
W
HI5

-TA
P

w
hi

5Δ
CL

N3-
13

M
YC

cln
3Δ

BY
47

42
w

30
3α

HB1
01

 W
HI5

-TA
P, 

A-
31

5T
-C

LN
3-

13
M

YC

W
HI5

-TA
P

w
hi

5Δ
CL

N3-
13

M
YC

cln
3Δ

BY
47

42
w

30
3α

HB1
01

 W
HI5

-TA
P, 

A-
31

5T
-C

LN
3-

13
M

YC

Whi5p-TAP detected with PAP reagent

Cln3p

Whi5p-TAP detected with anti-Myc antibody 
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Non-specific bands detected 

with this lot of the anti-Myc Ab. 
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Immunoblot controls for detection of Cln3p-13Myc and Whi5p-TAP.

A

B

A. Immunoblot of  proteins extracted from the strains indicated.  The blot was first probed with the PAB reagent to show the 
detection of Whi5p-TAP in the appropriate lanes at the right size.  B. Same blot as in A but probed additionally with the anti-
Myc antibody followed by anti-rabbit HRP antibody for detection.  This method allowed us to detect both Cln3p-13Myc and 
Whi5p-TAP on the same blot using the same exposure.  C and D.  Additional earlier control western blot performed with an 
earlier lot of the anti-Myc antibody.  C. Detection of Whi5p-TAP probed with the PAP antibody.  D. Different blot of the same 
samples run in C, probed with the anti-Myc antibody.  Note the presence of dark non-specific bands detected with this lot 
of the anti-Myc antibody. 
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Immunoblots for quantification of Cln3p and Whi5p at different doubling times (Td) from chemostat experiments.

192 kDa

104 kDa

57 kDa

42 kDa

Glucose limiting, Chemostat 1, Set 1 (Strain HB94)

Ponceau S (total protein) Marker overlay (for size only) Signal (cropped with background subtract for quanti�cation)

Cln3p

Whi5p

Td (hr) 2.4 2.7 4.0 5.4 7.1 9.2

192 kDa

104 kDa

57 kDa

42 kDa

Glucose limiting, Chemostat 1, Set 2 (Strain HB94)

Cln3p

Whi5p

Td (hr) 2.4 2.7 4.0 5.4 7.1 9.2

192 kDa

104 kDa
57 kDa

42 kDa

Glucose limiting, Chemostat 2, Set 1 (Strain HB97)

Cln3p
Whi5p

Td (hr) 2.7 3.1 4.5 6.1 8.0 10.4

192 kDa

104 kDa

57 kDa

42 kDa

Glucose limiting, Chemostat 2, Set 2 (Strain HB97)

Cln3p

Whi5p

Td (hr) 2.7 3.1 4.5 6.1 8.0 10.4

192 kDa

104 kDa

57 kDa

42 kDa

Leucine limiting (Strain HB97)

Cln3p

Whi5p

Td (hr) 2.8 3.1 4.6 6.2 8.1 10.6

28 kDa

28 kDa
21 kDa

28 kDa

28 kDa

Glucose limiting (Strain HB104-A315T) set1 wb2

Cln3p

Whi5p

Td (hr) 2.8 3.2 4.7 6.4 8.3 10.8

Glucose limiting (Strain HB104-A315T set2 wb1

Ponceau staining

Cln3p
Whi5p

Td (hr) 2.8 3.2 4.7 6.4 8.3 10.8

Leucine limiting (Strain HB104-A315T set1 wb1

Cln3p

Whi5p

Td (hr) 2.6 2.9 4.2 5.1 7.5 9.7

Td (hr) 2.4 2.7 4.0 5.4 7.1 9.2

Cln3p

Whi5p

192 kDa

104 kDa

57 kDa

42 kDa

28 kDa

250 kDa
150 kDa
100 kDa
75 kDa

50 kDa

192 kDa

104 kDa

57 kDa

42 kDa
28 kDa
21 kDa

37 kDa
25 kDa
20 kDa

Cln3p

Whi5p

Cln3p

Whi5p

Cln3p

Whi5p

Cln3p

Whi5p

Cln3p

Whi5p

Cln3p

Whi5p

Cln3p

Whi5p

Td (hr) 2.4 2.7 4.0 5.4 7.1 9.2

Td (hr) 2.7 3.1 4.5 6.1 8.0 10.4

Td (hr) 2.7 3.1 4.5 6.1 8.0 10.4

Td (hr) 2.8 3.1 4.6 6.2 8.1 10.6

Td (hr) 2.8 3.2 4.7 6.4 8.3 10.8

Td (hr) 2.8 3.2 4.7 6.4 8.3 10.8

Td (hr) 2.6 2.9 4.2 5.1 7.5 9.7

NS*

NS*

* indicates a non-speci�c band that was detected 
with an earlier lot of the anti-MYC antibody.

* indicates a non-speci�c band that was detected 
with an earlier lot of the anti-MYC antibody.

Raw signal

Chemostat

Cell samples collected and 
frozen at the indicated 

doubling times, controlled 
by media in/out �ow rate.

Proteins extracted and run on 
gel in duplicate, followed by 
transfer to a membrane and 

staining with Ponceau S 
(column 1).

Blot probed first with PAP reagent (not 
shown) and then with anti-Myc antibody 

and anti-Rabbit HRP secondary antibody for 
detection and quanti�cation of Whi5p-TAP 

and Cln3p-(Myc)13 (columns 3 and 4). 

Column 1 Column 2 Column 3 Column 4
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