02 Digestion

EcoRI Kpnl
Possible Buffers:

NEB: Buffer CutSmart 100%@37C(EcoRI-HF ,Kpnl-HF); Buffer 2.1* 75%@37C(EcoRI,Kpnl); Buffer 2.1 75%@37C(EcoRI-HF,Kpnl);

16bp L; 2678bp L;
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2686bp C; Nhel Spel
Possible Buffers:
NEB: Buffer 2.1/CutSmart 100%@37C(Nhel,Spel); Buffer CutSmart 100%@37C(Nhel,Spel-HF); Buffer CutSmart 100%@37C(Nhel-HF Spel);

8818bp L; 1852bp L;
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Gel Separate

rfpR - Primer
FpF - Primer
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EnzFrag-J61031-1 <1852bp>

08 Gel Extraction

EnzFrag-pUC18-1 <2678bp> From 1852 to 1852
1852bp L;
03 Gel Extraction %
From 2678 to 2678 PCR

2678bp L;
rfpE - Primer rpfH - Primer
Hindlll (243/247)  rfpR - Primer
FfpF - Primer |Hindlll (465/469)
AB-flend RFP-gehe AB-r_end

PCR-EnzFrag-J61031-1 (0) <727bp>

05 PCR
rfpGF: CAGCTATGACCATGATTACG>AGGAGAAATACTAGATGGCTTCCTCC Tm:78.7/62.2
rfpGR: AGGATCCCCGGGTAC>TTAAGCACCGGTGGAGTGACG Tm:82.7/64.4

727bp L;
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- Primer
rfpE - Primer
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Hindlll (465/469)
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rfpGR | Primer

Lac-Operon - misc_feature

09 Gibson Assembly Design
3366bp C;



