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PMCP-MU-Luc (MCP-1 mut promoter in pGL3-basic)

RRID:Addgene_40325
Type: Plasmid

Proper Citation

RRID:Addgene 40325

Plasmid Information

URL: http://www.addgene.org/40325

Proper Citation: RRID:Addgene_40325
Insert Name: MCP-1 promoter (mutated)
Organism: Mus musculus

Bacterial Resistance: Ampicillin

Defining Citation: PMID:10973278

Vector Backbone Description: Backbone Marker:Promega; Backbone Size:4818; Vector
Backbone:pGL3-basic; Vector Types:Mammalian Expression, Luciferase; Bacterial
Resistance:Ampicillin

Comments: Note: Addgene NGS results identified an extra ~500 bp region upstream of
the expected promoter, which contains a CMV enhancer feature. It is unknown what
impact the region may have on plasmid function, but the extra sequence appears to have
been present in the original sample received by Addgene. A plasmid containing the mouse
MCP-1 promoter driving luciferase (pMCP-Luc) was constructed from pGL3-basic
(Promega, Madison, WI) and a PCR-generated MCP-1 promoter fragment. A proofreading
competent Taq reagent (AccuTaq, Sigma) was used to ensure high fidelity PCR. 1.2 kb of
the MCP-1 promoter (GenBank Accession no. U12470) was obtained by PCR of C57BL/6
mouse DNA with the following primers: 5?—TCATGTATATGGCTTTCCAGGTCT-3?
(sense strand, distal to transcription start) 5?—TGCACTTCTGGCTGCTCTGAG GCA-3?
(antisense strand, proximal to transcription start) The PCR product terminates 28-bp
downstream of the MCP-1 TATA site. Xmal and Xhol sites were added to the MCP-1
promoter by a second round of PCR with the primers: 5?
—ATATCACCCGGGTCATGTATATGGCTTTCCAGGTCT-3? 5?
—TAGATTCTCGAGTGCACTTCTGGCTGCTCTGAGGCA-3? and Xmal and Xhol were
used to clone the MCP-1 promoter fragment into pGL3-basic. For the construction of the
MCP-1 mutant promoter, the BCL-6 site was mutated by a two step PCR-based strategy
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using the above flanking primers and the following complementary primers to mutate the
BCL-6 site: 5?—TCTCTCTTCCACTTCCT[TT]JAAACA-3? 5?
—TGTTT[AAJAGGAAGTGGAAGAGAGA-3? (mutated bases are in brackets) The mutant
promoter was cloned into pGL3 via Xhol and Xmal. The wild-type and mutant MCP-1
promoter sequences were verified by sequencing.

Plasmid Name: pMCP-MU-Luc (MCP-1 mut promoter in pGL3-basic)

Relevant Mutation: contains MCP-1 promoter region through the nucleotides 28-bp
downstream of the MCP-1 TATA site. Sequence has two base changes from the wild-type
MCP-1 promoter around the -150 bp position (see note below).

Record Creation Time: 20220422T7222209+0000

Record Last Update: 20260815T081435+0000

Ratings and Alerts

No rating or validation information has been found for pMCP-MU-Luc (MCP-1 mut
promoter in pGL3-basic) .

No alerts have been found for pMCP-MU-Luc (MCP-1 mut promoter in pGL3-basic) .

Data and Source Information

Source: Addgene

Usage and Citation Metrics

We have not found any literature mentions for this resource.
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