Transformation Kit—Quick Guide

. Label one closed micro test tube
+pGLO and another -pGLO.
Label both tubes with your
group’s name. Place them in the
foam tube rack.

. Open the tubes and using a
sterile transfer pipet, transfer :
250 IJI of transformation solution Transformation
(CaC1,) inio each tube. solution

. Place the tubes on crushed ige.
Do not use cubed ice. ‘

. Use a sterile loop to pickup a
single colony of bacteria from your
starter plate. Pick up the +pGLO
tube and immerse the [cop into the < | 5
transformation solution at the’ ‘
bottom of the tube. Spin the loop
between your index finger and
thumb until the entire colony is
dispersed in the transformation
solution (with no floating chunks).
Place the tube back in the tube
rack in the ice. Using a new sterile

eress-a-tingloLblovirg-seap
brbbles-MMbctheoopfuHnterthe-cel
suspensiorroHie+pE&kO-iube.
Opticnally, pipet 10 pl of pGLO
plasmid into the +pGLO tube and
mix. Close the -pGLO tube and retum
it to the rack on ice. Do not add
plasmid DNA fo the -pGLO fube.
Why not? Close the -pGLGO tube .
and return it to the rack on ice.

. Incubate the tubes on ice for
10 min. Make sure to push the
tubes all the way down in the
rack so the botiom of the tubes
stick out and make contact with 18
the ice.
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While the tubes are sitting on
ice, label your four agar plates
on the bottormn {not the lid) as
shown on the diagram.

. Heat shock. Using the foam rack

as a holder, transfer both the (+)
pGLO and (-) pGLO tubes into
the water bath, setat42°C, for
exactly 50 seconds. Make sure to
push the tubes all the way down
in the rack so the bottom of the
tubes stick otit and make contact
with the warm water. When the
50 seconds have passed, place
both tubes back on ice. For the
best transformation resulis, the
change from the ice (0°C) to
42°C and then back to the ice
must be rapid. incubate tubes
on ice for 2 min.

. Remova the rack containing the

tubes from the ice and place on
the bench top. Open a tube and,
using a new sterile pipet, add
250 yl of LB nutrient broth to the
tube and reclose it. Repeat with
a new sterile pipet for the other
tube. Incubate the tubes for

10 min at room temperature.

Gently flick the closed tubes with
your finger to mix. Using a new
sterile pipet for each tube,
pipet 100 ! from each of the
fubes to the corresponding
plates, as shown on the diagram
onto the appropriate plates.

Use a new sterlle loop for each
plate. Spread the suspensions
evenly around the surface of the
agar by quickly skating the fiat
surface of a new sterile loop
back and forth across the plate
surface.

Stack up your plates and tape
them together. Put your group
name and class petiod onthe
bottor of the stack and place the
stack upside down in the 37°C
incubator until the next day.
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Lesson 3 Data Collection and Analysis
A. Data Collection

Observe the results you obtained from the transformation lab under normal room lighting.
Then tum out the lights and hold the ultraviolet light over the plates. Alternatively the protocol .
can incorporate digital documentation of the plates with Vernier's Blue Digital Biolmaging
System (Appendix E).

1. Carefully observe and draw what you see on each of the four plates. Put your drawings
in the data table below. Record your data to allow you to compare observations of the
“+ pGLO” cells with your observations for the non-transformed E. coli. Write down the
following observations for each plate.

2. How much bacterial growth do you see on each plate, relatively speaking?
3. What color are the bacteria?

4. How many bacterial colonies are on each plate (count the spots you see).

Observations

+pGLO
LB/amp

+pGLO
LB/amp/ara

Observations

-pELO
LB/amp

pGLO
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