Evaluation of immunostimulatory potential of synthetic TLR2 agonists in chicken
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1. Experiment Section
1.1.  Synthesis of TLR2 Agonists
Scheme 1. Synthesis of P7a


aReagents and conditions: (i) Succinic anhydride, Et3N, anhyd. THF, 55 ℃, 3h. 
To a solution of (7S,10R,14S)-10-acetamido-7-(methoxycarbonyl)-4,9,17-trioxo-14-(palmitoyloxy)-5,16-dioxa-12-thia-8-azadotriacontanoic acid (P6, 50 mg, 0.06 mmol) in anhyd. THF (4 mL) were added succinic anhydride (12.3 mg, 0.12 mmol) and Et3N (17 µL). The reaction mixture was stirred at 55 °C for 2 h. After completion of the reaction, the solvent was evaporated under reduced pressure and the residue obtained was dissolved in ethyl acetate (10 mL). The organic layer was washed with 1M aq. HCl (10 mL x 1), brine (10 mL × 2) and dried over anhydrous Na2SO4.  Evaporation of the organic layer under reduced pressure resulted in a crude product, which was purified using column chromatography (4% MeOH/DCM) to obtain compound P7 as a white solid (53 mg, 94%). 1H NMR (500 MHz, CDCl3): δ 7.39 (d, J = 8.1 Hz, 1H), 6.92 (d, J = 8.3 Hz, 1H), 5.17 (tt, J = 6.5, 3.1 Hz, 1H), 4.87 – 4.79 (m, 2H), 4.67 (dd, J = 11.4, 3.5 Hz, 1H), 4.38 (dt, J = 11.9, 3.3 Hz, 2H), 4.17 (dd, J = 12.0, 6.3 Hz, 1H), 3.79 (s, 3H), 3.03 (dd, J = 14.0, 5.6 Hz, 1H), 2.87 (dd, J = 14.1, 7.1 Hz, 1H), 2.76 (dd, J = 6.6, 1.6 Hz, 2H), 2.73 – 2.51 (m, 4H), 2.37 – 2.26 (m, 4H), 2.08 (s, 3H), 1.70 – 1.54 (m, 4H), 1.25 (s, 46H), 0.87 (t, J = 7.0 Hz, 6H). 13C NMR (126 MHz, CDCl3): δ 175.2, 174.0, 173.8, 171.91, 171.87, 170.3, 169.4, 70.5, 63.8, 63.2, 53.1, 52.1, 34.8, 34.5, 34.3, 32.13, 32.09, 29.84, 29.79, 29.7, 29.65, 29.63, 29.5, 29.43, 29.37, 29.28, 29.25, 25.02, 25.00, 23.2, 22.8, 14.2. ESI-MS: m/z Calc’d C48H87N2O12S+ (M+H)+ = 915.5974, found 915.5949
[bookmark: _GoBack]Note: P6 was synthesized according to the procedure we reported recently (Kaur et al. 2022)
1.2.  NMR Spectra for TLR2 Agonists
	1H NMR (500 MHz, CDCl3) of P6

	
P6


	13C{1H} NMR (126 MHz, CDCl3) of P6
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	ESI-MS of P6
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(M+H)+ = 915.5974
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