
Westerns of MagStrep pulldown experiment show that the TWIN-strep and the 
N-terminal Strep Qb seem to work a bit better (AO25-17B), but I think now the problem is background binding of 
Qa or Qb without the strept tags.

Floatation assays: 

Repeat 2x the His-Sec17 and His-Sec18 co-floatation on PCPS liposomes +/- Qc AO25-13C,D,E).

Prepare prenyl Ypt7 liposomes with VML + Rh for floatations (AO25-15B)

Look for Sec18 floating on liposomes with Ypt7, Sec17, or SNAREs. (AO25-18)
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Last week:



Protocol for binding strept-tagged RPLs to 
MagStrep beads:
Nutate RPLs with 20ul bead slurry in DM Buffer
(with 0.1% dodecyl-B-D-maltoside).
Wash and elute in SB+BMe
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AO25-17B:  At first look, it seems like the TWIN-tagged and the N-term tagged Qb are better, but the lighter burns
make me wonder really how much better?   There is a really high background of the untagged Qa and Qb binding.

Lighter:

Lighter:

Unbound

Unbound

Bound

Bound



1. PCPS lipos+Sec18+Sec17   ------inc 10 min------ Add 4.8 ul Rb150 --------inc 60 min
2. PCPS lipos+Sec18+Sec17  ------inc 10 min-------Add 4.8 ul of Qc----------inc 60 min

3a. PCPS lipos+Sec18 ---------------inc 10 min--------Add 4.8 ul of 3b----------inc 60 min
3b. Sec17 and Qc ---------------------inc 10 min--------Add 4.8 ul to 3a

4a. PCPS lipos+Sec18 ---------------inc 10 min------- Add 3 ul of 4b & 1.8 ul of 4c-----inc 60 min
4b. Sec17 -------------------------------inc 10 min-------Add 3 ul to 4a
4c. Qc ------------------------------------inc 10 min------Add 1.8 ul to 4a

AO25-13C,D, and E:  A 4-tube floatation assay
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Darker:

1uM Sec18 (hex)
= 160 nM Sec18
1 uM Sec17
1 uM Qc
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The Vam7 blots are less consistent.  Is lane 4 more?  Less?   The same?

Probed  for 
Sec17.
Oligomers!

1     2      3       4 1       2      3       4
Rep D Rep E

Why don’t they show up
in the anti-His-probe?



Details of VML+Rh liposomes
With prenylated Ypt7 for floatations. 
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AO25-18:  Float Sec18 (Mg:ATPyS) on VML+Rh liposomes with various proteins.

With VML lipids, Sec17 is the only protein that causes
Sec18 to float over background.  I saw this also in AO25-04.

But I have seen Sec18 clearly binding to Ypt7 over back-
ground levels when lipids are PC only.  See AO25-11B (next slide) .



AO25-11B:  Does nucleotide state of Ypt7 affect Sec18’s ability to bind?
Answer:  doesn’t look like it!

Float 1uM Sec18 on PC liposomes +/- Ypt7-tm exchanged with GDP, GTP, or GTPyS
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(These were Ypt7-tm RPLs!  NOT prenylated Ypt7)



Repeat Michael’s asymmetry experiments +/- Sec18 using my new R and 2Q (+/- prenyl Ypt7 GTP/GDP).
 Try R + 3Q (+/- prenyl Ypt7 GDP/GTP) with HOPS vs GST-C1B as tether.

Try Hongki’s fusion burst experiment again followed by IP looking for intermediate trans-complex without Qc

Strept-tag stuff:   How can I lower background binding of wild-type Qa and Qb?
 Try higher NaCl… try 300mM and 500mM NaCl.
 Try using RIPA Buffer just to see if it reduces the background, which would give us some hope.

On the docket:

Floatations:  repeat Sec18 binding to VML?   Try the same floatation assay with PC?  Let’s pause and think about this one.

 : And what about the  His-Sec17/Sec18 +/- Qc experiments?   Let’s regroup on what we want to show here.
  I think it’s that allowing Sec17 and Sec18 to incubate together without Qc means more 17:18 binding.
  So then how about a time course of 17:18 together before adding Qc?
      And what’s up with Sec17 oligomers??   Are they a real thing?   They don’t show up with the anti-His blots,
  only the Sec17 probes.   Let’s run a colloidal Coomassie and a western and compare.
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