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Nucleic acid signaling reporter cell lines
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e THP-1 Dual™ KO-TBK1 Cells NEW
e THP-1 Dual™ KO-IRF3 Cells NEW

THP1-Dual™ KO-TBK1 #&& U THP1-Dual™ KO-IRF3 #fatkid. ZMnZ 11 TBKI
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Validation of KO-TBK1 and KO-IRF3 Cells

THP-1 Dual"Cells Figure 1: 2'3-cGAMP-induced

160 Read-out: Lucia 2.0 Read-out: SEAP  IRF or NF-kB responses in

THP-1 Dual™-derived cells.

2x10° THP1-Dual™ (WT), KO-

TBK1 or KO-IRF3 cells were

1.59 incubated with 30 pg/ml 23~

cGAMP (STING agonist). After

overnight incubation, ISG and

NF-«B induction were assessed

by measuring the activity of

Lucia luciferase and SEAP in

the cell supernantant using

QUANTI-Luc™ and QUANTI-

Blue™ Solution, respectively.

Activity fold increase over non-

induced cells (Lucia luciferase

readout) or reading of optical

o density (OD) at 630 nm (SEAP
readout) are shown.
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/ Differential responses depending on the RIG-I agonist and transfection reagent

Nucleic acid signaling reporter cell collection

* RAW-Lucia ISG™ KO-TBK1
o RAW-Lucia ISG™ KO-TREX1

e RAW-Lucia ISG™ KO-cGAS
o RAW-Lucia ISG™ KO-IF116
o RAW-Lucia ISG™ KO-IRF3
o RAW-Lucia ISG™ KO-IRF5
o RAW-Lucia ISG™ KO-IRF7
e RAW-Lucia ISG™ KO-MAVS
e RAW-Lucia ISG™ KO-MDA5
e RAW-Lucia ISG™ KO-RIG-I

e THP-1 Dual™ KO-cGAS
e THP-1 Dual™ KO-IFI16
e THP-1 Dual™ KO-MyD
e THP-1 Dual™ KO-STING
e THP-1 Dual™ KO-TREX1
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QUANTI-Luc™ & 3835 K O QUANTI-Blue™ #& VAR & A LN Cififg &
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RAW-Lucia ISG™ KO #fifzl& Zeocin™ ICit1EA D . THP1-Dual™ KO
HREIE Zeocn™B LU T A M A D VICTMEND ) F T,

FEAELE InvivoGen #7075 A b ETBEBIIEEL,

PRODUCT QUANTITY CAT. CODE
THP-1 Dual™ KO-IRF3 cells 3-7x10%cells thpd-koirf3
THP-1 Dual™ KO-TBK1 cells 3-7x10¢cells thpd-kotbk
RELATED PRODUCTS

PRODUCT DESCRIPTION CAT. CODE
2'3-cGAMP mammalian cyclic dinucleotide tlrl-nacga23-02
3p-hpRNA 5" triphosphate hairpin RNA tirl-hprna
5'ppp-dsRNA 5'triphosphate double stranded RNA tirl-3prna

@ www.invivogen.com/ko-cell-lines
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Nucleic acid signaling inhibitors
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e RU.521
e H-151 NEW

e BX795
e MRT67307 NEW

TBK1/IKKe inhibitors

BX795 I&. IKK B:&EF 7 —+ TBK1 B KU IKKe D3HEMAERITHY . &
5755 RFEEESLVISG (12— 7 1 O VEEISEET) RIREREL
£9 (M3), BEEAC &IT, BX795 IFBEMNG IKKa/IKKBFF+—CD5E
M RIEERICPEE T BTedd. FHUC K 2T NF-k BERERFDIEM.EA SIS
S5NET (K3,

MRT67307 (£, IKK BE:&EFF—+ TBK1 KLU IKK e D5&FIH DEFEM R E
EHTHY., T555 IRFIEESLU ISGCHERZHITET (K 3), MRT67307
& TND KT B BX795 LIFRGEY, 1REMN IKKa/IKKB FF+—LFIciE

SR 5 Z 150N s, NF-k B DFEMICIFEERIFLEEA 2 (F3),
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cross-talk within the IKK family controls innate immunity. Biochem. J. 434:93. 3. Vincent J. etal.,
2017. Small molecule inhibition of cGAS reduces interferon expression in primary macrophages from
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Figure 3: Inhibition of

1007 715 3p-hpRNA-induced

responses in THP1-

g 807 T Dual™ Cells: 2x10°

2 40- 109 THP1-Dual™ cells were

8 8 transfected with 1 pg/

% 40 S ml 3p-hpRNA/Lyovec™

s 0.5 3 with or without 1 pg/ml

X 20- BX795 or 3 pg/ml MRT-

67307. After overnight

0- m— L0.0 incubation, activation

4<\c§ /\q‘/) rbQ/\ _,\@ /\of’) rbQ’\ of IRF or NF-«B was

P QE“ Q o ® Q>+ & assessed by measuring

O\Q Q:\ Q\<\ é\ Lucia luciferase or SEAP
ORI S

activity inthe supernatant.

G3-YSD

2 2'3-cGAMP Figure 4: Inhibition of
100 (v-form DNA) DNA-induced responses in
RAW Lucia"™ ISG Cells: 10°
o 80 RAW-Lucia™ 1SG cells were
2 transfected with 1 pg/ml
§ 60 G3-YSD/LTX or incubated
g with 20 pg/ml 2'3-cGAMP
% 40 in the presence or absence
> of 2.5 pg/ml RU.521 or 130
X 20- ng/ml H-151, respectively.
After overnight incubation,
0 IRF activation was assessed
-6@ (/)q/'\f -b{@ \c)'\ by measuring Lucia luciferase
N N N K activity inthe supernatant.
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PRODUCT TARGET QUANTITY CAT. CODE
BX795 TBK1/IKKe 5mg tlrl-bx7
H-151 STING 10 mg inh-h151
MRT67307 TBK1/IKKe 10mg inh-mrt
RU.521 cGAS 2mg inh-ru521
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5'ppp-dsRNA  3p-hpRNA 5'ppp-dsRNA  3p-hpRNA

LTX LTX LTX LTX LTX LTX 3
2500 7 4007 1.57 Lucia™ISG, KO-TBK 1 or KO-IRF3 cells (a, b) or 2x10°
2000 4 _ THP1-Dual™, KO-TBK1 or KO-IRF3 cells (c-d) were
o 300+ X transfected with 1 pg/ml 3p-hpRNA or 5'ppp-dsRNA
1500 § 2001 8 complexed with Lyovec™ (a) or LTX (b-d). After
- 2 00 T 8 overnight incubation, ISG induction was assessed
1000 1 o 100 -+ > 1.0+ by measuring bioluminescent activity of the Lucia
£ r 2 luciferase in the supernantant using QUANTI-Luc™.
750 g § Activity fold increase over non-transfected cells is
G 407 v shown (a-c). The NF-kB activity in THP1-Dual™-
] § T @ ] derived cells was assessed by measuring the SEAP
00 1 n g 00 activity in the supernanant using QUANTI-Blue™
< 504 z Solution. Reading of optical density (OD) at 630 nm
250 1 is shown (d).
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5'ppp-dsRNA  3p-hpRNA

Figure 2: RNA induction of ISG or NF-kB in RAW-
Lucia™ ISG or THP1-Dual™-derived cells. 10° RAW-
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Obstacles to successful nucleic acid transfection
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Nucleus Production of type l interferons Successful transfection

What is NATE™ ?
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PRODUCT QUANTITY
NATE™ 1 ml (~100 reactions)

CAT. CODE

lyec-nate

@ www.invivogen.com/nate

Europe Tel:+335627169 39
Tel: +1 888 457 5873

InvivoGen

Asia Tel: +852 3622 3480

LEEFMREL T COBRAIICERKZSHFENI ETLE D, TORIZ NATEVEHELDTY,

Increased DNA expression in NATE™ treated cells
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NATE™ enhances transient DNA expression in human THP-1 monocytes:
Transfection of a ~3 kb GFP-expressing plasmid into THP-1 cells was performed
using GeneXPlus without (a:top; b:yellow) or with (a:bottom; b:green) the NATE™
reagent. After 48 hours, cells were visualized by fluorescence microscopy (a),
and transfection efficiency was measured using flow cytometry (b). Data are
presented as a fold change normalized to the transfection efficiency without
NATE™ reagent.

Increased rate of stably transfected cells with NATE™

\/\/\thout NATE”‘ With NATE™
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Noclone @ @ @ Stable clone

NATE™ increases the number of stable SEAP-expressing clones in murine RAW
264.7 macrophages: Transfection of a ~10 kb SEAP-expressing plasmid into RAW
264.7 cells was performed using Lipofectamine® LTX, without (left) or with (right)
the NATE™ reagent. After 10 days in selection with Blasticidin, the number of
stables clones expressing SEAP (blue wells) was readily visualized using QUANTI-
Blue™ Solution detection reagent.

( Examples of transfections with NATE™ \

THP-1 RAW 264.7
Plate size 12-well 24-well
Seeding Cell Density 5x 10° ¢/w/ml 2 x 10° c/w/ml
Transfection reagent used GeneXPlus Lipofectamine® LTX

Volume of 100x NATE™ 100ul 10ul
D NATEVEZEDEREIE. MpaEET L — 7 X6 120 240 )b
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