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Supplementary figure legends

Figure S1. Schematic representation of the MPR recycling assay. Cells are incubated
with an anti-MPR antibody (panel I) at 37°C for 4 h to allow internalization and recycling of
antibody-tagged MPRs (yellow), which are then detected by confocal microscopy after

staining with fluorochrome-labelled secondary antibodies (magenta) (panel Il).

Figure S2. The MPR is required for LG biogenesis and CTL activity. (A) Immunoblot
analysis of MPR in representative matched ctr and MPR KD CTLs with respective loading
control (actin). The migration of molecular mass markers is indicated. The quantification of
MPR in CTL lysates is reported in the table (n=4; mean fold £ SD, one sample t test). (B,C)
Immunofluorescence analysis of GZMB-mCherry and TGN38 (B) or LAMP1 (C) in MPR KD
CTLs. The graphs show the quantification using Mander’s coefficient of the weighted
colocalization of GZMB-mCherry and TGN38 (B) or LAMP1 (C) in either ctr or MPR KD
CTLs (=35 cells from 3 independent experiments; mean fold + SD, unpaired t test). (D) Flow
cytometry analysis of cytotoxicity of CFSE-stained ctr or MPR KD CTLs co-cultured with Raji
cells loaded with SAg at the 1:10 target:CTL ratio for 4 h. The histograms show the
percentage (%) of target cells lysed (n=7; ANOVA). (E,F) RT-qPCR analysis of TFEB and
TFEB-regulated (E) and LG component (F) genes in ctr and MPR KD CTLs (n=3; one
sample t test). The relative abundance of gene transcripts was determined on duplicate
samples using the AACt method and was normalized to human 18S. The data (mean + SD)
are expressed as normalized fold expression in MPR KD versus control, with the expression
in control cells set for each gene as 1 (black line). *P < 0.05; **P < 0.01; ***P < 0.001; ****P

< 0.0001.



®

Golgi

apparatus _ () (@)

L

Early
endosome

f)\-

RN
ce
00
Lat )
(O  endosome

@

Lysosome

¥

MPR

Golgi

Early
endosome
apparatus O

\( | |
O o endL:st:me |\ «

Lysosome

Supplementary Figure 1

MPR



s
P
o ‘“? 0.5  kkkk 1.0 a
o
— W - = o o
250 £ 04 % £
WB anti-MPR 3 Sa
£2 03{ § o G = o
4, - - 3e e T 834 ¢
s = 0.2 L o
WB anti-actin SN o 3 g
5 © 0.1{—0; °oo0 5 .
g 1 0353 s %118 . =
(]
gl t- 4 0.0- 00—
= 0 0.091 ctr MPRKD ctr MPRKD
*+%0<0.01
E F
30+ 2- 4
s [ ctr, no sAgs .
— 1 MPRKD, no sAgs . * -
S EEE ctr, + sAgs R -1[_:'_[ § T 5
0 EZE MPRKD, + sAgs ? =@ ® =9 N
= Y 532 | {
& SeE ctr ge gl
5 <; 2 goe &
= ZQ ZQN
X 2 Sos 2 24 ctr
E ¢ E T
0

D NP P © & ot
«{‘}@e ® SN S

Supplementary Figure 2



abdhwWN =

© 00 N O

Supplementary tables

Table S1. List of the primary antibodies used in this work

Antibody ngi:e Compan Catalog | Dilution | Dilution | Dilution
(anti-) ps pany number wB IF FC
Actin mouse | Millipore #MAB1501 1:10,000 - -
GFP mouse | Invitrogen #A11120 - - 1:100
GZMB-FITC | mouse | BD Pharmingen #560211 - 1:20 -
IFT20 rabbit | G.J. Pazour* - 1:500 - -
LAMP1 mouse | Millipore #328602 - 1:400 -
LAMP1-647 | mouse | BioLegend #328612 - 1:150 -
MPR rabbit | Abcam #ab32815 - 1:400 -
mTOR rabbit | Cell Signaling #2972 1:1,000 - -
pmTOR . . . ] i i
(Ser2448) rabbit | Cell Signaling #2971 1:1,000
PRF-488 mouse | BioLegend #308108 - 1:50 -
RFP rabbit | ockland #60307'301 ] - 1:100 -
Immunochemicals
TFEB rabbit | Cell Signaling #37785 1:1,000 - -
TGN38 mouse | Santa Cruz #5c-166224 . 1:300 .
Biotechnology

*Program in Molecular Medicine, University of Massachusetts Medical School, Worchester,
MA 01605, USA.




40
41

42

Table S2. List of the primers used in this work

Oligo Forward 5’-3’ Reverse 3’-5’ Description
name
CEnTTe AGCACCGACTCGGTGCCA | gRNA
reverse :
. CT production
primer
ttaatacgactcactataggGGGCG
GFP AGGAGC gRNA
gRNA TGTTCACCGttttagagctagaaa production
tagc
ttaatacgactcactataggGAGTG
IFT20 TAGCC gRNA
gRNA CTGCTTCACCCGttttagagcta production
gaaatagc
gRNA
sequence
IFT20 GAGTGTAGCCCTGCTTCA cloned into
gRNA CCCG pSpCas9(B
B)-2A-GFP
plasmid
AACCAGGAACCATGTGCC | GGCTTCCAGAATCTCCATT | gPCR
GZMA ,
AA GC primer
GZMA AAGAAATGCAGGGGTCTC | GAGCTGAGGATGTGGTCT ChIP primer
AGC CcC
GZMB TCAAAGAACAGGAGCCGA | TTGGCCTTTCTCTCCAGCT | gPCR
C G primer
GZMB 'CI':GTCCAGAGAGCCACACTT 'IC;ETAACAGAATTGGGCACG ChIP primer
PRE CCTGCAGTCACAGCTACA | GGGGCTCCAGTTAAGGCA | gPCR
CA A primer
AAATCACACGGCTTCTGG | ATGAGCCCCAAAGTGTGA :
PRF ChIP primer
GG CcC
GACGAGAATCCAGGACTT | GGGCAGATTCCTGTCAAG | gPCR
SRGN ,
GAA AG primer
SRGN SSGTTTCACGGTGTTAGC 'IC':(AJ\TGGAGGACTAAGGCTC ChIP primer

4
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GGATAAGCCCACCCAGAG | ACAGATCTGCTGGGCAGT | gPCR
GNLY ,

AAG TT primer

AGACCACCCCTTCCTCCTT | ACTCCAGCTCAAAACAAAC :
GNLY c AAACA ChIP primer

GGAGTACCTGTCCGAGAC | GGGCTATTGGGAGCACTG | gPCR
TFEB ,

CT TT primer

CCGCGGTGTCTTCTTCGT | TAGAGACAGCGGGCGTTA | gPCR
LAMP1 ,

G CC primer

CCAGTGCTTCACAGTCGTC | CACGTAGGTGCTGGACTT | gPCR
CTSD ,

T GT primer
CTSD GCAGCTTCCAGGTCATAG | CTGACCTCAGGTGATCTG ChIP primer

GG CcC
188 COCCOCTAGAGBTEAMT | cTTeaCAMATGETTTCGE gﬁrgeRr




