Workflow of
SYNLIGHT-RICH™ KIT

Photolabeled sample (PL):
Fix/ Permeablize / General blocking Cells / Tissue

Unlabeled sample (UL):

Fix/ Permeablize / General blocking Cells / Tissue
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[ Apply Block 1 Buffer ]
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Apply Block 2 Buffer ]

[ Apply trarget primary antibody ]
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[ Apply secondary antibody ]
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[ Apply Labeling Reagent }
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Microscoop ™ ]
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Apply Quencher ]
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[ Apply Block 1 Buffer ]
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[ Apply Block 2 Buffer ]

[ Apply trarget primary antibody ]

Stop point. The blocked samples can be stored at 2—8°C for
up to one week. Alternatively, add sodium azide t0 0.1% in
the storage buffer (PBS) and conduct the photolabeling
within 1 month.
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[ Apply secondary antibody ]
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{ Apply Labeling Reagent ]
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[ Apply Quencher ]

[ﬂupply Verification Buﬁer]
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Stop point. The photolabeled samples can be stored at 2—
8°C for up to one week. Alternatively, add sodium azide to
0.1% in the storage buffer (PBS) and conduct the Synpull™
within 1 month.
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[ Photolabeled sample (PL) & Unlabeled sample (UL) §ygpuIITM Kit reagents and consumables
Workflow of - , ,
[ Harvesting by scraped
SYNPULL™ KIT

A (Scrape)

(1~6 sildes)
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[ Lysis and sonication
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[ Reduction and alkylation

.

B (Lyse 1) — Solution B (Lyse 1)

Solution B (Lyse 1) + C (Lyse 2) = Lysis Buffer

Protein Extraction
(4-6 hours)

D (Lyse 3) — Solution D (Lyse 3)

-/

N

Stop point for Day 1 Stop point. Store the lysates at 4°C and perform immunoprecipitation (IP) within a 24 hrs
--------------------------------------------------- timeframe. Alternatively, store the lysates at -20°C for up to 1 month before performing
Immunoprecipitation.

[ Protein assay
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E (Dilute) | | Washed E_(Pull)

IP of target proteome
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[ Washing ] G (Wash 1) | |H (Wash 2) | | L (Wash 3)

CA (Proteomics tube)

Immunoprecipitation
(3-4 hours)

protein-bound beads
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[ On-bead digestion
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J (Wash 4)

K (Digest) + J (Wash 4) = Solution K (Digest)

v

[ In-solution digestion

Digestion
(3 + 16 hours)

CA (Proteomics tube)

<

L (Stop) CB (Desalting_tip)

[ Peptide desalting ]
¢ M (Desalt 1) N (Desalt 2)

O (Desalt 3) in CA (Proteomics tube)

at -20°C

Peptide desalting
(3 hours)

[Preserve the dried samples ]

N

End point for Day 3 Stop point. This is the end point for pull-down procedures. The dried samples can be
""""""""""""""""""""""""""""""""""""""""""""" preserved at -20°C for up to 1 month until LC-MS/MS analysis.

Identification of the proteome of interest via MS-based
proteomics
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