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" DEPARTMENT OF HEALTH AND HUMAN SERVICES LABORATORY
! PUBLIC HEALTH SERVICE }
FOOD AND DRUG ADMINISTRATION
MILK LABORATORY EVALUATION FORM LOCATION LAB #
EVALUATION BY: DATE X = DEVIATION U = UNDETERMINED
O = NOT USED NA = NOT APPLICABLE
DAIRY WATERS
(Coliform Group)
SAMPLES 12, CURULS (POIT) GIBNOB ..........coooveeeircersssrerases s ssrsssrssasssssassesstosse oo o
Brand Size
1. Laboratory Requirements ......... — a. Sterile with plastic, light (iting covers
a. Standard Piats Counl Procedures, ses Kems 1-3, 13. Microscope snd Lamp ..............ccoevernvis
(88 BDPHCABIB) .....ovvecooveancverrarvreesvsssssssessssssarsssnsesssamsassmsessons _— Mako Mode!
b. Sample volume 10542.6 mL wih sutficiers ak space a. BInocular, wide 11810, 10X OCUMIS ............ce.ereeansecersmsssistsoressisissernonss mmmromne
for mixing (aboul 3% fub), f completely fNied discard ........................... e b. Fiuorescent light, adjaceri, above, perpendicular
c. Transk time dogs not exceed 30 hours _— 10 fIROF PLANG .......oocvvoimicvariiesscnnrsisransscresrasssssonasssnsainssseserassenssssesmass o e,
d. i sampies are not refrigerated, transil not 10 c. Other optical davice giving squivalent results ..
oxcead 6 hours
8. Transporied and maintained al 0-4 4C (temperature CULTURE MEDIA
control (TC] required) ................
f. Samples axamined wihin 30 hours of coliection, or 14. Lauryl Tryptose Broth (LST) ........ccc.cccveuvee
within 2 hours of receipt (ftem 1d) ...... ———— a. Comect composition and preparation
b. Brand Lt NO e e -
APPARATUS Rcd Date Date Opened e eeeeetreontressttt e e
¢ pH (6.8640.2) ———
2. Culturai Procedures, see Hems 1 - 32 (as applicable) ................. _— 15. Brilliant Gresn Laciose Bile Broth (BGLB) ..............wvvvimismmens e,
3. Sample Containers ............... S 8. Comact comPOSRION &Nd PIEPRIEHION ...............c...ctveesrmsisrsrssisssissesiss oo
a. Borosilicale glass, plasiic botties or bags —_— b. Brand LOUNG o eieirnenrersinn P
b. Sterkio, conaining 0.1 mL of 10% Sodkum Thiosultale .............cccveeree Red Date Date Opened —_— PR
¢. Holds sulticient sample with air space for ali ' c. pH __ (7420.2) ... rrreeersecnres e crearrscssearessamee st st srsssatbe s,
NOCosSAry Dacterial 18818 ................c.ccveeiievecesenene — 16. MMO-MUG Medlum ............... e eerenae e o e
d. Maintains sampie unconiaminated a. Correct composkion and prepasation
4. Incubstor 3620.6C (Make/Moda| ) . b. Brand Lot No
6. Fermentation Tubes ............ ——— Red Date Dale Cpened e o —
a. Sufticient Size to conform with requiremants ‘ c. pH (T A20.2) ..oecerevcrirrivcrirenstssssaniessssissassrssssosts st esss o omme,
for media, durham tube (media must compietely . 17. M-Endo Agar .... . —
COVOr) ANG BAMPIB ..........cvvvriresesasentrmsassmrasssnsassnssscinstsssssssssssess sovessras nas a. Comect composition and praparaiion ........ o e
6. Inoculation Equipment ..... b. Brand Lol No . .
4. Sterilized loops of al least 3 mm diameter, 22-24 Recd Date Date Cpened
gauge Nichrome, Chromel of platinum-Indium wite .............coceurmsrcens —— ¢. pH (7.240.2)
b. Disposable dry heai-steritized hardwood applicator 18. M-Endo Broth
slicks, 2.0 1o 3.0 mm in diameter and & minimum of ' 8. COmect cOMPOSKION BN PREPRIANON .............o.vcsrmerssssersmmsssssscssrssiosss —oomae
2.6 cm longer than the 18rMentalion 1ULRS ...............eueeercnnsscssas —— b. Brand Lot No rresmeessorereny Vs e
¢. Inocuiating nesdie Red Dale Date Opened
7. Vacuum source with trap ....... c. pH __ (7.290.1) vuovercrveremvnrsensrerminminsssonessasersssenssosuossssanssonsone
8. Membrane fiter funnei @rand 19. Eosin Methylens Biue Agar (EMB) .............coooruimiirniinniniis mnes
a. Free from defects which may interfers with function 2. Comrect cOmPOsRION ANd ProPRIBHION ..........cccoccveareisinsmrenssrotoniscsssersiins  mmm s
b. SterMizable .............coervrrcerer b. Brand LOING v mnrsatanne oo —_—
C. Mark at 100 mL, or pre-marked, check with Class A Rcd Date __ DateQpened _____ i -
graduate cylindst, records maintained ¢ pH [ (AT 3 ) U U
8. Mambrane filters, 47 mm, 0.46 M (20.02 yM), 20. Storage of medis ———
storiiized : 8. S0 CUUrA ProCodUds RBM 25 ..............coecssemssicrsssssmsmmsssoionnessiniss
Brand _._ Lot # e b. MF Medla . vamenn
10. Absorbsnt pads, sterilized .. 1. 51078 IN GBI B 0-4.4C ......ocrvrvnrmssnrrensinerisnsrsisnessnns -
11. Forceps 2. Broth medium used WIIIA 86 IV ............coovvcmrcriemosisenrtosrcisinesenns e

8, Round tipped, wiih smooth surface .....

3. Pimtes kept N0 Mofe than 1 week in 8 seajed

Form FDA 2400k (Rov. 2/84)
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TLSTS FOR PRESENCE OF MEMBERS OF THE COLIFORM GROUP

BY MULTIPLE-TUBE FERMENTATION TECHNIQUE

21. Presumptive Test .................

a. Lauryl Tryplose Broth or MMO-MUG MGIUM ..............cccovovueevireeerernne .

1. Beloro planting ponfons amange ubes in order

Identity samples or otherwise Mentily .................cco.cccevemecrcsiscrenes —e

2. Shake samples vigorousiy 25 limes in a 30 cm
arc in 7 soc before removing test pontion ............ .
Ramove 1est portions (100 mL total) within 3 MiN ...........ccccevernne
Inoculate 1an (10) fermentation tubes with 10 miL
of sampla, of five (6) lubes with 20 mL

Incubate tubes at 35£0.5C for 2412 hours ........

[l

6. Examine fubes for gas - any gas Is considered

7. Retum negative iubes (no gas) to Incubator and
Incubate an addifional 24 hr (tolal of 4843 hv)

8. Re-sxamine tubes for gas production after 48 hours

8. Record presenca or absence of gas af each
examination ..,

10. Any gas produced by 24 or 48 hr is considered

positive fof the Presumptive Test ...
11. No gas afier 48 hr is negative for the Test

12. Do not report ges production after 51 hr of

.........

Incubation

13. Promptly submit all presumptive posiiive tubes
showing gas production al 24 or 48 hr to the

Confirmed Teet ..............

22. Confirmed Test

a. BriMani Grasn Lactose Bile Broth
1. Gently shaks presumptive positive tube

2. Tranafer (loop or slick) portion of positive
broth to BGLB broth

incubate 1ubes &l 3520.5C for 2422 hr ............cccoevvenrererveeencnncreens ———e

Examine (ubss for gas - any gas is considered

5, Retumn negativo lubes (no gas) to incubator and

Iincubate an aaditional 24 hr (tolal of 4843 M) .........covveeenrerseennens
8, Re-axamine (ubes for gas praduction atier 48 hours ...................
7. Record presence of absence of gas at each

examination
8. Any gas produced by 24 or 48 hr is considered

posliive for the Contirmed Test

0. No pas after 48 hr is negative for the Test
10. Do not repont gas production after 61 hr of
incubation

23. Reporting
a. Results of farmentation tubes confirm as positive are

reported as MPN/100 mL
b. If one or mora tubes lurbid with no gas production,
Invaiidate the sampie and request a re-sampie from

the sama point source for heterotrophic piate count
. Interprefation: Noegative Is <1.1 and Positive Is 21.1

24,

27,
. Transter colonies to individual LST and then to BGLB

b. Incubate tubes al 35£0.5C for 2412 hr

. M-endo Broth ...........

. M-sngo Ager

. Incubstion

TO 6-207-856-0630 P.@3

TESTS FOR PRESENCE OF MEMBERS OF THE COLIFORM GROUP
BY MEMBRANE FILTRATION TECHNIQUE

FIRTBUION .......ooveniirrirrenrerccntrmeionn i stb e sasene s
Place (wih aicohol tlamed forceps) siertle membrane
fiter (kem 9) on porous plate, Secure fUNNG .............cvevcvviesninnen L.

., Pour 100 mi test sample Mo funnel and apply vacuum .................
. Afier tast volume has been fitlered, rinse funnei

by fitering 3 volumes of 20-30 mL of stertle
butferad water ....

. Tum off vacuum and remove fiter wih steriie

(alcohot flamead) forceps ...

TR T LI YT P P YT P

1. Stertie pad (temn 10) placed in cutture dish ....................
2. Salurate pad with 2.0 mL of M-sndo Brolh,
tem 18
3. Akow (o stand & lew minutes belore pouring ofl
excess
4. Prepared fHer rofied (grid 8ide up) ONtO PG .......cccvieirivinninrens o e

T L T T Y YT T Pr——

1. Use cullure dish praviousty prepared (Kem 20) ..................
2. Prepared filer placad on agar with roling

In saturated humidity, with dish inveried

. AL 3520.5C 10F 2321 I .....uovemnvraceenrmrnnrisnssnsannressssisnsscatommssrnssrasasestons
. COUMUNG ....c.cooverve st ssnssssrossrsssssssssasessssssss rsssessssssassasssssstansnsisios
. Count all dark red cofonles, with (typical coiforms)

or without (stypical collorms )shesn and maimain
separately umtii confirmed

‘b. Contirm 10% up to 10 of colonies, with representative

proportions of typical and atypical colonies .................... rerentetiseseree e
Confirmstion Test raserreretan

tubes using the same iransier neadis ....

¢. Examine tubes for gas - any gas is considersd

. Reporting

. Retum negalive tubss (no gas) to incubator and

Incubate an additienal 24 hr (tofal of 483 hi) ..

. Re-axamine 1bes for gas production aNer 48 hOurs ..............oceevevenss e -
. Record presence or absence of gas &t each

. Any gas produced by 24 or 48 hr is considered

positive for the Contirmed Test ,

. NO gas after 48 hr is negaiive for the Tesl ...........ccmeercerriniininisiosns e -

Do not report gas production after 51 hr of

.........

Report contirmed colony count/100 mL .

. Invalidate all samples with confieent gromth of TNTC,

and raquest a re-sample from the same point source for

heterolrophic PIRIE COUM ...........ccovivicieiininanasronseniesmnirsrrsrensitasssasens
Interpretation: Negative is <1/100 mL and Poslive Iis

—

“otm FDA 2400k (Rov. 2/64)
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TABOHATORY LAB # " Tocaton S DATL.
) J '5
DAIRY WATER (Continued)
HETEROTROPHIC BACTERIA CHROMOGENIC SUBSTRATE (MMO-MUG) MULTIPLE TUBE PROCEDURE
STANDARD PLATE COUNT METHOD FOR THE PRESENCE OF TOTAL COLIFORMS
(SOURCE WATER SUPPLIES ONLY)
20. Heterotrophic Piste Count Method 33, Materials, 800 Hems 30 80 .............cccvmciniinomiciicnnnsivnsens o
a. Plate sampies as In the Standard Plate Count Procedurs, .
HOMS 3-8, 12 AN 13 .....corvrrrirrcerrresnrtesressssscrsaanssssonssecasns a. Before transferring sampis poniom arrangs tubes in
b, Incubale at 3520.5C 107 4843 hOUM ............ccovevvcirererirerrivnrrsconeesensenins —_— order and identity —
¢. Count as in BPC ftem 15 . b. Shake samples vigorously 25 times in & 30 cm arc in
d. Report counts as in SPC Rems 16 and 19 ............ccccoecvevrerrnecrncenrenne. TSRO ....vrererccriirerrecnisrionaes o trEerre st R LSt s L eSO PSS e
. Record as "Heterotrophic Piate Count/mi & 35C" ...........cocceevvennrene c. Asaptically add prs-weighed MMO-MUG subsiraie 10 100 mL
1. Interpretation: Negative is <500 CFU/mL and Positive sample —
1s 2600 CFU/mL. d. Optionally, add 100 mL of sampie to conainer wih
MMO-MUG substrate provided by manuiacturer ...,
CHROMOGENIC SUBSTRATE (MMO-MUQ) e. Aseptically cap and mix thoroughly by invering 25
PRESENCE - ABSENCE SCREENING TEST FOR (mMes 10 KEBOIVE TBRQBNY ..........ccocviverirnreiccsisnisrssinnorsrssnsssesssreresesaaias
DAIRY WATERS (SOURCE WATER SUPPLIES ONLY) . Remove test portions (100 mi. total) within 3 minutes
@. Transter the sample/reagent mixture 1o five 20 mi., or
30, Msterials 10N 10 ML IUDBS ..........oocrsirirearasireressisisassserosssset wssensorsasss srerissnesirsens o —
a. Calor companor h. Optionally, transfer 100 mL of mixad (see Hem 34b)

b. Sterfie borosiicate ginss or clear plastic bottles to

., Examine containers for the production of y

. If no yeliow color is observed

. i yellow color present .,

cortain 100 mL sampie with sufficient air apace for

mixing (about % full)

. Commercially prepazed formuiation of MMO-MUG substrais .......
, Qualty control procedures conducied on each lot of

substrate received, as recommendsd by manulacturer,

tecords maintained ........

Screening Procedurs ......................

. Asepiically add pre-weighed MMO-MUG substrate to 100 mL

of WIS BRIMPIB .......coc.cvmnviecnrncrcninieernrenmsanionres

. Optionally, add 100 mi. sample to the MMO-MUG subsirate

in a steriie container provided by |he manulacturer

. Aseptically cap and mix thoroughly by inverting 25 limes

1o dissoive reagent ...

, Incubate a1 35+0.5C for a minirnum of 24 hours, not 1o

oxcesd 28 hours

color

Interpratation

1. The sample may be recorded as negative for lotal

2. Report as total colorm absent in 100 mi sample:
<1/100 mL

1. Gently went eomhor uvcnl ﬂmu unté color

is unformiy dispersed through the sampile
2. Compare yelow color 1o colof comparttor dispersed

into \he SAME type of sample containar
3, i color is squal to or greater than that of the

cofor compariior, sampis reported as presumptively

positive for lolal collorms (new sample required

for MPN or MF 10tal colorm OstermINALION ............cc.eceermricrrmurenee

sample to MPN tubes containing pre-dispensed MMO-MUG
reagent provided by manufacturer

. incubate tubes al 3540.5C for a minimum o 24 hours,

not to exceed 28 hours

Examine tubes for ihe development of yellow color ...........c.cueunrreenns ——

1. Mix tubes to unifomnly disiribute yetow colof .

2. Compare tubes 10 color comparttor tube (SAME
size and type as MPN tubes) .....

3. Tubes with color equal to or greater than color
compaviior tube recorded as Poslive

Reporting

. ff all tubes show no color, report as negative:

€1 I/100 MIL ... srasenssesrsaseretae it srsrstntaesot e e e ira b s e e be 100081080 e

. if ons or more tubes show yeliow color (sse 34{)

report as poshive: MPN/100 mL

MISCELLANEOUS

. Copy of current edition of Standard Methods for the

Examination of Water and Wastewster in labormiofy ...........eecre — _

Form FDA 2400k (Rev. 2/84)



