


Supplementary Information 
Preparation of crude extracts from pine seedlings
Crude extracts were prepared from pine seedling needles and roots to obtain the juice fluid (JF) from which vesicles can be isolated. JF was extracted by modifying previously published methods. First, we modified the method reported by Urzì et al. (2021) and Kim et al. (2022) by grinding the leaves and roots using a mortar and pestle instead of a mixed grinder. Next, we followed the centrifugation steps outlined by Rutter and Innes (2017), with slight centrifugation modifications. In the next step, we followed the Garcia‐Ceron et al. (2021) method for SEC.
The needles and roots were cut from three-month-old pine plants using a pair of scissors (Fig. S1a) and weighed using a digital scale (Reflecta Laboratory Suppliers). Subsequently, the needles and roots were washed three times with distilled water and placed on a paper towel for five minutes to remove excess water (Fig. S1b-c). The next step involved gently mixing the needles and roots with vesicle isolation buffer (5.9 g of NaCl, 2 mM CaCl2, and 4.3 g of MES hydrate) in a mortar. After the mixture was prepared, the plant parts were ground with a pestle for approximately 10 minutes to create a JF (Fig. S1d), which was then passed through cheesecloth (EHK speciality kitchenware, South Africa) and centrifuged for 20 min at 700 × g at 4°C to separate the extracts (Fig. S1e-g). The JF was later centrifuged at a high speed of 8,000 × g for 30 min, after which large plant debris were removed by passing the fluid through a 0.22-μm membrane filter (Merck), followed by another round of centrifugation at 2500 × g for 10 min at 4°C using Amicon Ultra4 PL 10 K (Merck) filters (Fig. S1h-j). Finally, the supernatant was loaded into an Eppendorf centrifuge tube for SEC (Fig. Sk).
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Table S1. List of fungal isolates selected for screening response to Pinus-derived membrane vesicles.
	Pathogen	Strain 

	Fusarium circinutum (FSP34)	CMWF350
Fusarium circinutum 	CMWF2654
Fusarium circinutum 	CMWF5689
Fusarium circinatum 	CMWF2552
Botrytis cinerea 	CMW13135
Chrysoporthe cubensis 	CMW54409
Fusarium graminearum	CMW58100
Fusarium graminearum 	CMW58100
Fusarium verticillioides 	CMW59120
Fusarium circinatum 	CMWF2652
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