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Workflow of SM-PD Enrichment Kit (Alkyne tag, MS grade)

Catalog Number: #MGO06

PART 1 Guide for large-scale cell culture & protein extraction

PART 2 Probe concentration optimization

PART 3 SM concentration optimization

PART 4 SM-PD sample Preparation for WB & MS

Target cell line
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Culture cells in 10 cm dishes
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1. Collect cell pellets
2. Liquid nitrogen snap-freezing
3. Store at -80°C
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Protein extraction optimization

Protein extraction with MG06-1 using tissue grinder
Protein quantitation (Imultiomics, #MGR02)
SDS-PAGE & staining check (Imultiomics, #MGRO1T)
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1. Large-scale protein extraction with MG06-1 using
the optimized parameters above
2. Protein quantitation (Imultiomics, #MGRO02)

\ 4

[ Store at -80°C or go to downstream applications ]

at least 21 mg
Protein sample

(MGO06-1 extracted)

[ Divide into 5 parts ]

l

Perform SM-binding reactions with
MGO06-8 (PC) & Probe

[ CuAAC reactions with C1~C4 ]
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[ Protein precipitation, wash & resuspension (MG06-2) ]
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[ Perform pull-down reactions with MG06-9 ]
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[ Wash with MG06-3 , MG06-4 & MG06-5 ]
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[ Elute with MG06-7 ]
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[ SDS-PAGE & staining (Imultiomics, #MGRO01) ]

[ Obtain optimized Probe concentration (X) ]

at least 25 mg
Protein sample

(MGO06-1 extracted)

[ Divide into 6 parts ]

l

Perform SM-binding reactions with
MGO06-8 (PC), optimized Probe & SM

l

[ CuAAC reaction with C1~C4 ]

l

[ Protein precipitation, wash & resuspension (MG06-2) ]
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[ Perform pull-down reactions with MG06-9 ]
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[ Wash with MG06-3 , MG06-4 & MG06-5 ]
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[ Elute with MG06-7 ]

4_

[ SDS-PAGE & staining (Imultiomics, #MGR01) ]
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[ Obtain optimized SM concentration (Y) ]

at least 25 m
Protein sample

(MGO06-1 extracted)

Divide into 6 parts (NC, Probe, SM in duplicate)
(NC-1, Probe-1, SM-1)
(NC-2, Probe-2, SM-2)

v

[ Perform SM-binding reactions with optimized Probe & SM ]

v

[ CuAAC reaction with C1~C4 ]
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Protein precipitation, wash & resuspension (MG06-2)
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Perform pull-down reactions with MG06-9
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[ Wash with MG06-3 , MG06-4 8 MG06-5 ]

[ NC-1, Probe-1, SM-1 NC-2, Probe-2, SM-2 ]

:

[ On-beads trypsin digestion ]

(Imultiomics, #MG04)

[ Elute with MG06-7 ]

Y
[ LC-MS detection & LFQ quantification ]
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Statistical analysis to distinguish

Western blot detection with MG06-6 SM-targeted Proteins

*Probe: Alkyne-labeled SM (User Provide)

*SM: parent compound (User Provide)
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Cell pellets

l.
2.

HEK-293T

Cell pellet: 3x10cm dishes/tube.
Total volume: ~400ul/tube

A. Protein extraction & SDS-PAGE check

Tissue grinder

(SCIENTZ-48, Ningbo Scientz Biotechnology Co., Ltd)

WA (B FRAT WTE

SDS-PAGE gel staining

HEK-293T
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A:

1. Cell pellet: 6x10cm dishes.

2. Protein concentration: 6.9 mg/ml.
3. Total volume: ~2.4ml

B:

1. Cell pellet: 4x10c¢m dishes.

2.  Protein concentration: 6.0 mg/ml.
3. Total volume:~1.6ml

Cell pellet was resuspended into MGO06-1 (cell lysis bufter) in #MGO06 Kit, and protein was
extracted using tissue grinder (SCIENTZ-48, Ningbo Scientz Biotechnology Co., Ltd).
Protein concentration was measured with Bradford Assay Kit (Imultiomics, #MGRO02).
Protein samples were treated with MG06-7 (5 x sample loading buffer) ) in #MGO06 Kit,
separated by SDS-PAGE, and stained with Coomassie blue staining reagent (Imultiomics,

#MGRO1).
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B. Solution color changes during CUAAC mix preparation

Mix of C1 & C2 Mix of Cl1, C2 & C3 Mix of C1,C2,C3 & C4

Add C3 Add C4

Add C2
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C. CuUAAC reaction in Protein samples

Addition of CuAAC mix No addition of CuAAC mix

1. Protein samples turned cloudy after incubation with
CuAAC mix for 1.5 hours at RT.
Centrifuge (4°C, 7000g) 2. Pellets were collected after centrifuge for downstream

pull-down procedure.
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D. Detection of Pulled-down samples by Gel staining & western blot

Comassie Blue Staining
(Imultiomics, #MGRO1)

Western blot (Streptavidin-HRP)
(MGO06-6 in MGO6 Kit)

Input of Resuspension (IR)
(Sul/lane)

Pull-down (PD)
(15ul/lane)
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. MGO06-8 (Positive Control, PC) in #MG06 Kit, the alkyne-labeled SM.

The pulled-down samples of MG06-8 (50, 100uM) using # MG06 Kit

were detected by gel staining and western blot.

. Gel staining (up) showed the enriched protein bands compared to NC

(negative control) sample.

western blot (down) data was consistent with that of gel staining.
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