Figure S1. Map of pLIM1-EGFP vector. EGFP, enhanced green fluorescent protein.

Ndel (159)
(8064 .. 1) hU6-F SnaBI (265)

Nhel (s16)
(7425) BbvCl BmtI (520)
Afel (s21)
Mfel Agel (s25)
(711(121:2:“1 EGFP-N (583 .. 604)
EXFP-R (844 .. 863)
EGFP-C (1191 ..1212)
(6838) Nrul * BsrGI (1247)
/ BstBI (1282)
EcoRI (1284)
8000!

XemlI (1519)

Spel (1747)
BlpI (1827)
Ascl (1836)

hPGK-F (1920 .. 1938)

HincIl (1974)
BamHI (2004)

Puro-R (2023 .. 2042)
PAIFT - Tth111I (206s)

(6322) Sphl

(6184 .. 6204) T3
(6149 .. 6165) M13 Reverse %

(6130 .. 6152) M13/pUC Reverse

o&*

S &
ﬁ pLIM1-EGFP

(5917 .. 5934) L4440 / %9)-% ireibi e
. PR fy o RsrIl (2139)
(s819) AIIII - Peil : '\ BStEIL (2157)
(5664 .. ses3) pBR322ori-F i Puro-F (2519 .. 2539)
(s519) PspFI SexAl * (2590)
Nsil (2676)
fans) Bmav Acc65I (2679)
1 Kpnl (2683)
BbsI (2781)

SV40pA-R (3092 ..3111)
EBV-rev (3146 .. 3165)
SV40pro-F (3278 .. 3297)

SAil (3303)
AvrIl (3350)

T7 (3371..3390)
M13 Forward (3400 .. 3417)
M13/pUC Forward (3409 .. 3431)

(44%0) Scal _
Flori-R (3645 .. 3664)

(4362 .. 4381) Amp-R
NgoMIV (3683)
(3855 .. 3876) Flori-F Nael (3685)




Figure S2. Map of pLKO.1-TRC cloning vector. TRC, The RNAi Consortium.
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Figure S3. Lentivirus containing IDO-modifying plasmids
was successfully constructed and transfected into 293FT cells.
The IDO (A) overexpression or (B) knockdown recombinant
plasmids were transformed into active Escherichia coli and
amplified. The positive colonies were identified by bacterial
PCR. Lanes 1-4 were all PCR products from individual colo-
nies of Escherichia coli transformed with IDO-overexpressing
recombinant plasmid (1,224 bp). Lanes 5-8 were the PCR
products from individual colonies of Escherichia coli trans-
formed with IDO-knockdown recombinant plasmid (258 bp).
IDO, indoleamine 2,3-dioxygenase; sh, short hairpin RNA.
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Figure S4. Sequence alignment and transfection 293FT cells. (A) Sequences inserted into vector were confirmed by comparing
with the theoretical sequence of sh/DO. (B) In the presence of liposome transfection reagent, the confirmed EGFP-IDO overex-
pression construct and two packaging plasmids were co-transfected into 293FT cells to produce effective lentivirus particles. The
transfection efficiency in 293FT cells was observed under a fluorescence microscope (magnification, x10; scale bar, 230.5 ym).
EGFP, enhanced green fluorescent protein; IDO, indoleamine 2,3-dioxygenase; shRNA/sh, short hairpin RNA.
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Figure S5. Chromatogram demonstration of Trp and Kyn in genetically modified DCs. Detection of Trp and Kyn concentra-
tions in the culture medium samples of (A) IDO*DCs or (B) IDO*DCs with their controls and standard was performed by
high-performance liquid chromatography. DC, dendritic cell; IDO, indoleamine 2,3-dioxygenase; Kyn, kynurenine; Trp, tryp-
tophan; Vector®'DCs, DCs infected with control vector of pLIMI1-EGFP; IDO*DCs, IDO-overexpressing DCs; vector*"DCs,
DCs infected with control vector of pLKO.1; IDO*DCs, IDO-knockdown DCs.
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Figure S6. Effects of IDO on the survival and migration of
DCs. (A) Flow cytometric analyses of viable cells stained with
FITC-Annexin V and PI to detect the effect of IDO on the
viability of DCs. The cells negative for both Annexin V and
PI were considered alive. Representative scatter plots (left) and
statistics (right) are shown. (B) After CFSE staining (37°C for
10 min), both 10x10° vector*'DCs and IDO*DCs were subcu-
taneously injected into mice (n=3 mice per group). After 24 h,
the popliteal lymph nodes of mice were extracted to make a
single cell suspension. The CFSE*DCs were detected by flow
cytometry. Representative scatter plots (left) and statistics
(right) are shown. The results are presented as the mean + SEM
(n=3). DC, dendritic cell; CFSE, carboxyfluorescein diacetate
succinimidyl ester; IDO, indoleamine 2,3-dioxygenase; ns,
not significant; FSC-A, forward scatter area; vector*'DCs,
DCs infected with control vector of pLKO.1; IDO*DCs,
IDO-knockdown DCs.
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