Laboratory 6, Part A Flowchart

Record color
of EC tube

Check reagents
(EC, EB, LyB)

tasks » »

EC

Use P-200 micropipette set
to 200 pL to remove
supernatant from EC tube

Get 1,000 pL (1 mL) of i
additional EC solution from
teacher; add to EC tube

—)

EC
Use P-200 micropipette ’ Invert EC tube and use P-200
set to 200 pL to remove micropipette to remove as much liquid

supernatant from EC tube as possible without disturbing cell pellet

150" pL LyB
EC 1 EC
S N RS

EC

Cap EC tube and drag
vigorously across microfuge
tube rack until cells are
resuspended and not clumped

Pipette 150 pL
LyB into EC tube
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Centrifuge EC
tube for 5 minutes

Cap EC tube and drag
vigorously across microfuge
tube rack to mix
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Centrifuge EC
tube for 5 minutes

-

",
S

27 At

z
ey, |V

()

EC

’ Pipette 150 pL ’
EB into EC tube
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Label EC tube with
group number
and class period, and
give to teacher
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Laboratory 6, Part B Flowchart

One group member:

* SUPER  RFP

Check reagents ) Label microfuge tubes
(EC, BB, WB, EB, CEB) (SUPER, RFP)

One group member:

Set up ’ Set waste collection container under column stopcock,
chromatography open column by turning stopcock valve,
column allow buffer to drain from column, and close valve
when 1-2 mm of liquid is left above resin
One group member:
5 min. 200 pL EC supernatant 200 pL BB
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Centrifuge EC tube ’ Examine tube ) Pipette 200 pL EC ’ Pipette 200 pL )
for 5 minutes supernatant into BB into SUPER tube
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SUPER SUPER

SUPER tube
Whole group:
400 pL SUPER
SUPER
Mix reagents in SUPER ) Pipette 400 pL ’ Set waste collection container under stopcock, l
tube by gently pumping SUPER down side of open valve, allow buffer to drain, and close valve
solution in and out chromatography column when 1-2 mm of liquid is left above resin
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Laboratory 6, Part B Flowchart (Continued)

1000 pL WB

Locate RFP and record ’ Pipette 1,000 uL WB ’ Set waste collection container under stopcock, ’
observations in notebook down side of open valve, allow buffer to drain, and close valve
chromatography column when 1-2 mm of liquid is left above resin

=
RFP RFP
Twice more, pipette ) Set RFP tube under stopcock, ’ Set waste collection container under l
1,000 pL EB down side of open valve, allow only red part stopcock, open valve, allow buffer to drain,
chromatography column of eluate to drain, close and close valve when 1-2 mm of
valve, and cap tube tightly liquid is left above resin

RFP
e
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Two times, pipette 1,000 uL of CEB ’ Pour contents of waste ’ Compare color intensity of
down side of chromatography column, collection container RFP tube with other groups’ tubes,
and cap column tightly for next class down sink drain and record observations in notebook
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