Plasmid design and construction 
	Plasmid Name
	Descriptive Name
	Backbone
	Enzymes
	Insert construction/PCR description
	5' UTR

	pKR144
	T7_pdpAUTR-nLuc
	pKR81
	SalI/PvuII
	Describe insert from gBlock
	pdpA

	pKR214
	T7_tul4UTR-nLuc
	pKR208
	SalI/XhoI
	Deletion of pdpA-LanYFP
	tul4



PCR primers were designed using SnapGene (GSL Biotech LLC) and ordered from ThermoFisher. Primers were used to amplify DNA fragments to be cloned into the intended plasmid, and the resulting DNA fragments were purified by washing and eluting through a spin column (QIAquick Purification Kit). The plasmid backbone and PCR fragments were digested using restriction endonucleases and subjected to gel electrophoresis. Desired products were excised and purified using the QIAquick Gel Extraction Kit. Ligations were conducted with T4 DNA ligase and the products were transformed into competent E. coli cells. Resulting colonies were used to 
grow cultures, and the plasmid DNA was isolated using a QIAprep Spin Miniprep Kit and sequenced via Sanger sequencing at URI’s INBRE CORE Facility. 
- Describe how plasmids were cloned in detail (using cloning history?), starting with original plasmid, noting modifications and enzymes used (as if you were inputting in SnapGene).
- Describe fusion of T7 promoter, 5’ UTR, nLuc, and any linkages used.

For pKR144, the backbone pKR81 was used, and the enzymes SalI and PvuII were used to insert DNA from a gBlock (what DNA was this and what is a gBlock?).
· A fragment on the DHFR control template between two BmtI cut sites was replaced with a fragment of DNA from F. tularensis encoding FTL0421 with a T7 terminator and a T7 promoter and flanked by BmtI cut sites.
· Bases 82-88 were replaced with the nLuc sequence.

For pKR214, the backbone pKR208 was used, and the enzymes SalI and XhoI were used to delete the portion of the plasmid containing pdpA and LanYFP.
· Could have started with pKR144? No, that was pdpA UTR, not tul4.
· On pKR144, the region between cut sites HpaI and NcoI was replaced with two PCR products. The first PCR product coded for nLuc fused to the pdpA UTR and the tul4 UTR and was flanked by HpaI and NotI. The second PCR product was LanYFP and was flanked by NotI and NcoI.
· The resulting plasmid, pKR189, was further modified to contain NotI cut sites flanking the region containing the pdpA and tul4 UTRs.
· The resulting plasmid, pKR204, was modified by cutting out the fragment between the two NotI cut sites and replacing it with a fragment in a flipped orientation, so that pdpA was fused to LanYFP and tul4 was fused to nLuc.
· The resulting plasmid, pKR208, was further modified to form the final plasmid, pKR214, by cutting out the fragment between the SalI and XhoI cut sites, deleting the pdpA UTR-LanYFP fusion and leaving only tul4 fused to nLuc.

From Sierra:
Integration of reporter constructs into the Tn7 site of F. tularensis
Reporter constructs were integrated into the Tn7 site of F. tularensis LVS
as previously described (LoVullo et al., 2009). Briefly, LVS cells were made
electrocompetent by washing with 10% sucrose. The Tn7 helper plasmid
pMP720 was electroporated into electrocompetent cells with or without bS21-2,
and plasmid-containing cells were selected on hygromycin B-containing media.
Cells harboring the helper plasmid were electroporated with the appropriate
mini-Tn7 plasmid and selected for on CHA-H plates with kanamycin. PCR was
used to screen kanamycin-resistant colonies for plasmid integration at the
attTn7 site and candidates were confirmed by amplification and sequencing of
gDNA outside of the attTn7 site.

Plasmids
To generate plasmids in which the rpsU2 5´ UTR is upstream of the gfp	Comment by Benjamin Moore: To generate plasmids in which the tul4 UTR is upstream of the nLuc coding sequence, pKR208 (unpublished) was digested with SalI/XhoI, resulting in a fragment containing the promoter of tul4 fused to the tul4 5’ UTR. Another plasmid, pKR	Comment by Benjamin Moore: This describes a three-way ligation.
coding sequence, pKR123 (unpublished) was digested with KpnI/NotI, resulting
in a fragment containing the promoter of tul4 fused to the rpsU2 5´ UTR. Another
plasmid, pKR183, containing the sfGFP gene codon-optimized for expression
in F. tularensis LVS (Trautmann et al., 2023), was digested with KpnI/BamHI.
Further, pKR123 (unpublished), containing the mini-Tn7 plasmid backbone was
digested with NotI/BamHI, and all three of these fragments were ligated together
forming the in-frame GFP reporter plasmid, pKR184 Tn7 Ptul4-rpsU2 5´ UTR-
GFP.

To create a plasmid in which the Δloops 5´ UTR is upstream of the gfp
coding sequence, primers were used to amplify from pKR184, deleting the stem
loop structures in the first 38 nt of the rpsU2 5´ UTR. The first primer contained
a PacI site with the last 22 nt of the promoter of tul4 on the 5´-end fused to the
32 nt, directly after the first 38 nt of the rpsU2 5´ UTR which are not encoded on
the primer. The reverse primer located 152 bp upstream of the 3´ end of the gfp
gene contained the MfeI cut site. The resultant fragment was ligated with
PacI/MfeI digested pKR184, effectively deleting the stem loop structures and
resulting in pKR191 Tn7 Ptul4-rpsU2 Δloops 5´ UTR-GFP.
