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Figure S1. Effectiveness of CRISPRi/Cas9. Related to Figure 2. A) HEK293T cells were transfected with increasing amounts of Cas9 and CCNK-gRNA expression vectors.
CycK expression was detected by WB using an anti-CycK antibody. B) SERINC3/5 knockout Jurkat-TAg cells were transfected with increasing amounts of Cas9/CCNK-gRNA
expression vectors. After 48 h, cell cycle was analyzed by flow cytometry. Representative individual cell cycle distributions are shown in the histogram. C) CD4 was expressed
with WT or ANef HIV-1 in the presence of Cas9 and CCNK-gRNA expression vectors in HEK293T cells and detected by WB.
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shRNAs

Figure S2. Effectiveness of ShRNAs. Related to Figure 2. HEK293T cells were transfected with shRNA expression vectors against CCNK, CDK12 or CDK13.
A scrambled shRNA expression vector was used as control (Ctrl). CycK, CDK12 and CDK13 expression were detected by WB using their specific antibodies.
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Ser5 intracellular loop 4 (ICL4)

STTRSSSDALQGRYAAPELEIARCCFCFSPGGEDTEEQQPGKEGPRVIYDEKKGTVYI
WT S360A S360D L350A/1352A
16.9% 16.3% 5.08% | 1 16%
5
z
| 7.47% "w 13.9% | 6.59% | 7 "‘ 13% _
s0 200 o] +
H \ \ 5
z
Ser5 —>»

Figure S3. S360 is required for Nef downregulation of SERINCS in HEK293T cells. Related to Figure 4. SERINCS5, SERINCS5S360A, SERINC5S360D, and
SERINC5L350A/1352A with an internal HA-tag were expressed alone, or with WT or ANef HIV-1 in HEK293T cells. Cells were stained with a fluorescent
anti-HA antibody, and SERINCS5 expression on the cell surface was determined by flow cytometry.



CCFCFAPGGEDTEEQQPGKEGPR
(m/z 886.3667, 5ppm mass tolerance)

Chai_Fig.S4

YAAPEAEAAR
(m/z: 524.7565, 5ppm mass tolerance)

100

WT
Intensity: 6.8E5
100 9\t
Intensity: 0
§ 100 S360A
§ 100 S S360A Intensity: 6.8E5
§ Intensity: 9.2E5 /\ /\
o A
2 100 -
© 100 3 I350A/L352A
o I350A/L352A Intensity: 1.1E7
Intensity: 0
0 T T T 1 0 T T 1
38.0 39.0 40.0 41.0 42.0 25.0 26.0 27.0 28.0
Time (min) Time (min)

Figure S4. Extracted ion chromatogram (EIC) of two ICL4 peptides containing S360A or I350A/L352A mutations. Related to Figure 7. EICs of peptides
CCFCFAPGGEDTEEQQPGKEGPR and YAAPEAEAAR detected in samples from CD8-ICL4, CD8-ICL4 and CD8-ICL4 .. . ..., are presented.
The S360A and 1350A/L352A mutations are underlined and shown in red.
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