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12 1. The In-Fusion Advantage Cloning Protocol. A thermostable, high-fidelity DNA polymerase and gene—
specific primers are used to generate a PCR product containing a gene of interest with 15 bp extensions
homologous to the ends of vector. The PCR product is either treated with Cloning Enhancer or spin column—
purified, and combined with the vector in a 30 min In-Fusion Advantage cloning reaction. The cloning reaction
is then used to transform E£. col.
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E 2, Transformation &8 (Number of Colonies)’

Insert Size (kb) In-Fusion® AAL S kit? BAF T kit

None (control) 5 2 9
05 ~950 19 236
1.0 ~1,600 11 164
20 ~1,570 20 ~540
40 ~1,050 18 298
6.0 ~1,480 57 101
8.0 800 0 114
12.0 360 0 84

" Cloning was performed according to the instructions for each kit, with transformation into the required E.
coli cell lines. The numbers of colonies generated for the indicated inserts are shown. Prior to setting up the
cloning reactions, PCR fragments between 0.5 kb and 6 kb in size were spin column-purified, and the 8 kb
and 12 kb fragments were gel-purified. Because the Cloning Enhancer was used to treat the 0.5 kb 6 kb
PCR inserts for use with the In-Fusion PCR Cloning Kit, there was no need to purify these inserts. All of the

transformants were plated on LB/Amp plates

’ For the In-Fusion and S kit products, only 1/10 of the total transformation mixes were plated for the 0.5
kb, 1 kb, 2, kb, 4 kb, and 6 kb insert sizes. For all other fragment sizes and the Directional T kit, the entire

transformation was plated.

E 3. Mt oIMEE Zalsts EatAn|E HE!
Insert Size In-Fusion AA} S kit? BA} T kit
(D) Ratio % Ratio % Ratio %
05 8/8 100 4/8 50 6/8 75
1.0 8/8 100 0/8 0 4/8 50
2.0 8/8 100 4/8 50 0/8 0
40 8/8 100 0/8 0 6/8 75
6.0 4/8 50 3/8 375 0/8 0
8.0 8/8 100 0/0 NA 1/8 12,5
12.0 8/8 100 0/0 NA 0/8 0

" The ratio and percentage of positive inserts relative to the number of clones sampled for each of the three
products are shown. Screening was performed via PCR on randomly chosen colonies for the 0.5 kb and
1 kb inserts, and by plasmid isolation and restriction digestion for the 2 kb, 4 kb, 6 kb, 8 kb, and 12 kb

inserts® ",

% The orientation of the clones for the nondirectional S kit method was not determined. The S Kit was incapable
of cloning the 8 kb and 12 kb inserts in our experiments.
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Primers for PCR Amplification of the PD-L2 Extracellular Domain, IgG2a Fc, and IgA Tailpiece

* PD - L2 Extracellular Domain with 15 bp Overlaps to Ncol-Digested Vector and IgG2a Fc, 693 bp PCR Product

Sense (Ncol site is underlined)
5 - TTCAAATCCACCATGGAGACAGACACACTCCTGCTAT-3

Antisense

5 - TCTGGGGACTTTGGGTTCCATCCGA-3

*1gG2a Fc, 678 bp PCR Product

Sense

5 - CCCTGTCCTC-3

Antisense

5 - AGTC-3

* IgA Tailpiece with 15 bp Overlaps to IgG2a Fc and Sall-Digested Vector, 100 bp PCR Product
Sense

5 - CTGTCGGGTAAACCCACCAATGTCAG-3

Antisense (Sall site is underlined)
5 - AGTAACGTTAGTCGACTCAGTAGCAGATGCCATCTC-3
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1212, Seamless construction of a three-domain immunoglobulin fusion protein with a four-piece In-

Fusion reaction. Segments were generated by PCR using primers that contained a 15 bp overlap with the
adjacent segment, and 20-30 bp of segmentspecific sequence. Colored regions indicate overlap regions with
15 bp of identity. Arrows indicate PCR primers. The segments were joined to a Ncol-Sall-digested expression

vector in a ligase-free In-Fusion reaction.
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* License Notice: [11]

_ - - Cloning Enhancer Spin Columns
=] [oE | 2=
M= SH e Included Included TaKaRa Code
Liquid 10 rxns 639619
In-Fusion Advantage PCR Cloning Kit Liquid 50 rxns 639620
Liquid 100 rxns 639621
Liquid 10 rxns Yes 639616
|n—Fuspn Advantage PCR Cloning Kit Liquid 50 rns Yes 639617
w/Cloning Enhancer
Liquid 100 rxns Yes 639618
Liquid 10 rxns Yes 639622
In-Fusion Adyantage PCR Cloning Kit Liquid 50 rxns Yes 639623
w/NucleoSpin
Liquid 100 rxns Yes 639624
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