Inoculating a culture

The term for 'beginning' a liquid culture is inoculating. 

In liquid culture yeast grow best at 30°C with constant shaking. The floor shaker in the back of the genetics/biochem lab is set up for this purpose. If it happens to be off when you need to start a culture--the power button is front right. Make sure that the ‘shaker’ button is also on. Yeast liquid cultures must shake to grow correctly. (The platform will only shake when the door is closed.)

You may choose to use 2 different types of cultures; a saturated culture or a log phase culture. We have discussed the advantages and disadvantages of each in lab, the choice is yours.

Sterile technique:

Sterile technique is very important. Without it you are likely to contaminate stock media cultures or inoculate your growth culture with 'unwanted' microorganisms.

1) Never use a pipet tip more than once

2) When removing liquid media from a stock bottle

1st Swirl and examine the stock media bottle. If it is cloudy or has white clumps floating in it do not use it, it is contaminated. Get another stock bottle.

2nd   'flame' the lip of the bottle (pass it carefully over the alcohol burner) 

3rd   remove media using pipetman, 5ml or 10ml pipet (being careful to avoid touching sides)

4th  flame the lip of the bottle again and replace the lid

ALWAYS REMEMBER --ANYTHING YOU TOUCH OR LAY DOWN IS NO LONGER STERILE. Watch out for accidental contact between tips and countertops or sleeves. Any contact causes contamination.

To start a saturated yeast culture

1) Using sterile technique transfer 3ml of the appropriate growth media into a sterile testtube. 

2) Remove the lid from the small beaker of sterile toothpicks or the longer ‘lollipop’ sticks. Remove one--ONLY touching the top end. (So the other end stays sterile)

3) Lightly touch the sterile end of the toothpick to the yeast culture. Your aim is to pick up a small amount --not to gouge the plate or pick up the entire stock yeast culture. Be careful with your stock plate and its lid—contamination there would be a true problem.

4) Tilt the testtube so that you can 'swish' the yeast off of the toothpick

5) Put the lid back on the testtube and place it at 30°C with shaking.

6) Incubate the culture a MINIMUM of 17hours (for example--overnight from 5pm to10am) 

7) Make sure you return all unused media (and your stock plates) to the refrigerator 

8) You can prepare a saturated culture and store it in the refrigerator for future use.

To start a log phase yeast culture

1) Prepare a saturated yeast culture (see above)

2) Place 2ml of sterile media in a new sterile tube (using sterile technique)

3) Transfer 1ml of the saturated culture to the tube you just prepared

4) Replace the lid incubate the culture in the 30°C shaking incubator for at least 2 1/2 hours but no more than 5hours. (If starting from a refrigerated saturated culture be sure to vortex the sat. culture before aliquotting and allow the culture to grow for 5 to 6 hours)

Notes to remember

1) When testing for complementation, more than one 'spot' of cells can be placed on each plate. (A spot is only 10ul) 

2) This is not a speed test. It is better to plan ahead, hypothesize what your results will be and what it will mean if the data do not fulfill your expectations. Gather and analyze data and THEN determine the next steps you will take.

3) To do a good job you will not just repeat everything we have done to this point in the semester. Some of the previous experiments are not necessary in this situation. Some need to be greatly modified in order to obtain interpretable results. Some results may lead you to questions that can be better addressed by new (gasp) experiments.

4) Planning is the key! 

