Laboratory 5A Flowchart
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Suspend cells in CC tube l Pipette 50 pL CC into P- and P+ tubes; ! Set P-20 l Pipette 10.0 pyL RP ,
by gently pumping hold tubes at the rim to keep cold micropipette into P+ tube, holding P+
cellsin and out and return quickly to ice to 10.0 pL tube at the rim to keep cold
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Keep P- and P+
tubes on ice
for 15 min.
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Mix reagents in P+ tube
by gently pumping cells in
and out; return tube quickly to ice
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LB/amp/ara plate

LB plate LB/amp plate
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Label LB/amp/ara

Draw a line on LB plate and LB/amp
plate “P+”

plates dividing them in middle;
label one half “P-” and the other “P+”
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Get the three agar Petri plates (LB, LB/amp,
and LB/amp/ara), and label bottom of each
with group number and class period
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Carry cup with P- and P+ tubes on
ice to the 42°C water bath, and place
tubes in bath for exactly 45 sec.
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Immediately place tubes Set P-200 Pipette 150 pL of LB into P- Incubate P- and P+
back on ice, and keep g micropipette * and P+ tubes, cap tubes, * tubes at room temperature *
to 150 pL and gently flick to mix or at 37°C for 15 min.

there for a minute



Laboratory 5 Flowchart (Continued)
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LB plate LB/amp plate
Set P-200 ) Gently pump pipette Pipette 50 pL of P- onto P- halves of LB and LB/amp plates,
micropipette a couple of times and close lids immediately after dispensing P-
to 50 pL in P- tube
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With new pipette tip,
gently pump pipette a
couple of times in P+ tube

-

Use 1 cell spreader to spread
P- cells on P- halves of LB (1st)
and LB/amp (2nd) plates, and close lids
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LB plate LB/amp plate
Set P-200 micropipette
to 100 pL
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Pipette 50 pL of P+ onto P+ halves of LB and LB/amp
plates, and close lid after dispensing P+

100 pL P+

LB/amp/ara plate

Spreading
surface

Use 1 cell spreader to spread P+ cells on P+
halves of LB (1st) and LB/amp (2nd) plates

Pipette 100 pL of P+
and then on LB/amp/ara plate, and close lids

onto various sections of
LB/amp/ara plate, and close lid
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Gently pump
pipette a couple of
times in P+ tube
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Let plates sit
right side up
for 5 min.
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Incubate plates
for 24-36 hours
at 37°C
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Place plates in the
37°Cincubator
upside down

-

Tape all three plates together,
and label tape with group
number and class period

Examine plates and
record the amount
of growth on each



