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fff R B
(HETEMx)
FEEEHRAREMER

B.1 ®it

Tk —TOCHKBMHKGEAEE BARGEFESERSMEY P % F K B R B &, BX &R

AL REEH TR A Wik
Z LA B. 1

ARG OB EZEREN
PR T K Wk BED g B R EFAT IR,

¥EOq HREE.

FERGELRESH—XERRTBMN
PR AR 4 R

HiREM SRS —RERNBNEE.

E B. 1

B.2 BlEEENIREREK

%t T WA B A 38 0 BR 28 1SO 9001 TATE A9 7 Mk L I 3K i AR ot B ok, R AR IS K B R AT IR
% o B 90 A0 A R % R R 3 2R B BE R R B AT

B.3 SCIR = & HUAR M B PR R AR

P T R B 45 ) o B 0 2 A o 4 7 R O A R {3 PR 6T N T R SR 28 LTS B, TR D TR PR 2R 2R K
% A SR B 1 BB 7S Ak » A o 4% B PR A M & 4, IR R AT RIR (— 70°C) BRI T YL X R 47 W X R K

EEMEFE LA RSEN 2T XHK.

B.4 TI{E@#k

THEHHGE TRBEBEEOREREER S (B.3). HERENZEEEREMERNKABEXLE
WA LIS R B MR 0B AL . B TEEHRE, NS X BRI L AIEEFNFETER RARE

] R R

%ot T R it A B O 78K B PR A0 2007 15 R R Y R BA LT
. THRERFEEENR. BELAENRABRRPFAY(MAFEZXFRMEOE—AARBR L], WAL

ZWEM -

10
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M R C
(BT BHTE B 5%
BFENRBRIE—F RO ERE

W AR ] gE IR 1A

B REA S E il g o 72 P B m A

& pH {H 1& 5 35 57 5 B AR
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Foreword

SN/T 1538 Guidelines on preparation and production of culture media consist of the following parts:
—Part 1:General guidelines on quality assurance for the preparation of culture media in the laborato-
IY;

—Part 2;Practical Practical general guidelines on performance testing of culture media.

This standard is the first part of SN/T 1538, Corresponding to ISO /TS 11133-1 Microbiology of food
and animal feeding stuffs—Guidelines on preparation and production of culture media—General
guidelines on quality assurance for the preparation of culture media in the laboratory (English ver-
sion, 2000). The consistency degree of this standard and ISO /TS 11133-1 is modified, the main dif-

ferent showing bellows:

—Modify some editing pattern according to the customs of Chinese;

—Change some of the expression of International standard to National standard of China;
—Modify Foreword, Introduction of original standard;

—Delete the quotation standard number in the Chapter 3 of the original standard;
—Substitute ISO 8402 for ISO 19000 and Add GB/T 6682 in normative references;
—Replace special international standard with special standard;

—Add the special degree of temperature in4.2.4, e.g.4C ,20TC;

—Add description of weighing dehydrated medium in 4. 3. 3;

—Add description of sterilization of different media in 4. 3. 7. 1;

—Modify the assembly condition of the filter in 4. 3. 7. 3;

—Add note of disposal of media in 4.5;

—Add total plate counting in 5. 2. 5;

—Delete note 1) of the original standard.

Annex A, Annex B and Annex C are all informative.

This standards was proposed and administrated by National Regulatory Commission for Certification
and Accreditation,

This standards was drafted by Shanxi Entry-Exit Inspection and Quarantine of the Peoples Republic of
China and China Inspection and Quarantine Academy of Science.

The main drafters of this standard are Li weihua., Zhao guiming. Zhang jianjun, Lian huifeng , Liu pei

and Gong hongxia.

This standard is a professional standard of entry-exit inspection and quarantine promulgated for the
first time.

13
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Introduction

The main objectives are to maintain, resuscitate, grow, detect and/or enumerate a wide variety of

microorganisms in the microbiological laboratory, the requirements for media are specific to both
the sample and/or organisms to be detected. The procedure of microbiology tests depend on culture

media being consistent of standard and specify the minimum requirements, these can provide accu-

rate and reliable resuilt.

SN/T 1538 Guidelines on preparation and production of culture media are an essential part of internal
quality control procedures of microbiology laboratory. It can monitoring the media effectively, and

provide the result reliable and effective.

This standard is the first part of these series standard, it standard the terms and definitions of
media; regulate the general guideline of the storage, preparation,using and disposal of media; pro-
pose the quality control of finished product. Part 2 of these standard will draft whereafter.

14
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Guidelines on preparation and production of culture
media—Part 1.General guidelines on quality assurance
for the preparation of culture media in the laboratory

1

Scope

This standard provides the general terminology related to quality assurance of the preparation of cul-
ture media and specifies the minimum requirements to be used for the microbiological analysis of
products intended for human consumption or animal feeding.

These requirements are applicable to three categories of culture media used in laboratories that pre-
pare and/or use culture media for performing microbiological analyses.

—commercially manufactured ready-to-use media;

—media prepared form commercially available dehydrated formulations ( either complete e. g. plate
count agar or basal media to which supplements are added e. g. Baird-Parker agar) ;
—media prepared from its individual components.

2 Normative references

This standard incorporates by dated or undated reference, provisions from other publications. These!
normative references are cited at the appropriate places in the text and the publications are listed
hereafter. For dated references, subsequent amendments to or revisions of any of these publications

apply to this standard only when incorporated in it by amendment or revision. For undated references
the latest edition of the publication referred to applies.

GB/T 19000 Quality management systems—Fundamentals and vocabulary (idt ISO 9000 .:2000)
GB/T 6682 Specification and test method of water in analysis laboratory(eqv 1SO 3696.1987)
EN 1659 Invitro diagnostic systems—Culture media for microbiology—Terms and definitions

EN 12322 Invitro diagnostic medical devices—Culture media for microbiology —Performance crite-
ria for culture media

3 Terminology

3.1 General

This clause gives the general definitions related to quality assurance and provides different types of
terminology related to culture media and to control cultures.

3.2 Terminology of quality assurance
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3.2. 1

Quality assurance
All the planned and systematic activities implemented within the quality system and demonstrated as

needed, to provide adequate confidence that an entity wil fulfill the requirements for quality.

3.2.2

Quality control
Operational techniques and activities that are used to fulfill the requirements for quality.

3.2.3

Internal quality control
A continuous control program of the laboratory’ s work prepared by or for them, and based on con-

trol analysis together with follow-up and if necessary, corrective actions.

3.2.4

Batch of culture media; lot of culture media
Fully traceable unit of a medium referring to a defined amount of bulk, semi-finished product or end

hroduct, which is consistent in type and quality and which has passed the requirements of produc-
tion(in-process control)and quality assurance testing, and which has been produced within one de-

fined production period, having been assigned the same lot number.

3.2.5

Performance of culture media
The response of a culture medium to challenge by test organisms under defined conditions.

3.3 Terminology of culture media

3.3.1

Culture medium
Formulation of substances, in liquid, semi-solid or in solid form, which contain natural and/or syn-

thetic constituents intended to support the multiplication, or to preserve the viability, of microor-

ganisms.
When used in connection with compound words. this term is often shortened into “medium™ (e. g. enrichment medi-

um).

3.3.2 Culture media classified by composition

3.3.2.1
Chemically defined culture medium

Culture medium consisting only of chemically defined constituents(i. e. of known molecular structure

and degree of purity).

16
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3.3.2.2
Chemically incomplete culture medium

Culture medium consisting entirely or partly of natural materials, processed or otherwise,the chemi-
cal composition of which is not completely defined.
NOTE For the various chemically undefined components used in culture media 1SO/TC34/SCghas specified harmonized

designations-see Annex A.

3.3.3 Culture media classified by consistency

3.3.3. 1
Liquid culture medium

consisting of an agueous solution of one or more constituents(e. g. peptone water,nutrient broth)

NOTE 1 In some cases, solid particles are added to the liquid culture medium.
NOTE 2 Liquid media in tubes, flasks or bottles are commonly called “broth”.

3.3.3.2

o0lid culture medium and semi-solid culture medium
Liquid culture medium containing solidifying materials (e. g. agar-agar, gelatine, etc. ) in different
concentrations.

NOTE 1 Due to the world-wide use of culture media solidified with agar-agar, the shortened term “agar”

Is often used synonymously for solid culture media and therefore in connection with nouns, e. g.” Plate
count agar”.

NOTE 2 Solid culture media poured into Petri dishes are commonly called “plates” . Solid culture media poured into tubes
that are kept in slanted positions while the media are solidifying are often called “slants”,

3.3.4 Culture media classified by intent of use

3.3.4.1

Transport medium

Culture medium designed to preserve and maintain the viability of microorganisms for the time peri-
od between sample collection and laboratory processing of the sample.

NOTE Transport media usually contain substances that do not permit multiplication of microorgani but ensure their pres-
ervation(e. g. Stuart’ s or Amies Transport medium).

3.3.4,2
Preservation medium

Culture medium designed t preserve and maintain the viability of microorganisms over an extended

period, to protect them against the adverse influences which may occur during long-term storage and
to allow recover after this period (e. g. Dorset egg medium).

3.3.4.3
Resuscitation medium

Culture medium enabling stressed and damaged microorganisms to repair and recover their capacity
17
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for normal growth without necessarily promoting their multiplication.

3.3.4.4

Enrichment medium
Predominantly liquid culture medium which, due to its composition, provides particularly favorable

conditions for multiplication of microorganisms.

3.3.4.4. 1

Selective enrichment medium
Enrichment medium which supports the multiplication of specific microorganisms whilst partially or
totally inhibiting the growth of other microorganisms(e. g. Rappaport-Vassiliadis medium).

3.3.4.4. 2
Non-selective enrichment medium

Enrichment medium which supports the growth of most microorganisms(e. g. nutrient broth).

3.3.4.9

Isolation medium
Solid or semi-solid culture medium which supports the growth of microorganisms.

3.3.4.5.1

Selective isolation medium
Isolation medium which growth of specific microorganims, while inhibiting other microorganisms

(e. g. PALCAM agar, MacConkey agar).

3.3.4.5. 2

Non-selective isolation medium
Isolation medium which is not devised to selectively inhibit microorganisms (e. g. nutrient agar).

3.3.4.6

Differential medium
Which permits the testing of one or more physiological/biochemical characteristics of the microor-

ganisms for their identification(e. g. Urea medium, Kligler agar).
NOTE differential media which can be used as isolation media are referred to as isolation/differential media | e. g. xylose

lysine desoxycholate(XLD)agar .

3.3.4.7

ldentification medium
Culture medium designed to produce a specific identification reaction which dose not require any fur-

ther confirmatory test.
NOTE identification media which can be used as isolation media are referred to as isolation/identification media.

18
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3.3.4.8

Media having multiple uses
Certain culture media may be assigned to several categories, e. g. Blood agar is a resuscitation medi-
um according to 3. 3. 4. 3 an isolation medium according to 3. 3. 4. 5 and a differential medium accora-

ing to 3. 3. 4. 6 used for detection of haemolysis.

3.3.5 Culture media classified according to preparation method

3.3.9. 1

Ready-to-use medium
Culture medium which is supplied in containers in ready-to-use form (e. g. Petri dishes or tubes or

other containers).

3.3.5.2
Culture medium prepared from commercially dehydrated formulations

Culture medium in dry form which is not ready for immediate use (e. g. powders, granules, lyophi-

lized products).
Rehydration will make one of two kinds of medium:.

—a complete ready-to-use medium,
—an incomplete medium to which labile components are added at the time of use .

3.3.5.3
Culture medium prepared from individual components in the laboratory

3.4 Terminology for test organisms

3.4.1

General
These are microorganisms generally used for quality control and performance testing of culture

media. They are defined according to their source as follows.

3.4. 2

Reference strain
Microorganisms defined to at least the genus and species level, catalogued and described according

to its characteristics and preferably stating its origin.

3.4.3

Reference stocks
A set of separate identical cultures obtained in laboratory by a single sub-culture from the reference

strain either in the laboratory or from a supplier.

3.4.4

Working culture
A primary sub-culture from a reference stock.

19



SN/T 1538. 1—2005

4 Practices for quality control of culture media®

4.1 Documentation

4.1.1 Documentation required from the manufacturer
The following details should be available from the manufacturer.

—Name of the medium, individual components and any supplements, and their product codes.
—Batch code.

—pH value of the medium before use.

—Storage information and expiry date.

—Any performance evaluation and test organism used.

— Technical data sheet.

—Quality-control certificate.

—Safety and/or hazard data where needed.

4.1.2 Check list by the laboratory
Laboratory checks upon receipt of the medium
—Name of medium and batch code.
—Date of receipt.

—EXpiry date.

—Condition and integrity of packaging.

4,2 Storage

4.2.1 General
In all cases follow the manufacturer’s instructions where available regarding storage conditions, ex-

piry date and use.

4. 2.2 Quality management and control for dehydrated media and supplements

Media are usually purchased from commercial manufacturers. They are delivered in dehydrated pow-
dered or granulated form in sealed containers and supplements of different selective or diagnostic
substances are supplied in either the lyophilized or liquid state. However, purchases should be

planned to encourage a regular turnover of stock(i. e. first in-first out). To maintain an effective in-
ventory further checks should include.
—Re-checking of the seal.

—Date of first opened containers.
—visual assessment of contents of opened containers.
Especially after opening a new container, the quality of the medium may depend on the storage envi-

ronment. Loss of quality of dehydrated media is shown by change in flow characteristics of the pow-
der, homogeneity, caking, colour changes etc. . Any dehydrated medium that has absorbed moisture

1) Culture media-trouble shooting,See Annex C.
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or shows obvious changes in physical appearance should be discarded.

4.2.3 Commercially supplied ready-to use media
Follow the manufacturer’ s instructions regarding storage conditions, expiry date and use.

4,2. 4 Media prepared from commercially available dehydrated formulations and basic individual
components

The shelf-life of these types of media varies. It is therefore difficult to state general time limits for
storage of prepared media. specific standards may stipulate specific conditions and shelf life.

oterilized culture media dispensed in plates, tubes or bottles and reagents which are not used imme-
diately shall be protected against light and desiccation.
Unless a validated expiry date has been established or is specified in the International Standard in

question, sterile partially complete media, i. €. media to which final components are added immedi-
ately before use, shall be kept in a refrigerator (4 C ) for not more than 3 months or at room tempera-
ture(20C) for not more than 1 month under conditions which prevent their composition from being

modified. However, it is recommended that media to which labile selective supplements have been
added should be used on the day of preparation. Solid media containing chemically reactive and/or |a-

bile substances should not be stored in bulk for re-melting.
Observe any colour change. sign of evaporation/dehydration or microbial growth. Batches of media
showing such changes should not be used.

Prior to use or before further heating. it I1Is recommended that the culture media be equilibrated to
ambient temperature.

4.3 Laboratory preparation of media

4,3.1 General

The accurate preparation of cuiture media is one of the fundamental steps in microbiological exami-
nation and it shall be given special care.

Respect good Iabaratur? practice and the manufactuter’ s instructions regarding the handing of de-
hydrated media and other components, particularly those containing hazardous materials i. e. bile
salts or other selective agents.

Where media are prepared from dehydrated commercial formulations fellow the manufacturer’ s in-
structions precisely. Document all relevant data, i. e. weights/volume. pH.date of preparation, ster-
llization conditions, operator.

For media prepared from individual components, follow the recipe precisely and record all details as
in(4. 1. 2)and, in addition, the full identify(i. e. code and batch number)of all the components used.

4.3.2 Water
The water used shall be distilled water or water of equivalent quality i. e. free from substances likely

to inhibit or influence the growth of microorganisms under the test conditions. If the distilled water
is prepared from chlorinated water, neutralize the chlorine prior to distillation(see GB/T 6682).
The distilled water shall be stored in containers manufactured preferably form inert materials(e. g.

neutral glass., polyethylene etc. ) . which shall be shown to be free of any inhibitory substances prior
21
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to their initial use.
NOTE Insome cases, it may be necessary to use freshly prepared water, free of dissolved carbon dioxide.

In order to be considered as being of good quality, the distilled water shall have a resistivety of at

least 300 000 Qcm.

WARNING Water processed through an ion exchanger(deionised), may have a high microorganism
content; it is therefore advisable not to use such water without verifying that the microorganism
content of the water is low. Consult the manufacture for the best way to minimize microbial contam-
ination. Heavily contaminated deionised water that has been filter sterilized may still contain sub-

stances inhibitory to the growth of some microorganisms.

4.3.3 Weighting and rehydration
Carefully weigh the appropriate amout of dehydrated medium(operating slowly, wearing mask when

or operating in fume cupboard when necessary. Prevent to inhale powder especially containing toxic
substances)and progressively add the required amount of water avoiding clumping.

4.3.4 Disssolution and dispersion
Dehydrated media needs rapid dispersion by instant and repeated stirring followed by heating, if nec-

essary, to dissolve. Media containing agar should be allowed to soak for several minutes prior to
heating with mixing to dissolve. For media prepared from individual components each component
should be added separately and allowed to dissolve before finally making up to volume.

4.3.5 Measurement and adjustment of pH
Measure the pH using a PH meter and adjust if necessary i. e. for media prepared from individual com-

ponents in the laboratory so that after sterilizing and cooling to 25C the medium is at the required
pH+ 0. 2pH units, unless otherwise stated. The adjustment is normally carried out using a solution of

approximately 40g/1(about 1 mol/L) of sodium hydroxide (NaOH) or appmximatel*} 36. 5g/I| (about
1 mol/L)hydrochloric acid(HCI). ‘

NOTE Commercially manufactured media may show significant changes in pH before and after autoclaving.
However, provided good quality distilled or de-ionised water is used, pH adjustment prior to autoclaving should not be

necessary.

4.3.6 Dispensing
Dispense the medium into appropriate containers having a volume 1,2, to 3 times that of the medium.

4.3.7 Sterilisation

4,.3.7.1 General
The sterilization of culture media and of reagents may be carried out by using sterilization by moist

heat or sterilization by filtration.
Certain media. such as brilliant green media containing particularly sensitive to heat and light, can be
used boiling for autoclaving, and should be rapidly cooled after boiling and protected from strong

light. Some material that not be able to bear hyperthermal, such as galatin , sérum and saccharide
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etc, can be autoclaved by low temperature sterilization/discontinuous sterilization. Also some: rea-

gents can be used without sterilization(refer to appropriate international standard or manufacturer’ s
instructions). |

4.3.7.2 Sterilization by moist heat

Sterilization by moist heat is performed in an autoclave or media preparatory. Generally the autocla-
ving operation 7 takes 15 min at 121 C. For volumes greater than 1 000 mL, adapt the sterilization cy-
cle as necessary. In all cases the autoclave should be monitored by temperature profiling using ther-

mocouples and test strips under typical load conditions to ensure the desired temperatures can be

reached.

NOTE Overheating can occur when large volumes of media(=>1 000 mL)are processed in an autoclave.

Control of the efficacy of sterilization is essential. After heating it is essential that media be cooled in
a manner to prevent boiling over. This is particularly important for sensitive media e. g. Enterobacte-
riaceae and media In large volumes.

4,.3.7.3 Sterilization by filtration

Sterilization by filtration can be performed under vacuum or pressurized conditions. Use membranes

and filter elements with a pore diameter of 0. 22 um. they shall have been sterilized in the autoclave.
Refer to the manufacturer’s instructions regarding the use of filter elements or membranes that have

been purchased in a sterile condition. Sterilize the different parts of the filtration apparatus. assem-

bled or not, in the autoclave for 15 min at 121C. If necessary, aseptic assembly can be performed in
aseptic condition after autoclaving.

Note Some filter membranes may retain proteins(such as antibiotics). In order to obtain the correct concentration the

user should pre-wet the filter.

4.3.7.4 Monitoring

After autoclaving, boiling or filtration, all media should be monitored, in particular with respect to
pH, colour, sterility and consistency.

4.3.8 Preparation of supplements

Manufactured supplements containing toxic agents, particularly antibiotics, must be handled with

care(manufactured in fume cupboard when necessary) avoiding dispersion of powder which may
give rise to allergic or other reaction in laboratory personnel. Take appropriate precautions and follow

the manufacturer’ s instruction when making solutions. Do not use beyond their stated shelf-life

which, for antidiotic working soiution, is generally the same day. Under certain circumstances, anti-
biotic solutions may be stored frozen in suitable aliquots but should not be re-frozen after thawing.

The potential loss of activity due to freezing should be discussed with the manufacturer or tested by
the user.,

4.4 Preparation for use

4.4.1 Melting of agar culture media

Melt a culture medium by placing it in boiling water bath or by any other process which gives identi-
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cal results(e. g. a steam flow-through autoclave). Media that have previously been autoclaved should

~e reheated for a minimum time to maintain media quality. Avoid over-heating and remove when it
has melted. Cool the molten medium to 47C £2C in a thermostatically controlled water bath until

such time as it is to be used. Molten medium should be used as soon as possible but it is recommen-

ded that it should not be retained for more than 4 h.

4.4.2 De-aeration of culture media
If necessary, just prior to use, heat the culture medium in boiling water or under a flow of steam for

15 min. with lids or caps loose; after heating, tighten the caps and cool down rapidly to the operat-

ing temperature.

4.4.3 Addition of supplements
Heat-labile supplements should be added to the medium after it has been cooled to 47C £2C. Allow

the sterile supplement to come to room temperature before adding it to the agar medium. Cold liq-
uids may cause agar to get or form transparent flakes. Mix all supplements into the medium gently

and thoroughly, then distribute into the final containers as quickly as possible.

4.4.4 Preparation and storage of media in Petri dishes.
Pour the molten agar culture medium into Petri dishes so as to obtain a thickness of at least 2 mm(e.

g. for 90 mm diameter dishes, 15 mL ot agar are normally required). Allow the agar to cool and so-

lidify by placing the Petri dishes with lids in place on a cool, horizontal surface.
Note: During incubation, a loss of moisture of the agar media will occur. A loss of more than 15% of the water content

can adversely affect the growth of microorganisms in some circumstances. Factors influencing water loss are medium

composition, amount of medium in the plates. the type of incubator i. e. fan-assisted or otherwise, low humidity of the

atmosphere in the incubator, the position of the plates near the heating tube, and the high incubation temperature.

Use the solidified medium immediately or store under conditions which prevent its composition from
being modified, ie. in the dark and/or in the refrigerator at4C to 12C in sealed bags for a maximum
neriod of one week or as directed by the manufacturer or specific standard. Label the dishes on the
base with date of preparation and/or expiry date and identity. Alternative coding systems meeting

these requirements may be used.
The shelf-life of poured plates will increase if they are stored in sealed plastic bags. In order to avoid

the occurrence of condensate, the plates must be cool before being placed into bags. Do not dry the
surface of agar plates prior to chill storage.

In general, for the surface inoculation of a solid culture medium, dry the dishes,preferably with the
lids removed and with the agar surface facing downwards, in an oven set at a temperature between
25°C and 50C or in a laminar-flow cabinet, until the droplets have disappeared from the surface of
the medium. Do not over-dry them. Commercially prepared ready-to use agar plates should be stored

and used according to the manufacturer’ s instructions.

4.4.5 Incubation
Do not stack dishes in piles more than 6 high and leave space for air circulation to allow medium to

equilibrate to incubation temperature as rapidly as possible. For liquid media, time to reach incuba-
tion temperature is dependant upon a number of factors e. g. volume, loading, container, incubator

4



SN/T 1538. 1—2005

type. in the case of anaerobic jars it may be necessary to stack plates in excess of 6 high.

4.5 Disposal of media
Both contaminated and unused media must be disposed of in a manner that is safe and meets any rel-

ative law and regulations.
Note: It should be added requirements of media disposal in regulations according to relative law, legislation and specific

condition of the laboratory.

5 Quality control of finished product

5.1 Physical quality control
Laboratory testing should include as a minimum:.
—pH-value measured at between 20Cand 25T ;
And by observation:

—quantity filled and/or layer thickness;
—colour;

—clarity/presence of optical artifacts;
—gel stability/consistency/moistness.

5.2 Microbiological quality control

5.2.1 Contamination

An appropriate amount of each batch should tested for contamination.

D.2.2 Test organisms

A set of test organisms should only contain microorganisms with stable characteristics respresenta-
tive of their species and that have been shown to be reliable for the demonstration of optimal per-
formance of a particular laboratory prepared medium. The test organisms should primarily comprise
strains that are widely available in reference culture collections, but well-characterised strains isola-
ted by the laboratory may also be included. The relevant cultural characteristics of the stock culture
- should be examined and recorded by the laboratory and the strain renewed should atypical character-
IStics occur. It is preferable to use strains that have originated from foods although not all culture
collections provide such data on their origin.

The test organisms for each medium may include:.

—robust positive stains with typical characteristics;

—weakly growing pdsitive stains(l. e. of a more sensitive nature) ;

—Dbiochemically un-reactive stains e. g. those showing different fermentation or fluorescence reac-
tions;

—completely inhibited strains.

NOTE The International Commmittee for Food Microbiology and Hygiene”’ s Working Party on Culture Media( WPCM) have

prescribed a validated collection of test strains for media evaluation/ 1 |.
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5.2.3 Ready-to-use media and reagents
Manufacturers of commercially available ready-to-use media especially if approved to ISO 9001 or

1ISO 9002 standards, will have a quality programme in place and may issue a quality certificate with
the media they supply. Under those conditions the user may not need to carry out extensive testing
on such media but should ensure that storage conditions are maintained.

5.2.4 Media prepared form commercially available dehydrated formulations
Qualitative tests for each batch of prepared medium are the minimum requirements but, where quan-
titative examinations on samples are to be carried out, quantitative tests on each batch will give

greater assurance of media quality. For those media which do contain indicators or selective agents,
strains which demonstrate the function of the Indiacator(s) or selective agents, strains which aem-

onstrate the function of the indicator (s) and selectivity must be utilized. For selective agents,

strains which demonstrate the function of the indicator(s)and selectivity must be utilized. For com-
plex media, i. e. with added supplements, each batch should be verified with strains with characteris-
tics listed in complex media i. e. with added supplements, each batch should be verified with strains
with characteristics listed in complex media. i. e. with added supplements, each batch should be ver-
ified with strains with characteristics listed in complex media. i. e. with added supplements, each
 batch should be verified with characteristics listed in 5. 22. In the case of ready-to-use media to
which laboratory-prepared supplements have been added the same applies.

5.2.5 Media prepared from basic individual components
It is recommended that in addition to the qualitative tests described in 5. 2. 4 , that some quantitative |
testing is carried out using techniques such as the modified Miles & Misra technique, spiral plating or|

total plate counting in order to monitor trends in quality of basic materials, productivity ot the medi-

um and in-house laboratory production protocols.
Note: These are minimal guidelines, in practice, foods may contain stressed microorganisms. The suitability of the me-

dium with respect to the recovery of stressed cells should be taken into account. For information on preservation, Ma-

intenance Techniques and reference culture collections see Annex B.
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Annex A

(informative)
Designation of the components of the culture media in standards
on microbiological analysis of food and animal feeding stuffs products

A.1 General

in order to harmonise the description of the various components in the composition of culture mme-
dia in microbiological stanfard methods ,1SO/TC 34/SC 9 “food and agricultural products—Microbioi-
ogy” decided the designations for the categories of components designated in A. 2 to A. 5.

A.2 Peptones

—Enzymatic digest of casein;"”

—Enzymatic digest of soybean meal;
—Enzymatic digest of animal tissues;®
—Enzymatic digest of heart;

—Enzymatic digest of gelatin;

—Enzymatic digest of animal and plant tissues.

A.3 Extracts

—Meat extract:
—Brain-heart extract:;

—vyeast extract;
—0X bile for bacteriology:

—bile salts;
—Dbile salts No. 3.

A.4 Agar

—Bacteriological agar.

A.5 Other

—Eqgg yolk emulsion;
—Skim milk powder;
— Acid hydrolysate.

1) This includes peptic digest of casein, tryptic digest of casein and tryptone.

2) This includes meat peptone, peptic digest of meat ,pancreatic digest of meat.
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Annex B

(informative)
Guidance on preservation and maintenance of control strains

B.1 General

There are several methods available, i. e. lyophilisation, storage on beads at —70C , or using liquid
nitrogen, for the successful preservation and maintenance of all microorganisms relevant to food mi-
crobiology . One method may not be appropriate for all strains.

These guidelines are presented in figure B. 1.

B. 2 reference strains from commercial sources

If reference strains from reference collections or I1SO 9001{ 2 | or I1SO 9002| 3 | approved commercial
suppliers are purchased and maintained in their original containers, the manufacturers directions for
their cultivation and use must be followed.

B.3 Laboratory-prepared reference stocks

Stock cultures of reference strains (B. 2) for quality control and performance testing purposes must
be maintained and handled in manner which minimizes the opportunity for cross-contamination, mu-

tation or alteration of typical characteristics, reference stocks should be stored in multiple aliquots
either deep-frozen ( —70TC) or lyophilized. Their growth characteristics should be fully documented
for each medium on/in which they will be utilized as test organisms.

B.4 Working cultures

Working cultures are prepared from lyophilized or deep-frozen reference stocks(B. 3). Aliquots must
be handled in a manner, which avoids possible cross-contamination of reference stock and/or its de-
terioration, Working cultures should be prepared by re-suspending an aliquot of the reference stock
in a non-selective growth medium and incubating to yield a stationary phase culture.

For commercially available preservation systems the manufacturer’ s instructions shall be riguruUslv
followed.

NOTE Sib-cultures form working cultures should not be made, However ,working cultures may be used more than once
provided they are handled and stired appropriately i. e. to avoid cross-contamination and. or deterioration for no longer

than one week.
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Obtained form a reference culture collection lvophilized

and under vacuum;Or an organism defined to at least genus
and species level, highly characterized from known origin

A series of aliquots of 1dentical cultures obtained 1n the

Reference stock _ |
laboratory by a single sub-culture from the reterence strain.

Working culture A primary sub-culture form an aliquot of the reference stock

Figure B. 1
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Annex C
(informative)
Quality assurance of culture media-trouble shooting

(Overheating of medium during preparation

Low pH causing acid hydrolysis to occur
Agar medium fails to solidity Incorrect weight of agar used
Agar not thoroughly dissolved

Poor mixing of ingredients

Overheating of medium during preparation

Poor water quality

Extraneous chemical contamination

Incorrect pH |
pH measured at incorrect temperature

pH meter incorrectly calibrated

Poor quality dehydrated medium

Overheating of medium during preparation
Poor water quality

Abnormal color Poor quality dehydrated medium

Incorrect pH

Extraneous contamination

Overheating of medium during preparation
: . Poor water quality
Formation of precipitates | |
Poor quality dehydrated medium

Poor pH control

Overheating of medium during preparation
Poor quality dehydrated medium
Medium inhibitory/Low productivity Poor water quality
Incorrect formulation used, e. g. ingredients not weighed out correct-

ly, supplements added at wrong concentration

(Overheating of medium during preparation
Poor quality dehydrated medium

Poor water quality

Poor selectivity
Incorrect formulation used

Supplements added incorrectly e, g. when medium too hot or at

wrong concentration
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