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Figure S1. Kinetic data from Tau RD P301S FRET biosensor screen. A semi-high throughput Tau RD P301S FRET
biosensor assay was used to screen 49 molecular chaperones from five chaperone families were screened for their effects
on tau seeding. For each chaperone, FRET intensity within the total cell area at 60 hours was normalized to EV control
to calculate the relative %FRET signal. Kinetic data show the average of 2 independent experiments as %FRET + S.E.M.
for chaperone members of the (A) DnaJ family, (B) Hsp90 and Hsp90 cochaperone families, (C) FKBP family, (D) Hsp70
family, and (E) sHsp family compared to their EV control, respectively. Data analysis was performed by repeated
measures ANOVA with a Greenhouse-Geisser correction over the course of the experiment across each family of
chaperones, except for Hsp90 and Hsp90 cochaperones, which were combined. Within subjects ANOVA showed the
Dnal group [F(20.532,111.991)=3.415], FKBP group [F(24.705,133.028)=1.794], Hsp90 and Hsp90 cochaperone group
[F(17.779,98.770)=6.090] and Hsp70 group [F(24.705,133.028)=1.794] were all significant on tau seeding. Within each
group, Dunnett’s post hoc test revealed individual chaperone members with significant effects on tau seeding in Dnal
(DnaJA2, DnalB1 and DnaJB6b), Hsp90 and Hsp90 cochaperone (Hsp90a) and FKBP (FKBP19) groups. The 60-hour
timepoint from these data are displayed as bar graphs in Figure 2 to display significance.
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Figure S2. DnaJB6b decreases tau recovered from the pellet. Tau expression was induced by tetracycline for 48 hours in
iHEK P301L, followed by transfection of DnaJB1, Dnal]B6b, or EV for 48 hours prior to harvesting for analysis. Pellets were
re-solublized and analyzed by western blot as shown.




Table S1. Summary of statistical analysis.

Figure Type of Test Factor Group Statistical Value P value Post Hoc p<0.05
Within Subjects Dnal F(20.532,111.991)=3.415 0.000 DnaJA2, DnalBl1,
Repeated DnaJB6b
measures Time FKBP F(24.705,133.028)=1.794 0.019 FKBP19
2A-E | ANOVA with | Elapsedx | Hsp90and | F(17.779,98.770)=6.090 0.000 Hsp90a
/81 Greenhouse- | Chaperone Hsp90
Geisser cochaperone
correction Hsp70 F(24.705,133.028)=1.794 0.033 None
sHsp F(14.108,77.591)=1.103 0.369 None
3B Chaperone Dnal F(3,4)=240.9 <0.001 DnaJA2, DnalB1,
DnaJB6b
3B Hsp90, F(2,3)=17.52 <0.05 None
Hsp90
One-way cochaperone,
ANOVA and FKBP
4B Chaperone Dnal F(3,4)=20.07 <0.01 DnalB1 and
DnaJB6b
5B Chaperone | iHEK P301L F(2,9)=7.443 <0.05 DnalB6b
5D Chaperone | iHEK WT F(2,9)=19.97 <0.001 DnaJB6b
5F Chaperone iHEK F(2,9)=12.05 <0.05 DnalB6b
AK280
6B Two-way Chaperone Inhibitors F(1,8)=32.46 <0.05 DnaJB6b DMSO and
ANOVA DnaJB6b Leup




Table S2. Summary of plasmids used in experiments.

Plasmid Name Alternative Names Vector Backbone Tags Source or Reference
Hsp90a HSP90AA1 pCMV6 N-FLAG Dr. Leonard Neckers
Hsp90p HSP90ABI pCMV6 N-FLAG Dr. Leonard Neckers

Grp9%4 HSP90BI1 pCMV6 Generated by our lab
Hsp70 HSPAI1B/Hsp72 pCMV6 [30]
Hsc70 HSPAS8/Hsp73 pCMV6 [30]
BIP HSPA5/Grp78 pCMV KDEL C-Myc [100]
Hsp70 -14 HSPA14 pCDNAS FRT/TO/VS [101]
Hsp70 - 6 HSPAG6/HSP70B pCDNAS FRT/TO/VS [101]
Hsp70 HSPA1A/Hsp72 pCDNAS FRT/TO/VS [101]
p23 Prostaglandin E pCMV6 [102]
synthase 3
Ahal AHSA1/p38 pCDNA 3.1 [40]
Cdc37 pCMV6 [102]
PP5 PPP5C pCMV6-SPORT6 Generated by our lab
CHIP STUBI pCDNA3.1 [103]
HOP HOPX pCMV6 Generated by our lab
DnalJAl HDJ2 pCMV6 N-FLAG [64]
DnaJA2 pCMV6 N-FLAG Subcloned into pCMV6 from
cDNA [101]
DnalA4 pCMV6 N-FLAG Subcloned into pCMV6 from
cDNA [101]
DnalBl1 HDIJ1 pCMV6 N-FLAG Subcloned into pCMV6 from
cDNA [30]
DnalB2A pCMV6 N-FLAG Subcloned into pCMV6 from
cDNA [101]
DNAJB4 pCDNA5 FRT/TO/V5 [101]
DnalB6B MRJ pCMV6 N-FLAG Subcloned into pPCMV6 from
cDNA [101]
DnaJB9 MDG1/ERDj4 pCMV6 N-FLAG Subcloned into pCMV6 from
cDNA [101]
DnalC5 CSPa. pCMV6 N-FLAG [30]
DnalC7 TPR2 pCMV6 [30]
DnaJC8 SPF31 pCMV6 N-FLAG [30]
FKBP12 FKBP1A pCMV6 N-FLAG Generated by our lab
FKBP12.6 FKBP1B pCMV6 Generated by our lab
FKBP13 FKBP2 pCMV6 C-FLAG Generated by our lab
FKBP19 FKBP11 pCMV6 C-FLAG Generated by our lab
FKBP22 FKBP14 pCMV6 Generated by our lab
FKBP23 FKBP7 pCMV6 C-FLAG Generated by our lab
FKBP25 FKBP3 pCMV6 C-FLAG Generated by our lab
FKBP36 FKBP6 pCMV6 Generated by our lab
FKBP38 FKBPS8 pCMV6 Generated by our lab
FKBP51 FKBPS5 pCMV6 [104]




FKBP52 FKBP4 pCMV6 [104]
FKBP60 FKBP9 pCMV6 C-FLAG Generated by our lab
FKBP133 FKBP15 pCMV6 C-FLAG Generated by our lab
HspBl1 Hsp27 pCDNAS FRT/TO [105]
HspB2 pCDNAS5 FRT/TO [105]
HspB3 pCDNAS FRT/TO [105]
HspB4 pCDNAS FRT/TO [105]
HspB5 CRYAB/aB-crystallin pCDNAS FRT/TO [105]
HspB6 pCDNAS FRT/TO [105]
HspB7 pCDNAS FRT/TO [105]
HspB8 Hsp22 pCDNAS FRT/TO [105]
HspB9 pCDNAS FRT/TO [105]
HspB10 pCDNAS FRT/TO [105]
P301L 4RON Tau pET-28a 6x His Generated by our lab
P301L 4RON Tau pCMV6 Generated by our lab
empty vector PCMV6 Origene, #RC223397
empty vector PCMV6 N-FLAG Origene, #PCMV6XL6
empty vector pCDNAS FRT/TO Invitrogen #V6520-20
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