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Flow cytometry fluorophores

Specificity Fluorophore/Tag | Dilution Clone Supplier

IgD BUV395 1:200 11-26¢.2a BD Biosciences
Cb44 BUV737 1:400 IM7 BD Biosciences
CD95 BUV805 1:200 Jo2 BD Biosciences
CD38 BV421 1:400 90 BioLegend

GL7 eFluord50 1:500 GL7 ThermoFisher
CDh4 BV510 1:200 GK1.5 BioLegend
B220 BV570 1:400 RA3-6B2 BioLegend
CD8a BV605 1:200 53-6.7 BD BioSciences
TCRpB BV786 1:200 H57-597 BD BioSciences
CD19 AF488 1:600 6D5 BD BioSciences
OVA Biotin 1:3000 - Made in-house
SAv PE CF594 1:1200 - BD BioSciences
PD-1 PE Cy7 1:400 29F.1A12 BiolLegend
Bcl6 AF647 1:50 K112-91 BD Biosciences
MHC-I:SIINFEKL tetramer | PE 1:800 . 2;';?:3?:?
Zombie NIR Live Dead NIR 1:2000 - BiolLegend
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Flow Cytometry gating strategy
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6-0O-Docosanoyl-2,2',3,3',4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose (9)

"H NMR, 500 MHz, CDCl;
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6-0O-Docosanoyl-2,2',3,3,4,4' -hexa-O-trimethylsilyl-a,a’-D-trehalose (9)
13C NMR, 125 MHz, CDClj
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6-0O-(p-(Octadecyloxy)benzoyl)-2,2',3,3,4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose (10)

"H NMR, 500 MHz, CDCly

3.6 34

3.8

4.0

4.2

4.6

4.8

5.0

f1 (ppm)

N

JU///

]

Feser |

Fooe [

WB.R I

Feozt

w/. 0LC

m\. 980

o

Fect

Fort

65T |
€5

m\.wwo L

-1.0

6.0

6.5

T T T T L B — T
9.0 8.5

12.0 11.5 11.0 10.5 10.0 9.5

-2.0

-1.5

0.0

5.5

7.5

8.0

-0.5

0.5

1.0

7.0

f1 (ppm)

S6



S & o o ¥ ©1n STpeNevomNn SROTNSORN N ®ogsan

O O (2] o - T < ™ NANN——0M— NoOOoOToOOOTO N T ..

— - — — — a ~ NNNNNOOO MmMAaNANANANANN - - 00O

[ I I I ' = e
6-0O-(p-(Octadecyloxy)benzoyl)-2,2',3,3',4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalos€ (10)
13C NMR, 125 MHz, CDClg
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6-O-Docosanoyl-6'-O-(hex-5-enoyl)-2,2',3,3,4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose (6a)

"H NMR, 500 MHz, CDCly
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6-0-Docosanoyl-6’-0-(hex-5-enoyl)-2,2’,3,3’,4,4’-hexa-0-trimethylsinI-a,a’-D-trehiIose (6a)
3C NMR, 125 MHz, CDCly
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6-O-Docosanoyl-2,2',3,3,4,4 -hexa-O-trimethylsilyl-6'-O-(undec-10-enoyl)-a,a -D-trehalose (6b)

"H NMR, 500 MHz, CDCl,
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6-0O-Docosanoyl-2,2,3,3",4,4' -hexa-O-trimethylsilyl-6"-O-(undec-10-enoyl)-a,a}-D-trehalose (6b)
13C NMR, 500 MHz, CDClj
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6-0O-Docosanoyl-6"-O-(pentadec-14-enoyl)

"H NMR, 500 MHz, CDCl;

©
o

N

a

14

f1 (ppm)

Tm.mo

H\. om.m.

Tm.mm.

I see

Fvoz

Hx 15°%[

f1 (ppm)

S12



114.3

N
<
~—
i

N

—173.9
— 166.4
— 163.2
—139.3
—131.9
—122.3
—94.7
73.8
73.6
729

6-O-Docosanoyl-6"-O-(pentadec-14-enoyl)-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a'
13C NMR, 125 MHz, CDCly

D-trehalose (6¢)
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6-0-(Hex-5-enoyl)-6"-O-(p-(octadecyloxy)benzoyl)-2,2",3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose (7a)

"H NMR, 500 MHz, CDCl;
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6-0-(Hex-5-enoyl)-6’-0-(p-(octadecyloxy)benzoyl)-2,2’,3,3’,4,4’-hexa-O-trimethylslyl-q,a’-D-trehaIose (7a)

3C NMR, 125 MHz, CDCly
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6-O-(p-(Octadecyloxy)benzoyl)-2,2',3,3",4,4'-hexa-O-trimethylsilyl-6"-O-(undec-10-enoyl)-a,a -D-trehalose (7b)

"H NMR, 600 MHz, CDClj
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6-O-(p-(Octadecyloxy)benzoyl)-2,2',3,3",4,4 -hexa-O-trimethylsilyl-6' -O-(undec-104noyl)-a,a’-D-trehalose (7b)
13C NMR, 150 MHz, CDClj4
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6-O-(p-(Octadecyloxy)benzoyl)-2,2',3,3,4,4 -hexa-O-trimethylsilyl-6"-O-(pentadec-14-enoyl)-a,a’-D-trehalose (7c5

"H NMR, 500 MHz, CDCl;
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6-O-(p-(Octadecyloxy)benzoyl)-2,2',3,3,4,4' -hexa-O-trimethylsilyl-6"-O-(pentadec-1fl-enoyl)-a,a -D-trehalose (7¢c)

13C NMR, 125 MHz, CDClj4
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Bis(6-O-Docosanoyl-2,2',3,3",4,4' -hexa-O-trimethylsilyl-a,a’-D-trehalose-6"-yl) (E/Z)-dec-5-enedioate (16a)

"H NMR, 500 MHz, CDClj
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Bis(6-O-Docosanoyl-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose-6'-yl) (E/Z
13C NMR, 125 MHz, CDClg

+dec-5-enedioate (16a)
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Bis(6-O-Docosanoyl-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose-6"-yl) (E/Z)-eicos-10-enedioate (16b)

"H NMR, 600 MHz, CDClj
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Bis(6-O-Docosanoyl-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a -D-trehalose-6"-y1) (E/Z)-eicos-10-enedioate (16b)
13C NMR, 150 MHz, CDClg
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Bis(6-O-Docosanoyl-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose-6"-yl) (E/Z)-octacos-14-enedioate (16c)

"H NMR, 600 MHz, CDClj
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Bis(6-O-Docosanoyl-2,2',3,3",4,4' -hexa-O-trimethylsilyl-a,a’-D-trehalose-6'-yl) (E/Z)-octacos-14-enedioate (16c)
13C NMR, 125 MHz, CDCl;
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Bis(6-O-(p-(Octadecyloxy)benzoyl)-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a -D-trehalose-6"-yl) (E/Z)-dec-5-enedioat
"H NMR, 500 MHz, CDCl;
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Bis(6-O-(p-(Octadecyloxy)benzoyl)-2,2",3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehaldse-6"-yl) (E/Z)-dec-5-enedioate (17a)
3C NMR, 125 MHz, CDCly
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Bis(6-O-(p-(octadecyloxy)benzoyl)-2,2",3,3,4,4' -hexa-O-trimethylsilyl-a,a -D-trehalose-6"-yl) (E/Z)-icos-10-enedioate (17b)

"H NMR, 500 MHz, CDCls

|

N
~

23"

ot

s 797 7

7

o 0£°9
¥ 80'C

Wy |
m €€9
vy

8¢t

" 00z |

=90t

FesT |

= 10v

= 0

19°/1 |
T'9€
9'/T |
6.1
LLT

T T T 1
10.0

11.0

9.5

10.5

12.0 11.5

f1 (ppm)

S28



—173.9
_—166.4
—163.2
1319
~130.4
—122.3
—114.2

Bis(6-O-(p-(octadecyloxy)benzoyl)-2,2,3,3",4,4' -hexa-O-trimethylsilyl-a,a -D-trehal
3C NMR, 150 MHz, CDClg

bse-6"-yl) (E/Z)-icos-1 O-enLdioate (17b)
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Bis(6-O-(p-(octadecyloxy)benzoyl)-2,2",3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalose-6'-yl) (E/Z)-hex-5-enedioate|(17c)

"H NMR, 500 MHz, CDCl;
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Bis(6-O-(p-(octadecyloxy)benzoyl)-2,2',3,3",4,4 -hexa-O-trimethylsilyl-a,a’-D-trehalpse-6"-yl) (E/Z)-hex-5-
enedioate (17c)
3C NMR, 125 MHz, CDCl;
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Bis-(6-O-docosanoyl-a,a -D-trehalose-6"-yl) (EfZ)-dec-5-enedioate (3a)

H NMR, 500 MHz, ds-pyridine
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Bis-(6-O-docosanoyl-a,a’-D-trehaloge-6"-yl) (E/Z)-dec-5-enedioate (3a)
3C NMR, 125 MHz, ds-pyridine

22"

RORON RO P

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
220 210 200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 0 -10 -20
f1 (ppm)

S33



98°0 1
88°0 1
68°0 1
91T
NS
81T
8T°T 1
6T°T 1
6T°T 1
0T'T
12T
TTT
TTT A

€71
sz'T
[T1
87’1
1T
1T
zeT
5T
st
o1
LT
091
09T -
29T
£9'7 1
b9'T
1€
zeT
ze
€6z
£z
be'T
be'T
sz
LT
6T
0z
1€
ey
ey
£ey

~

I

e

1784

9L'Y 1
8/'%
€8'v ]
€8t
S8 1
S8'b ]
66t 1
00°S 1
00°S 1
T0°S
¢0°S
20°'S 1
80°S 1
60°S 1
60°S 1
0T'S
0TS 1
0TS 1
T1°S
TT°S 1
¢S'S
06°S 1

06°G -

Bis(6-O-docosanoyl-a,a’-D-trehalose-6"-yl) (E/Z)-icos-10-enedioate (3b)

H NMR, 600 MHz, ds- pyridine

H/ 92’9

16°€6
F Ce8

8p'c |

m\ 0’8 |

B anen |
00t
H/.

[ 4

¥ Eb'v |

wﬂ S6'b
1401
+0'8

A 967

= 00F |

-1.0

-0.5

T T T T T T T T T T T T T T T T T T T T T
80 75 7.0 55 50 45 3.0 2.5 2.0

12.0 11.5 11.0 10.5 10.0 9.5

-2.0

-1.5

0.5

1.0

3.5

4.0

6.5

8.5

9.0

0.0

1.5

6.0

f1 (ppm)

S34



i i

< — N

N ) O

— — (&)}
I I I

Bis(6-O-docosanoyl-a,a -D-trehalose-4 -yl) (E/Z)-icog-10-enedioate (3b)
13C NMR, 150 MHz, ds- pyridine
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Bis(6-O-docosanoyl-a,a -D-trehalose-6-yl) (E/Z)-octacos-14-enedioate (3c)

H NMR, 500 MHz, ds-pyridine
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Bis(6-O-docosanoyl-a,a -D-trehalose-6-yl) (E/Z)-octacos-14-enedioate (3c)
3C NMR, 125 MHz, ds-pyridine
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Bis(6-O-(p-(octadecyloxy)benzoyl)-a,a -D-trehalose-6"-yl) |(E/Z)-dec-5-enedioate (4a)

"H NMR, 500 MHz, ds-pyridine
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Bis(6-0-(p-(octadecy|oxy)benzoyl)-c(,a’-D-trdfhalose-5’-yl) (E/Z)-dec-5-enedioate (4a)
13C NMR, 125 MHz, ds-pyridine
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Bis(6-O-(p-(octadecyloxy)benzoyl)ra,a’-D-trehalose-6"-yl) (E/Z)-icos-10-enedioate (4b)

H NMR, 600 MHz, ds-pyridine
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Bis(6-O-(p-(octadecyloxy)benzoyl)-a,a -O-trehaldgse-6"-yl) (E/Z)-icos-10-enedioate (4b)
13C NMR, 150 MHz, ds-pyridine
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Bis(6-O-(p-(octadecyloxy)benzoyl)-a,a’-D-trehalose-6]-yl) (E/Z)-octacos-14-enedioate (4c)

H NMR, 500 MHz, ds-pyridine
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Bis(6-O-(p-(octadecyloxy)benzoyl)-a,a’-D-trehalose-§ -yl) (E/Z)-octacos-14-enedioate (4c)
13C NMR, 125 MHz, ds-pyridine
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2,2 ,3,3,4,4 -Hexa-O-trimethylsilyl-6,6 -di-O-(undec-10-enoyl)-a,a -D-trehalose (18)

"H NMR, 500 MHz, CDCl;
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2,2,3,3,4,4 -Hexa-O-trimethylsilyl-6,6 -di-O-(undec-10-enoyl)-a,a’-D-trehalose (18)

'3C NMR, 125 MHz, CDCl3
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2,2 ,3,3,4,4 -Hexa-O-trimethylsilyl-a,a’ -D-trehalose-6,6"-diyl (E/Z)-icos-10-enedioate (19)

'"H NMR, 600 MHz, CDClg
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2,2',3,3',4,4 -Hexa-O-trimethylsilyl-a,a’-D-trehalose-6,6"-diyl (E/Z)-icos-10-enedioate (19)
3C NMR, 150 MHz, CDClj4
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a,o’-D-Trehalose-6,6'-diyl (E/Z)-icos-10-enedioate (5)

H NMR, 600 MHz, d5-pyridine
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o,a’-D-Trehalose-6,6"-diyl (E/Z)-icos-10-enedioate (p)
3C NMR, 150 MHz, ds-pyridine
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