Solutions students can make

Info for all groups:

Each group has a partner group.  If the partnering was done correctly, then each large group should have no more than 5 people in it.  The reason you are in larger groups is so that EACH person can experience pouring plates. It may seem insane, but each person should try to pour at least 2 plates when the pouring happens.  

It is ok for the large group to split up into smaller groups for making each of the two solutions I and II, but when it comes to pouring plates, everyone should try it. It is hoped that all members of the group will be aware of how both solutions are made for the huge group. Share ideas and make sure EVERYBODY is doing something.  Nobody should just be sitting around. If they are, then they will not earn full credit for making the solutions. 

Solutions students can make

Info for all groups:

Each group has a partner group.  If the partnering was done correctly, then each large group should have no more than 5 people in it.  The reason you are in larger groups is so that EACH person can experience pouring plates. It may seem insane, but each person should try to pour at least 2 plates when the pouring happens.  

It is ok for the large group to split up into smaller groups for making each of the two solutions I and II, but when it comes to pouring plates, everyone should try it. It is hoped that all members of the group will be aware of how both solutions are made for the huge group. Share ideas and make sure EVERYBODY is doing something.  Nobody should just be sitting around. If they are, then they will not earn full credit for making the solutions. 

Solutions students can make

Info for all groups:

Each group has a partner group.  If the partnering was done correctly, then each large group should have no more than 5 people in it.  The reason you are in larger groups is so that EACH person can experience pouring plates. It may seem insane, but each person should try to pour at least 2 plates when the pouring happens.  

It is ok for the large group to split up into smaller groups for making each of the two solutions I and II, but when it comes to pouring plates, everyone should try it. It is hoped that all members of the group will be aware of how both solutions are made for the huge group. Share ideas and make sure EVERYBODY is doing something.  Nobody should just be sitting around. If they are, then they will not earn full credit for making the solutions. 

Groups 1and 3:

I.  Tris pH 8.0
1.0 M Tris pH 8.0  

100 mL
Weigh out correct amount of Tris.  Use molecular weight listed on the bottle for calculation. Add to about 80 mL of distilled water in a beaker.  Allow to mix on a stir plate. If Ms. Getz forgets to show you how to use it, ask her. 
Adjust to pH 8.0 with 6 M HCl or 3 M NaOH.  Use a hand-held pH meter or pH paper to determine the pH. 
Bring final volume to 100 mL

Make sure the lid is loose, put on a piece of autoclave tape and place in the autoclave when it is available for 25 min.  Media makers get first priority with the autoclave.

Store at room temperature.
II.   
LB-agar and pour plates  (media making)
Solution:

Mix 1 tablet for every 50 mL of distilled water.

Put tablets and water into 500 mL bottle 

Place the cap on the bottle LOOSELY. 

Put on a small piece of autoclave tape.

Place in autoclave.  You may have to take out the tray to get the bottles to fit.

You should make one bottle with 200 mL of LB-agar in it.  
Wait for other groups before starting the autoclave. 
Make sure temp for autoclave is at 121 deg C (the middle temp)

The bottom knob should be straight up and down.

There should be distilled water in the bottom of the autoclave.

Close the door and turn the knob until it stops--- make sure the door is tightly shut.

Turn the timer to 25 minutes. 

When the timer goes off, let the pressure drop on its own.

The bottles will be REALLY hot so use hot mitts when you take them out. 

Let the bottles cool until you can hold them (with the hot mitt) without hurting yourself. Pour enough into 20 Petri plates to fill them about half-way. If you have extra agar, then go ahead and pour more plates.
When they are solid enough to handle, put plates into your bucket to continue to solidify.  Place bucket on cart. 

While the agar is heating, label plates:

Label plates along the edges, NOT through the middle.

Label the plates: LB  date

Things to know:
When opening Petri plate sleeves, just cut off the top at the top.  We’ll use the sleeve to restack the poured plates.  

When you pour plates, just slightly tip off the top of the plate and immediately recover after pouring.  You are pouring plates of bacteria nutrition.  The bacteria in the air would love to make your plates their home. 

Write on the bottom of the plates with Sharpie BEFORE pouring.  Don’t label the tops.  Tops can get switched from one plate to another, so we label the bottom of Petri plates. Write as small as possible, while still making your handwriting able to be read. 

Groups 2 and 4:

I.     2.0% agarose in 0.5 X TBE

200 mL in a 500 mL bottle

200 mL in a 500 mL bottle

(2 bottles total)

Get the 0.5X TBE from groups 1 and 3.

Calculate and weigh out the agarose while you wait. 

Like before, just put the agarose in the bottle and add 200 mL of 0.5X TBE. Make sure you use a bottle that has a large amount of empty space so that the solution does not boil over into the autoclave.  (Hopefully there will be two orange capped 500 mL sized bottles for you to use.)
Put the cap LOOSELY on the bottle.  Put a small piece of autoclave tape on the bottle. Place the bottles in the autoclave when it is available.  The folks making agar get priority over the autoclave.  It is ok to take the tray out of the autoclave so that the bottles will fit. 

II.  LB amp and pour plates (media making)
Mix 1 tablet for every 50 mL of distilled water.

Put tablets and water into 500 mL bottle. 

Place the cap LOOSELY on the bottle. 

Put on a small piece of autoclave tape.

Place in autoclave.  You may have to take out the tray to get the bottles to fit.

You should make one bottle of 200 mL and one bottle of 100 mL.
Wait for other media making groups before starting the autoclave.

Make sure temp for autoclave is at 121 deg C (the middle temp)

The bottom knob should be straight up and down.

There should be distilled water in the bottom of the autoclave.

Close the door and turn the knob until it stops--- make sure the door is tightly shut.

Turn the timer to 25 minutes. 

When the timer goes off, let the pressure drop on its own.

The bottles will be REALLY hot so use hot mitts when you take them out. 

Let the bottles cool until they can be placed on the inside of your arm without hurting. Pour in 1 vial of amp when the liquid has cooled.  If you pour it in when the liquid is too hot, the amp will become deactivated. 
Fill 30 Petri plates about half-way.  If you end out pouring fewer than 30, don’t worry.  We need at least 20 plates filled. If you have extra agar, then pour more plates. 
When they are solid enough to handle, put plates into your bucket to continue to solidify.  Place bucket on cart. 

While the agar is heating, label plates:

Label plates along the edges, NOT through the middle.

Label the plates: LB /amp date

Things to know:

When opening Petri plate sleeves, just cut off the top at the top.  We’ll use the sleeve to restack the poured plates.  

When you pour plates, just slightly tip off the top of the plate and immediately recover after pouring.  You are pouring plates of bacteria nutrition.  The bacteria in the air would love to make your plates their home. 

Write on the bottom of the plates with Sharpie BEFORE pouring.  Don’t label the tops.  Tops can get switched from one plate to another, so we label the bottom of Petri plates. Write as small as possible, while still making your handwriting able to be read. 

Groups 5 and 6:  
I.    0.5X and 1.0 X TBE from 10X

3 liters in large plastic bottles (they can’t go in the autoclave) of 0.5X TBE.

2 liters in large glass bottles that don’t fit well in the autoclave of 1.0 X TBE

We’ll be storing the TBE for a long time. You’ll have to make up each liter individually because we don’t have a 5 liter beaker or flask. 

TBE does not get autoclaved.
II. LB amp ara and pour plates  (media making)
Mix 4 grams of LB agar for every 100 mL of distilled water.

Put powder and water into 500 mL bottle. 

Place the cap LOOSELY on the bottle. 

Put on a small piece of autoclave tape.

Place in autoclave.  You may have to take out the tray to get the bottles to fit.

You should make one bottle of 200 mL.

Wait for other groups before starting the autoclave.

Make sure temp for autoclave is at 121 deg C (the middle temp)

The bottom knob should be straight up and down.

There should be distilled water in the bottom of the autoclave.

Close the door and turn the knob until it stops--- make sure the door is tightly shut.

Turn the timer to 25 minutes. 

When the timer goes off, let the pressure drop on its own.

The bottles will be REALLY hot so use hot mitts when you take them out. 

Let the bottle cool until it can be placed on the inside of your arm without hurting.

Follow the directions for ara (I think you add 3 mL of distilled water to it) to dissolve the ara. You can add the water to the ara any time after you put the bottles in the autoclave. 

Pour into the bottle 1 vial of amp and the ara when the liquid has cooled.  If you pour it in when the liquid is too hot, the amp will become deactivated. 

Fill 20 Petri plates about half-way.  If you don’t have enough for 20 plates, that is ok.  We only need about 10 plates for the lab we’re going to do.  The others are extras in case we want to do follow-up labs or make mistakes.  If you have extra agar, then pour more plates. 
When they are solid enough to handle, put plates into your bucket to continue to solidify.  Place bucket on cart. 

While the agar is heating, label plates:

Label plates along the edges, NOT through the middle.

Label the plates: LB /amp /ara date

Things to know:

When opening Petri plate sleeves, just cut off the top at the top.  We’ll use the sleeve to restack the poured plates.  

When you pour plates, just slightly tip off the top of the plate and immediately recover after pouring.  You are pouring plates of bacteria nutrition.  The bacteria in the air would love to make your plates their home. 

Write on the bottom of the plates with Sharpie BEFORE pouring.  Don’t label the tops.  Tops can get switched from one plate to another, so we label the bottom of Petri plates. Write as small as possible, while still making your handwriting able to be read. 

Groups 7 and 8

I. TE 

200 mL

10 mM Tris which is also 0.01 M Tris
1 mM EDTA which is also 0.001 M EDTA

pH 8.0

Calculate how much Tris and how much EDTA you need.  Use the molecular weights on each bottle to assist your calculations.  Put both powders in a beaker.  Add about 150 mL of water.  Allow to mix using a magnetic stirring bar.  If Ms. Getz forgets to show you what to do, remind her to show you.  When the powders dissolve, check the pH.  If the solution is too acidic, the EDTA may not go into solution.  If it appears that the EDTA is not going into solution, check the pH.  If the pH is less than 8.0, then add NaOH until the pH is 8.0.  As it becomes more basic, the EDTA should go into solution. 

Use the hand held pH meter to determine the pH.  If it is too acidic, add NaOH drop by drop.  If it is too basic, add HCl drop by drop.

Use a graduated cylinder to make sure the final volume is 200 mL. 
Put in a glass bottle that can hold 500 mL.  LOOSELY put on the cap and put a small amount of autoclave tape on the lid.  Place in the autoclave. Heat in the autoclave for 25 min.  Allow the media makers to use the autoclave first. 
II. LB-agar and pour plates  (media making)
Solution:

Mix 4 grams of LB agar for every 100 mL of distilled water.

Put powder and water into 500 mL bottle. 

Place the cap LOOSELY on the bottle. 

Put on a small piece of autoclave tape.

Place in autoclave.  You may have to take out the tray to get the bottles to fit.

You should make one bottle with 200 mL of LB-agar in it.  

Wait for other groups  before starting the autoclave. 

Make sure temp for autoclave is at 121 deg C (the middle temp)

The bottom knob should be straight up and down.

There should be distilled water in the bottom of the autoclave.

Close the door and turn the knob until it stops--- make sure the door is tightly shut.

Turn the timer to 25 minutes. 

When the timer goes off, let the pressure drop on its own.

The bottles will be REALLY hot so use hot mitts when you take them out. 

Let the bottles cool until you can hold them (with the hot mitt) without hurting yourself. Pour enough into 20 Petri plates to fill them about half-way.  If you have extra agar, then pour more plates.  

When they are solid enough to handle, put plates into your bucket to continue to solidify.  Place bucket on cart. 

While the agar is heating, label plates:

Label plates along the edges, NOT through the middle.

Label the plates: LB  date

Things to know:

When opening Petri plate sleeves, just cut off the top at the top.  We’ll use the sleeve to restack the poured plates.  

When you pour plates, just slightly tip off the top of the plate and immediately recover after pouring.  You are pouring plates of bacteria nutrition.  The bacteria in the air would love to make your plates their home. 

Write on the bottom of the plates with Sharpie BEFORE pouring.  Don’t label the tops.  Tops can get switched from one plate to another, so we label the bottom of Petri plates. Write as small as possible, while still making your handwriting able to be read. 

Materials I need to get:

5 500 mL bottles

1 bottle for CaCl2

Sleeves of Petri plates

5 1 L bottles
Bottles for 200 mL of autoclaved agarose--- 500 mL bottles?

50 mM CaCl2, pH 6.1

100 mL

1 or 2 more sleeves of small Petri plates

One or 2 more hand-held pH meters

6 M HCl

5 M NaOH

CaCl2
Difco LB from storage

