One-way

EPSP ANOVA, P
. Ca?'] m EPSC mEPSP Rin :
Figure Label ! Genotype amp QC Viest (MV) n Value:
(mM) (mv) amp (-nA) freq.(Hz) (MQ) MEPSP,
EPSC, QC.
) e T.01 18070 | 171.00 4.45 8.75 64.22 )
B s | a0 R #003) | 1079) | c1083) | 027 | o4y | @io g
<0.0001
0.42 155.6 380.96 1.80 7.75 75.00 (=), 022
" . . . . . 75.
1AB | GluRiA | 18 GIURIIA @0.03) | «1328) | 40720 | 0.36) | zose) | (x2.29) ’ (ns),
<0.0001
(‘k***)
At | bom g | WTR27ECS-GALAIUAS-BONT- | 0,59 52.35 87.60 1.98 9.78 72.86 " )
' y : c (£0.06) @415 | @590 | 022) | 062 | (181
<0.0001
(***+),<0.01
e | A L8 W,GIURIIAP#R27EQ9- 0.29 72.47 25629 | | 2001 | 2042 67.51 . N
' only : GAL4/UAS-BONT-C (£0.01) +6.86) | (17.9) | 1-38G0. @053 | =203 ok
(‘;(***)
" 116 12113 | 12828 2.02 831 65.12
1AB | Isonly 18 | wirdrbo-caLaasBonTC [ LT i |l e | emll e 11 ;
<0.0001
ek Kk
WGIURIAPdHDO-GAL4/UAS- |  0.53 71.93 136.08 1.28 7.99 67.80 ),
1AB | IAlsonly | 18 BONT-C #001) | @252) | 545 | 019) | 2065 | (:1.43) 8 (jﬂ;)ooooés
(ns)
1 'b(f;’;'y 04 | W+R27E09-GAL4IUAS-BONT- 0.64 9.01 14.29 1.30 11.54 -67.92 1 )
R : c (£0.02) «1.98) | @345) | (024) | z069) | (x1.26)
b <0.0001
e | omyas | os W;GIURIIAP2R27EQ9- 0.39 11.28 28.22 1.24 8.52 65.18 | 038
iod : GAL4/UAS-BONT-C (£0.01) #1500 | @305) | 024) | o5y | (209 (ns), <0.01
ONT) )
W, +:R27E09-GALAIUAS-BoNT- | 0.67 36.97 55.62 1.88 9.08 ~69.28
e Dy 19 c (+0.03) *167) | @248) | 017y | oz | @221 = -
<0.0001
hek kK
£ 1A, Ib Lo W;GIURIIAPR27EQ9- 0.36 55.21 155.71 1.96 8.29 63.57 o By
only : GAL4/UAS-BONT-C (£0.02) @174y | ¢1038) | @021) | o061 | (168
<0.001 ()
& o ont 30 | Wi+R27E09-GAL4IUAS BONT- | 0.70 107.24 | 152.18 1.86 8.81 65.24 . )
y ; c @0.03) | 1069 | ¢1626) | 014) | 094) | (x2.09)
<0.0001
E lIA, Ib 20 W;GIURIIAPS:R27E09- 0.36 107.38 | 307.45 1.38 9.98 66.51 1a | =509
only : GAL4/UAS-BONT-C @0.02) | 1075 | @3ses) | 0200 | @125 | (2255 (ns), <0.01
()
& oo o0 | WR27E09GALAUAS BoNT- | 0.71 11334 | 15847 1.98 11.24 68.79 " )
y : c (£0.02) @695 | 963 | o021 | @riz] @2o0m)
<0.0001
(***%), 0.97
£ 1A, Ib 60 W,GIURIIAP2R27EQ9- 0.37 11507 | 312.43 1.89 7.28 -64.81 10 ey
only : GAL4/UAS-BONT-C (£0.02) 432 | @761 | @009) | ooz | 237 e
(‘k***)
Is only " 131 25.89 20.60 1.32 10,91 67.90
F | (psBonT) | 04 | WitdHD9-GAL4/UAS-BONT-C |, o5 «1.68) | 277) | @o19) | zo75) | (153 8 -
<0.0001
"ekKkk
w |assoy |, WGIURIIAPZ; dHbO- 0.60 1417 23.59 1.20 11.21 63.48 ; Jayey
(b>BoNT) | ¢ GAL4/UAS-BONT-C (0.05) *199) | ¢240) | 007y | oss) | os7) 050
(ns)
" 120 88.62 74.63 121 6.54 67.28
1F Is only 10 | wirdrbo-caLauasBonTC [ L0 e | miam || e | el o 10 ;
<0.0001
"ekKkk
WGIURIAPdHDO-GALA/UAS- | 0.57 47.66 85.61 1.56 8.65 -63.86 ),
1F | NAdsonly | 1.0 BONT-C (£0.02) @049) | @37 | @oos) | osn| @172 u (;&)OOOO;g
(ns)
o . 126 13603 | 11411 1.42 752 69.92 )
1F Is only 30 | wrdnbo-caLamasgontc [ L o || moo || e | sl ey 8
<0.0001
(****)‘
i+ liaco | 50 | wolriardrbe-caLaas- | o059 12528 | 225.12 2.24 9.75 -64.83 . <0.0001
Jsonly 3. BoNT-C (0.05) #7.02) | @2927) | oe6) | 074 | (207 (e,
<0.0001
(****)
" 127 132.46 | 104.89 1.38 11.25 62.6
1F Is only 60 | wiricHbo-GAL4UAS-BoNT-C | o2 it || ey | eoin | eoon ||l e 12 -
<0.0001
(***+), <0.99
i liasow | 6o | wolriardrbe-cataas- | o059 13181 | 227.99 1.71 8.00 63.54 10 e
JIsonly 6. BONT-C (£0.02) @197) | @7e9) | 013 | oty | 20s) e




One-way ANOVA
. [Ca?] MEPSP EPSC MEPSP Rin Viest / ’
Figure Label (mMm) Genotype PhTx amp(mV) amp (-nA) QC freq (Hz) M) mv) n P VSIFL:Se(.:mEPSP,
, QC.
A B wild s - ) .01 180.70 171.00 4.45 875 | 6422 | g )
' type : (£0.03) =1079) | 1083) | 0.27) | =041 | @101
wild
e 057 176.11 311.48 3.00 885 | -67.29 <0.0001 (**¥), 0.93
2A. B ypes 18 w + (+0.02) #8.40) | 20.38) | 036) | @os6) | 232 | ® | (ns), <0.001 ()
W, R27E09-
o+ 0.59 52.35 87.60 1.98 978 | -72.86
2A.B | tbonly | 18 LA : (£0.06) @415) | @590 | @022) | o062) | @rsy | 1 :
oap | oy [ g "éXFjLEAOS?' . 0.35 31.41 92.68 1.44 1020 | 7522 | (***;(18%011(**)
PhTx Ay (0.02) #2.20) | @11.06) | 0.09) | 095 | 2.85) 093 (0]
Wi +;dHDO-
o+ 116 121.13 128.28 222 831 | -65.12
2l | sy ) L GALUUAS: - (0.03) #7.95) | @432 | 023 | oss) | 16 | -
ONT-C
oas | soy | g va,&tgﬂg%- . 0.46 104.67 231.23 2.20 1205 | 6296 | ., | <0.0001 (), 015
: + PhTx : ALAA (£0.02) 759 | 1983 | @01y | @ros) | @139 (ns), <0.0001 (=+¥)
e 'b(g;'y 04 rired _ 0.64 9.01 14.29 1.30 1ss | 6792 | )
o AR (£0.02) (+1.98) 345, | 0.24) | 069) | 1.26)
Ib only "
- (Is> 04 W RATEDS: . 0.36 438 12.04 143 750 | 6180 | <0.0001 (+*),
BoNT) ' (£0.03) (0.55) @105 | 0.13) | o051 | 048) <0.05(*), 0.82 (ns)
BONT-C
+ PhTx
Wt R27E00-
o+ 0.67 36.97 55.62 1.88 9.06 | -69.28
2E ey || L0 CALUUAS - (0.03) @167) | @248 | @017 | @o78) | @221 | B -
- wonly | o "éXLRjLEAOS?' . 0.42 20.51 49.55 1.92 755 | -6a48 | :8'8881 E;
+ PhTx ALAA (£0.03) (0.47) *338) | 0.07) | o085 | @154 D00 ()
S 20 rired _ 0.70 10724 | 15218 1.86 881 | -6524 | | )
y : A (0.03) *1069) | +16.26) | (0.14) | =0.94) | 2.09)
ONT-C
e bony | 5, "éXFf,LEAOS?' . 0.44 90.84 210.07 1.79 1085 | 6394 | . | <0.0001 (%), 041
+ PhTx : Ay (£0.02) @5.42) | @16.74) | 0.24) | 065) | @116) (ns), 0.34 (ns)
W, R27E09-
o+ 071 113.34 158.47 1.98 1124 | -68.79
E= lBay || & Erladlags - (+0.02) (+6.95) @963) | @021 | @112) | @205 | 18 -
BoNT-C
- oty | o e . 0.44 105.81 245.31 1.90 005 | 6297 | , | <0.0001 (), 0.64
+ PhTx ' Ay (£0.03) «7.10) | «1832) | @013 | o068 | 143 (ns), <0.0001 (=+¥)
Is only w;+;dHb9-
oF (b>Bo | 04 GAL4UAS- ; (+10'3016) («23'23) (fg'g% (+1d3129) (13'%) (f17 ';’39) 8 :
NT) BONT-C =0 = e =l = e
Is only e
- >80 | ., GWA'Dd/Tngs_- . 061 21.90 35.12 1.65 955 | -6381 | | <0.0001 (=), 0.23
NT) + : (£0.02) (*2.11) @227 | @012 | @130) | @207) (ns), <0.0001 (=+¥)
BONT-C
PhTx
W, +,dHbo-
N 1.20 88.62 74.63 1.21 654 | -67.28
AF ey | L Erladlags - (+0.04) (*4.72) @472) | @012) | @042) | @241 | © -
BoNT-C
or isony | G""/:'LE'J%QS'_ . 0.66 67.22 110.29 2.50 7.50 6623 | 4 Zg'gggi g:::g
+ PhTx Ay (0.08) (#5.31) «4.72) | @011 | @081 | 1.98) 2500
Wi +,dHbo-
o+ 1.26 136.03 114.11 1.42 752 | -69.92
2 sey || 2l R - (0.07) (+8.34) #5.97) | 0.29) | oee) | @267 | ° -
o sonly | 4o AT . | oeseo02 | 15428 225.12 1.77 854 | -6500 | o000 E;
+ PhTX ALIUA ) @2242) | @2027) | =0.24) | 076) | 209 o1 (o)
Wi+ ;dHDO-
o+ 1.27 132.46 104.89 1.38 1125 | -62.69
e sy || 60 CALUUAS - (0.03) @741 | @615 | @014 | coe2) | @255 | 12 -
W, +,dHbo- <0.0001 (*),
Is only 0.64 145.79 227.99 1.77 885 | -63.27
2F +phtx | 89 GAL4/UAS- * (+0.04) =1066) | @7.69) | @oor | @oos) | @247 | 10 | <0-01(7), <0.0001
BONT-C (omer)
P Value (significance): BRP
Figure | Label Genotype PhTx BRP mean int. | RBP mean int. | Cac mean int. n (puncta): BRP, RBP, Cac density (paired T-test), mean

(% change)

(% change)

(% change)

intensity of BRP, RBP, Cac
(Mann-Whitney -test)




3B Ib CacserP-N- 4.+ - - - - 283, 333, 305 -
SfTGFP- Kkkk Fkkk
3B 1A, 1b N-Gclchzn AP - 201.2 (+4.22) 126.1 (+3.89) 177.3 (+3.85) 238, 204, 252 <0'0001<(o.00)61< (()*'9*(1())1 e
3D Is CacSieFPN 4.4 - - - - 148, 113, 158 -
kkkk Fkkk'
3D i'fh:x caco PNt |+ 158.6 (+652) | 140.1(x3.32) | 138.4 (+3.77) 140,134,177 <O'°°Ol<(0_00)61<((’,;9,8§)1 =),
Figure Label Genotype PhTx Brp nanomod./Ring n (puncta) P Value (significance): Mann-Whitney test
4B Ib CacsiCFPN:4-+ - 5.25 (+0.20) 21 -
4B IIA, Ib Cacerer™ - 7.01 (+0.35) 12 0.0002 (***)
! N.GIURIIAP;+ ’ - ’
4H Is CacsCFPN: 44 - 4.56 (+0.21) 20 -
Is+ GFP-N.
4H PhTx CacsieFPN: -4 + 3.99 (+0.38) 8 0.2525 (ns)
: Cac/BRP Unpaired T-test ,P Value (significance): BRP
Figure Label Genotype PhTx C?ﬁ;gfa a?eR:(gg%) arearatio | n (puncta): BRP, Cac ring area (um?), RBP/BRP area ratio (%),
(%) nanomodules/ring,
23392 64359 36.11
f -N. -
s o Cacser 4+ i (+1267) @2507) | 1.317%) fEh A i
Cacsferp- 29872 78405 39.20
4C,D | WA D | N GiuRIAPS+ - (+1665) (+3469) | (+1.635%) 47,52 0.2821 (ns)
23712 44762 55.52
STGFP-N. 4 . _ -
i ® CRh (+1493) (+3269) | (x2.485%) Hh
Is + SIGFP-N. 4 - 17877 46429 39.68
A3 pprx | CACTTTEE * (+935.2) (+2864) | (+2.526%) 17,19 0.0003 (***)
. RBP/BRP Unpaired T-test ,P Value (significance): BRP
Figure Label Genotype PhTx R?E;;)ea aés:(::r?l%) arearatio | n (puncta): BRP, RBP ring area (um?), RBP/BRP area ratio (%),
(%) nanomodules/ring,
36219 62727 60.28
SFGFP-N.- 4 - _ _
4c,D b Cac™™ i+ (+1668) #3564) | (¢2.015%) 25,25
Cacs/erP- 48696 79621 62.26
4C,D AL N Gurpares |- (£2290) +3259) | (+1.365%) 42,42 0.6785 (ns)
SIGFP-N- 4 i 34545 55028 62.27 i
4,9 Is Cac™ ™4+ 2081) | @2738) | (+1.888%) 20,20
Is + SGFP L. 30459 50574 62.42
I ppry | G ] (+1568) @2468) | (x1.710%) 24,24 0.9932 (ns)
" [Ca?t] : Decay Rise Paired T-test, P Value (significance):
Figure Label (mM) Genotype PhTx Indicator dR/R (ms) (ms) n o 6 ineleiens
5B. C b 18 w;+;0K319-GAL4/UAS- : GCaMP8f 0.34 75.4 34.7 17 _
! ) Syt: mScarlet:: GCaMP8f ImScarlet (x0.01) (£3.1) (x1.4)
w; +; OK319-
s8,c | nab | 18 cALaGRIAMUAs: |- | PR S8 S e | <0.0001 (+++*)
Syt::mScarlet:: GCaMP8f " T "
S5E. F Is 18 w;+;0K319-GAL4/UAS- : GCaMP8f 0.76 78.8 34.7 19 _
! ) Syt::mScarlet:: GCaMP8f ImScarlet (x0.05) (£3.5) (x1.1)
Is + w;+;0K319-GAL4/UAS- GCaMP8f 0.79 81.1 32.0
5E.F | phrx 18 | syt'mscaret:Gcampst |+ | imscarlet | +0.03) | @23 | @o9 | 0.909 (ns)
Unpaired T-test, P Value
) [Ca?] Cum. . Rin Vrest - . '
Figure Label (mm) Genotype PhTx EPSC(-nA) Est. RRP size M) mv) n (S|gn|f|cance).s(ijzuem. EPSC, RRP
w;+;R27E09- 586.6 6.31 -66.78
gl )| ey e GAL4/UAS-BONT-C i @a7.72) | 237746 | 067y | @1s5) | P i
W;GIURIIAM3:R27E09- 351.4 5.81 -63.34 -
6A, B 1A, Ib 3.0 GALAUAS.-BONT-G - (233.22) 994.3(+94.01) 038) | @271) 12 <0.001 (**¥), 0.73 (ns)
w;+;dHb9-GAL4/UAS- 688.5 8.20 -65.99
6C, D Is only 3.0 o - (£70.56) 7197 #7375) | (5's6) | (s180) | 2° -
w;+:dHDb9-GAL4/UAS- 568.3 1566.00 7.25 -67.83
6C,D | Is+PhTx | 3.0 BoNT-C * (+85.00) (+160.4) *0.77) | @193 | © 0.28 (ns),<0.001 (***)




. Release site Unpaired T-test, P Value (significance):
Figure Label Genotype PhTx 4 Rin (MQ) Vrest (MV) n Rl
7A, B, L. 518.8 6.00 -67.8
c Ib w;+;R27E09-GAL4/UAS-BoNT-C (+47.72) (*0.5) (+1.02) 9 °
7A, B, W;GIURIIAP3;R27E09-GAL4/UAS- 794.4 5.6
& IIA, Ib BONT-C - (+60.76) (20.55) 66 (x0.83) | 8 0.0026 (**)
T i ) ) 329.1 7.5 j
7G, H, | Is w;+;dHb9-GAL4/UAS-BONT-C (*31.27) (+0.89) 66.9(£1.14) | 10
Is + - 533.3 55
7G, H, | PhTx w;+;dHb9-GAL4/UAS-BONT-C + (+61.83) (+0.37) -67.7(x1.47) 7 0.0057 (**)
. Unc13A mean int. Unc13A area P Value (significance): mean intensity of Unc13A (Mann-
AgiE <l Ceneipe DU (% change) (um?) i (L) Whitney test), Unc13A area (Mann-Whitney test),
0.073
SfGFP-N.- 4 - _ _ _
7E, F Ib Cac it (+0.003) 289, 151
CacseFP- 0.086 .
7E,F A, Ib N GIURIIAP:+ - 151.4 (+2.10) (+0.003) 232,158 <0.0001 (**): 0.0043 (**)
0.039
SIGFP-N. 4 . _ _ -
7K, L Is Cac aERE (+0.003) 123, 49
Is + fGFP-N. - 0.044 .
7K, L Phix Cac® it + 122.6 (+4.82) (£0.003) 124, 61 0.0039 (**); 0.3289 (ns)
% of Unpaired T-test, P
2+ _ . ,
Figure | Label [(snaM)] Genotype PhTx EGA-,'\-AA EPSC (nA) baseline (53) Vrest (MV) n Value (significance):
(-EGTA) % baseline (-EGTA)
Ib w;+;R27E09-GAL4/UAS- - 7.27
BAB | oniy — BoNT-C - 71.164(+4.06) - 0.51) | 6951 (1.02) | 17 -
Ib w;+;R27E09-GAL4/UAS- 61.00 6.44
8A, B only 1.8 BONT-C - 50 uM | -43.41 (x2.72) (24.10) (£0.57) -67.51 (+2.61) | 8 -
w;GIuRIIAPY3;R27E09- 7.52
8A,B | IIA Ib 1.8 GALMUAS-BONT-G - - -84.82 (+4.02) - (+0.68) -63.42 (+1.57) | 8 -
w;GIuRIIAP3;R27E09- 79.71 6.51
8A,B | 1A Ib 1.8 GALAUAS-BONT-G - 50 uM | -80.98 (+5.65) (+3.975) (£0.69) -65.88 (+1.24) | 14 <0.001 (**)
Is w;+;dHb9-GAL4/UAS- -145.80 6.74
e only L& BoNT-C ) ) (+6.13) ) (+0.81) Sl (ki) )
Is w;+;dHb9-GAL4/UAS- -108.05 76.11 7.78
8C.D only 18 BoNT-C ) 50 uM (+5.28) (+3.926) (+0.95) -64.27 (£2.84) | 10 )
Is + w;+;dHb9-GAL4/UAS- - 9.24
8C.D | phry | 18 BoNT-C * - 152.80(+8.50) - (+0.88) | -67-851.79) | 8 -
Is + w;+;dHb9-GAL4/UAS- 58.38 7.76
8C,D PhTx 1.8 BONT-C + 50 uM | -88.55 (+3.90) (2.962) (£0.61) -68.82 (+1.82) | 10 <0.001 (**)
Figure Label Genotype | +PhTx merﬂﬁgsBRP total BRP rings | n (boutons) Unpaired T-test, P Value (s’\:i;/lrjjlflcance): Brp puncta #/M6
S1B Ib wiiie - 3.947 (+0.4152) 18.89 (+1.139) 25 -
S1B 1A, Ib GIuRIIAP* - 5.267 (+0.4306) 18 (+1.480) 15 <0.0001 (****)
S1D Is wiiie - 1.156 (+0.1687) 6.750 (+0.5803) 39 -
S1D P'i;x wiie + 1.650 (+0.2325) 7.650 (+0.5771) 27 0.1188 (ns)




