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For membrane filtration, QC procedures are followed when a new batch of media or buffer is made.  For Colilert and Enterolert, QC procedures are followed with every 20th sample.  Some QC procedures are also performed by field personnel (as specified by project work plans) to ensure the integrity of the agar and (or) the procedure is correctly performed.  

Solid-media quality control
Supplies required
· Sterile loops (1 L)
· Sterile test tubes
· Sterile buffered water

· Sterile deionized water

· Sterile dilution bottles of buffered water (99 mL)

· Sterile 1-mL pipets or micropipetter and tips

Preparation of positive and negative control cultures
· Refer to Table 1 to determine appropriate control cultures for the media used
· Prepare a sterile test tube with 10 mL of buffered water (use a pipet to measure this amount accurately). Label with appropriate control culture.

· Using a sterile 1 L loop, collect a loop of culture from TSA slant and place in the tube.  Be sure to twirl the loop in the buffer. Vortex tube for at least 10 seconds immediately. This is considered the undiluted (UD) culture.
· Prepare appropriate dilution for media (Table 2). 

· 1 mL of UD into 99 mL of buffered water = 10-2 dilution

· 1 mL of 10-2  into 99 mL of buffered water = 10-4 dilution

· 1 mL of 10-4  into 99 mL of buffered water = 10-6 dilution

· 1 mL of 10-6  into 99 mL of buffered water = 10-8 dilution

Process control cultures

· Process control cultures as a sample according to the appropriate method.

· Process control cultures on TSA plates also, to ensure similar recovery between media.

· Refer to Table 2 for approximate volumes of dilutions to process.

Liquid-media quality control
Supplies required

· IDEXX controls:

· UN3373-WQC Enterococci  for Enterolert (IDEXX cat. #: 98-29002-00)

· UN3373-WQC Coliform/E. coli for Colilert (IDEXX cat #: 98-29000-00)

· Colilert and/or Enterolert packets (3 each)

· Quanti-Tray/2000 

· Three sterile bottles or vessels for each media type (Colilert and/or Enterolert)

· 300 mL of sterile deionized water for each media type

Preparation and processing of positive and negative control cultures
· Prepare controls as described in the instructions included with the control set purchased.

Clean up

· All used dilution bottles and the test tubes need to be autoclaved to kill bacteria.
· Place pipets, pipet tips, and loops in biohazard bags to be autoclaved before disposal.
Table 1. Media and appropriate control cultures
	Media
	Organism 

(ATCC#)
	Positive/

Negative
	Appearance

	mCP
	raw sewage
	+
	pink colonies after exposure to ammonium hydroxide

	mEI
	Enterococci faecalis (19433)
	+
	blue halo surrounding colonies

	mEI
	Escherichia coli 

(25922)
	-
	no growth

	mFC
	Escherichia coli 

(10798)
	+
	blue-gray colonies

	mFC
	Enterobacter cloacae (35030)
	-
	no growth

	MI
	Escherichia coli 

(10798)
	+
	blue colonies under ambient light; fluoresce blue or blue-white under UV light 

	MI

(optional)
	Serratia marscens (13880)
	+


	fluoresce blue or blue-white under UV light

	MI
	Pseudomonas aeruginosa (10145)
	-
	should be inhibited by the MI, but may show some greenish fluorescence under UV light, indicating breakdown of antibiotic in the media – discard this lot

	MI

(optional)
	Providentia alcalifaciens (51902)
	-
	clear or cream-colored colonies, no fluorescence

	Mod. mTEC
	Escherichia coli 

(10798)
	+
	magenta-colored colonies

	Mod. mTEC
	Enterococci faecalis (19433)
	-
	no growth


Table 2. Approximate dilutions to prepare and analyze of control cultures by media
	Media
	Approximate final dilution
	What to analyze

	mCP
	10-2 dilution of raw sewage
	EB, 1, 3, 10, 30 mL

	mEI, mFC, or mod. mTEC
	10-6 dilution of culture 
	EB, 1, 3, 10, 30 mL

	MI
	10-8 dilution of culture
	EB, Entire contents of bottle (100 mL)


[EB, equipment blank – approximately 50 mL of buffered water]
