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[bookmark: OLE_LINK14]mTOR regulates GPVI-mediated platelet activation
[bookmark: OLE_LINK15][bookmark: OLE_LINK18][bookmark: OLE_LINK20][bookmark: OLE_LINK21][bookmark: OLE_LINK11][bookmark: OLE_LINK13][bookmark: OLE_LINK33][bookmark: OLE_LINK34][bookmark: _GoBack]This document provides detailed summary diagrams for interpretating the Additional file 1: Figure S9.
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Additional Information 1. Summary of mTOR function in platelets.
[bookmark: OLE_LINK195][bookmark: OLE_LINK196]a (i) and a (ii) Based on our results and general knowledge of platelet aggregation, dense granule secretion (ATP release, part of data not shown), activation of αIIbβ3, adhesion to collagen [1-3], spreading of fibrinogen and clot retraction, we summarize the mTOR function in platelets activation.
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Additional Information 2. Hypothesized interaction between mTOR and αIIbβ3.
b (i), b (ii), b (iii)  Based on previous work [4-7], we hypothesize an interaction between mTOR and αIIbβ3.
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[bookmark: OLE_LINK9][bookmark: OLE_LINK91]Additional Information 3. The impaired downstream signaling of mTOR in mTOR-/- platelets. 
[bookmark: OLE_LINK98][bookmark: OLE_LINK107][bookmark: OLE_LINK97][bookmark: OLE_LINK112][bookmark: OLE_LINK115](c) Activation of S6K1 and phosphorylation of S6 and Akt Ser473 are usually used as indicators of mTORC1 and mTORC2 activity, respectively[7, 8]. Additionally, consistent with[9-12], the phosphorylation of S6 was used as the sole readout of mTORC1 activity in our study. Thus, we confirmed the deficiency in low-dose GPVI agonist-induced mTOR signaling by the impaired phosphorylation of S6 and Akt Ser473, despite that phosphorylation of these molecules was unablated when pre-incubated without apyrase (in usually).
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[bookmark: OLE_LINK144][bookmark: OLE_LINK149][bookmark: OLE_LINK156][bookmark: OLE_LINK157][bookmark: OLE_LINK160][bookmark: OLE_LINK116][bookmark: OLE_LINK145][bookmark: OLE_LINK148][bookmark: OLE_LINK158][bookmark: OLE_LINK159][bookmark: OLE_LINK96]Additional Information 4. Hypothesized the reason why phosphorylation of the substrates in mTOR-/- platelets was not typically ablated.  
[bookmark: OLE_LINK161][bookmark: OLE_LINK186][bookmark: OLE_LINK187][bookmark: OLE_LINK188][bookmark: OLE_LINK30][bookmark: OLE_LINK31][bookmark: OLE_LINK17][bookmark: OLE_LINK27][bookmark: OLE_LINK28][bookmark: OLE_LINK29][bookmark: OLE_LINK194][bookmark: OLE_LINK192][bookmark: OLE_LINK193][bookmark: OLE_LINK191][bookmark: OLE_LINK189][bookmark: OLE_LINK190][bookmark: _Hlk14458563][bookmark: OLE_LINK163][bookmark: OLE_LINK108]d (i) Interaction between Erk and S6K1/S6 in other cell types [13-18]. d (ii) The phosphorylation level of S6 and Akt Ser473 in mTOR−/− platelets was decreased by the exogenous apyrase when induction with low concentrations of collagen or PAR4 agonist (data not shown). d (iii) Based on d (i) and d (ii), we hypothesize that, the ADP that was secreted from the dense granule of mTOR-/- platelets when activated by GPVI/PAR4 agonists, can activated P2Ys and bypassed mTOR complexes, and finally phosphorylated Akt Ser473 or S6 Ser235/236 (possibly through ERK [13-18])  in mTOR-/- platelets. These phosphorylation events can be amplified by an ADP secretion cascade.  This may be the primary, or even the sole reason, why deletion of mTOR did not typically result in ablation of S6/Akt Ser473 phosphorylation in the absence of exogenous apyrase.
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Additional Information 5. Hypothesized interaction between PI3K, mTOR, 
PKCs and MAPKs (Erk) when stimulated by a low-dose GPVI(PAR4)-agonist.
e (i) PKCs have been also been reported to be regulated by mTOR or mTORC2 in other cell types[7]. e (ii) Our results demonstrate that mTOR regulates PKCδ/ε, especially PKCδ but not PKCα/β/θ in platelets after activation by a low concentration of GPVI-dependent agonist. e (iii) The PKC δ inhibitor rottlerin or (δV1-1)TAT, but not the PKC/β inhibitor Go6976, restored the aggregation of mTOR-/- platelets in response to low-dose collagen, while the PKCε inhibitor (εV1-2)TAT only minimally rescued the impaired aggregation of mTOR-/- platelets in response to low-dose collagen. e (iv) and e( v) Based on e (ii),e (iii), and our results in regards to Erk (data not shown), as well as the existing literature regarding the role of PKCs in studies of GPVI or PARs pathways [19-31], the regulation of Erk in platelet activation after stimulation of GPVI/PARs with agonists [1], the regulation of PKCs by mTORC2 in other cell types [7], the regulation of Erk by mTORC2 in other cell types [32-34], we hypothesize that an interaction between PI3K, mTORC2, PKCs and Erk occurs when platelets are stimulated by a low-dose GPVI(PAR4)-agonist.
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