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Transformation Kit—Quick Guide

. 1. Label one closed micro test tube
5,\53 A e +pGLO and another -pGLO.
» _‘_t‘ p #_* Label both tubes with your
group’s name. Place them in the
5 +h foam tube rack,
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2. Open the tubes and using a sterile
transfer pipet, transfer 250 pl of

transformation solution (CaCl,). Transformation
- solution

3. Place the tubes on ice.
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4. Use a sterile loop to pick up a single
colony of bacteria from your starter
plate. Pick up the +pGLO tube and <>
immerse the loop into the
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-sbesack-n the ice.
Using a new sterile loop, repeat for |
the -pGLO tube, (,75\) areg O uih
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: QLD‘SC't' ?) your observations. Immerse a new

l/ sterile loop into the plasmid DNA
stock tube. Withdrav-ateopfit: -
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\b) . Mix the i Binto the cel =
51'-0 suspension of the +pGLO tube. plasmid DNA

Close the tube and return it to the
ekt ice, Also close the -pGLO
tabe. Do not add plasmid DNA to
the -pGLO tube. Why not?

6. Incubate the tubes on ice for

10 minutes, Make sure to push the ﬁl
tubes all the way down in the rack

so the bottom of the tubes stick out Rack
and make contact with the ice.
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7. While the tubes are sitting on ice,
label your four agar plates on the
bottom {not the lid) as follows:
Label one LB/amp plate: +pGLO;
Label the LB/amp/ara plate:

+pGLO; Label the other LB/amp U\)Fl""ﬁ' n ‘i‘ht’- DD'H'Dm pU.JUz. m —{4‘1"/ ~

plate: -pGLO; Label the LB plate: bo 'H'b M ( 51)'&’5?&52,> @_‘ —U\ - netthe S'r’llb e
8. Heat shock. Using the foam rack as - e o e ; \
a holder, transfer both the (+) ﬁ

pGLO and (-) pGLO tubes into the
water bath, set at 42 °C, for exactly

50 seconds. Make sure to push the Zin Water bath é
tubes all the way down in the rack

so the bottom of the tubes stick out lce 42°C for 50 seconds Ice
and make contact with the warm
water. When the 50 seconds are \ ! W.\.m h b\O\S ’Hu.. ‘l"-dbeﬁ

done, place both tubes back on ice. bne £00 o5
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42°C and then back to the ice must
be ragid. Incubate tubes on ice for

2 minutes. (f- :
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9. Remove the rack containing the .
tubes from the ice and place on \)[06 Q\
the bench top. Open a tube and,
using a new sterile pipet, add 250 QN
ul 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 minutes
at room temperature.  { prE
récovery h
10. Tap the closed tubes with your
. finger to mix. Using a new sterile
MK-X.&(P((;Q;\( -H P pipetfor each tube, pipet 100 pl of
the transformation and control
suspensions onto the appropriate
plates.

We are uél:ﬂ barbnﬁ blocks s0 & may
make pere  sense to talwe the

oz voee nr)d

. sample
GO “PGLO pGlO &~
{Bfampfa‘a LBIE)(‘H? - LB é—.{a \Cl:\-'e‘

11. Use a new sterile loop for each
we [‘f\dﬂ plate, Spread the suspensions evenly

M’}Muﬂ ULl around the surface of the agar by

quickly skating the flat surface of

O\ ﬁmm a new sterile loop back and forth

across the plate surface.
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12. Stack up your plates and tape
them together, Put your group
name and class period on the bottom
of the stack and place the stack
upside down in the 37°C incubator
until the next day.
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