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1. Soil sample collection
- A team of 4 collects 1 soil sample.
2. Serial dilutions
	- For each soil sample, make one serial dilution.
	- Label 5 tubes: 1/10, 1/102,1/103,1/104,1/105
-Fill each tube with exactly 9 ml of water. 
- Measure 1 gram of soil and add it to the 1/101 tube. Vortex for 1 minute to mix. 
- Immediately use a pipette to transfer exactly 1ml of soil solution from the 1/101 tube to the 1/102 tube. Mix thoroughly by vortexting or shaking. Repeat process for each subsequent tube.
3. Plating
	-Split team into pairs. Each pair will make one Plate Set from the soil dilution series. 
-Each Plate Set contains: 5 no-antibiotic (“NA”) plates, 3 plates with 3 μg/ml tetracycline (“Tet3”), 3 plates with 30 μg/ml tetracycline (“Tet30”)
	- Label each plate with team name, the media type, Plate Set 1 (PS1) or PS2 and the dilution. 
		- Dilution labels for the 5 NA plates: 1/101  through 1/105
		- Dilution labels for the 3 Tet3 plates and 3 Tet30 plates: 1/101 through 1/103
	- Pipette exactly 200µl (0.2 ml) diluted soil from the dilution tube to the corresponding plate.
- e.g. Pipette 0.2ml from the tube to each of the  plates (NA, Tet3, and Tet30). 
	- Spread diluted soil sample on plates evenly using sterile glass beads or sterile spreader. 
	-Wrap all plates in parafilm and incubate at 28oC for 72 hours. Incubate plates lid side down. 

4. Counting colonies and performing calculations
Logistics:
- Students who plated PS1 will count colonies on their own set of plates, independently then they will confer. Likewise for PS2. Counts are recorded in the Calculations Worksheet. 
Each set of plates will therefore be counted twice, by 2 different students. This should reduce potential counting errors. 
	 
Counting (for each student)—Calculations Worksheet:
- Organize the No Antibiotic plates in a row from most concentrated to most dilute (1/101 dilution then 1/102 and so on). Do the same for the Tet3 and Tet30 plates. Scan the plates in each row to assess whether there are any obvious errors in the dilution or plating technique. 
- Identify the “most countable” plate from each row/media type (NA, Tet3, Tet30). 
-Counting and calculations are most accurate when counted from a plate containing between 30 and 300 total colonies. 
- Count and record the total number of colonies on each “most countable” plate. Use an ethanol-soluble marker to place a dot on the plate above each colony to mark when it’s been counted. Carefully wash off dots with ethanol before handing off to partner.
- Reach consensus with your partner about colony counts for your Plate Set and record in Table 1 of the Calculations Worksheet. 
-Calculate total colony forming units (CFUs) and percent antibiotic resistance for your Plate Set. Reach consensus with your partner about calculations and record in Tables 2 and 3. 
- Ask other team pair to count your Plate Set while you count theirs. Reach consensus as a team for PS1 and PS2 colony counts and calculations. 

Compare counts and calculations with classmates—Error-Checking Spreadsheet:
-Once team members are in agreement about the correct/acceptable values, enter data for PS1 and PS2 into the web-based Error-Checking Spreadsheet. 
Identify potential errors and correct. 

[bookmark: _GoBack]You are now ready to enter your team data into the Colony Count and Percent Resistance form of the PARE Global Database!
