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Supplementary Figure Legends

Figure S1. Characterization of on-target and off-target CRISPR deletions targeting specific Ly49 genes.
Genomic DNA was isolated from back-crossed H2D? CRISPR-Cas9 modified mice used in these studies.
The specific CRISPR-targeted exons (those with homology to the ITIM) were Sanger sequenced as
representative of the most likely position of off-target effects and to confirm and characterize the
frameshift in on-target variants. The primers used for PCR and subsequent sequence analysis are shown
in Table S4. (A-P) Each panel depicts the reference sequence (above), the region of the exon targeted (in
blue), the on-target and off-target guide sites (in purple), and the Sanger alignments (below) for the
mice indicated. Mice are designated as to which strains (in parentheses) were analyzed. B6 is the wild-
type genome for comparison. Red boxes indicate indels (inserted nucleotides are shown, while deleted
bases are represented as a dash). Sequence analysis was confirmed in both the forward and reverse
directions, however, for clarity only one direction is shown. Sequences assessed in each panel are as
follows: (A) Klral/Ly49a, (B) Klra2/Ly49b, (C) Klra3/Ly49c, (D) Klra4/Ly49d, (E) Klra5/Ly49e, (F)
Kira6/Ly49f, (G) Klra7/Ly49g, (H) Kira8/Ly49h, (1) Klra9/Ly49i, ()) KIra10/Ly49j, (K) Klra11-ps/Ly49k, (L)
Klra13-ps/Ly49m, (M) Klra14/Ly49n, (N) Klra17/Ly49q, (O) Gm6548, and (P) Gm15854/Ly49x. (Q)
Nucleotide level analysis of the ALy49-1 deletions for the haplotype corresponding to Figure 2A at the

Ly49g-Ly49a and Ly49n-Ly49k junctions. Related to Figure 2A.

Figure S2. Flow cytometric characterization of CRISPR-Cas9 modified mice.

Offset flow histograms are shown for mice on the D8-KODO (H2D%) MHC background with the indicated
CRISPR-Cas9 modifications. Single-cell suspensions of mouse splenocytes were gated for expression of
specific proteins with loci near or in the NKC. (A-O) Shown is a representative plot of
NK1.1*/NKp46*/CD197/CD3" lymphocytes. Protein levels assessed in each panel are as follows: (A) Ly49A,

(B) Ly49C, (C) Ly49D, (D) Ly49EF, (E) Ly49F, (F) Ly49G, (G) Ly49H, (H) Ly49l, (1) CDD94, (J) NKG2A, (K)



NKG2D, (L) CD69, (M) CD122, (N) CD127 and (O) 2B4. The flow cytometric analyses were repeated twice
with 3 mice per group. Below the plots, quantification of the flow data as frequencies (A-J) or MFI (K-O)
from one of two representative experiments is provided. (P) Representative maturation plots are shown
for all experimental mice with the summation of a representative experiment provided at the bottom.
No significant deviations were noted. Analyses were repeated twice with 3 mice per group. (Q)
Quantification of NK cell frequencies gated as CD3"CD19'NK1.1* lymphocytes. (R) Flow cytometric
analysis of mice heterozygous for the ALy49-1 D8-KODO KO (F; hybrids of KODO mice with intact Ly49s
and ALy49-1 D8-KODO mice from Fig2B) compared with KO and WT mice. Experiments were performed
twice with 5-7 mice per group, with the exception that WT mice were assessed only once in this panel
with values consistent with panels above. (S) Flow cytometry gating strategy. For all flow cytometry
data, statistical analyses was performed using one-way ANOVA and corrected for multiple comparison
using the Bonferroni method with D8-KODO expression or MFl as a comparator; ****p < .0001, ***p <

.001, **p < .01, *p < .05. Related to Figures 2 and 4.

Figure S3. Strategy and characterization of the NKp46-Ly49A knockin.

(A) CRISPR knockin strategy for Ly49A expression on NKp46-expressing cells. 2 CRISPR guides, T1 and T3
(Table S1) were injected into B6 zygotes along with Cas9 mRNA and a donor DNA construct engineered
to express the Ly49A cDNA following a P2A cleavage site such that the Ly49A expression would be
proportional to NKp46 (Ncrl) transcript levels. (B) The final NKp46 TGA stop codon and several
downstream bases (yellow highlighted region) in the coding region of exon 7 (blue text) were removed
and replaced with a P2A site (purple text), Ly49A cDNA (red text) and finally the remainder of the NKp46
3’ UTR sequence (green text). This donor vector with NKp46 homologous arms was co-injected with
sgRNA for Ncr1 and Cas9 into B6 zygotes and positive knockin mice were selected at birth by PCR

analysis and confirmed at 6 weeks of age by flow cytometry. (C) One Ly49A Kl line was crossed to the



ALy49-1 D8-KODO mice (Figure 2A) heterozygous for one knockin allele and confirmed by flow
cytometry. Lymphocytes for splenic single cell suspensions were assessed for both NK1.1 and Ly49A
expression. Approximately 18% of NK cells from WT (D8-KODO) mice expressed Ly49A, while the ALy49-
1 D8-KODO mice lacked all Ly49A expression unless expressing the Ly49A from the knockin construct
(nearly 100% expression). As shown, Ly49A expression was restricted to NK1.1* splenocytes. Related to

Figures 3F and 4C.

Figure S4. In vivo cytotoxicity in Ly49AG KO and Ly49AYF mice.

In vivo cytotoxicity of MHC-I deficient (KODO) or sufficient (D8-KODO) splenocytes following differential
labelling with Celltrace Violet and flow cytometric analysis recovered from spleens at 2 days post-
injection. (A) Flow cytometric analysis of input cells is shown (prior to injection). The experimental
design is also depicted with the timing of antibody depletion relative to injection and harvest. (B)
Representative histogram plots of the mice indicated in each row and treatments by column. The peaks
are identified by the input plot shown in (A). (C) Quantification was performed as previously described
(Figure 4C). Data are representative of two independent experiments with three recipient mice per
group that received the same mix of donor cells in each experiment. Standard error of the mean is
shown; statistical analysis performed using one-way ANOVA and corrected for multiple comparison

using the Bonferroni method; *p < .05, ****p < .0001. Related to Figure 4.

Figure S5. Sanger sequence analysis of m06 and m152 in CRISPR-modified MCMV strains.

Viral DNA was isolated from in vitro cell cultures infected with CRISPR-Cas9 modified MCMV used in
these studies. The specific CRISPR-targeted ORFs, (A) m06 and (B) m152, were Sanger sequenced to
confirm and characterize the frameshift in on-target variants. The primers used for PCR and subsequent

sequence analysis are shown in Table S5. Each panel depicts the reference sequence above with the



region of the ORF expanded for analysis. The Sanger alignments below for the viruses indicated are
designated as to which strains (/eft of trace) were analyzed. Am157-MCMV is the wild-type genome at
these ORFs, for comparison. Red boxes indicate where inserted nucleotides were identified. Sequence
analysis was confirmed in both the forward and reverse direction, however, only one direction is shown

for clarity. Related to Figure 5.

Figure S6. Multi-step growth curve

Multi-step in vitro growth kinetics of two strains of MCMV, as indicated. Cells and supernatants were
harvested at the indicated days and quantified by real-time PCR. Data is a representative of two
independent experiments with each data point performed in triplicate. All timepoints were shown to
significantly different in terms of viral load (p < .0001); statistical analysis performed with a Student’s t-

Test. Related to Figure 5.
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A A9 SARATEPN o L ladd AL ALl ) RAVAAPRONS I ERS DARVGINE S SAAMLIANNISA ML A MAAAALA LA AA - A,
120 130 140 150 160 176 180 190 200 210 220 230 240 250 260 270 280

Aol ol < . ~ SRR ) 2 VA A A -~ L A o\ ALL Sl ik A0 AL o A ANUAS L NN DA AL, al\ A AAL LA -
FET) 140 156 160 170 T80 150 T R 1) 210 230 240 " %50 260 270 780
TTCTCTEGECCCTTGAGTCTCCTCATGCCTTACAAGTTTCTGCAACCTTGAAGACTTATGAAGTCTCACAGTTGAGTAAGTGACCTCCGECTCACTCATTGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTCTAAGAARAATGT

g AR AR A At o A A A o W

TTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACAAGTTTCTGCAACCTTGAAGACTTATGAAGTCTCACAGTTCGAGTAAGTGACCTCCGGCTCACTCATTGTGGGAGTACAAGAAGTCTGTTCTCTGEGTAAAATGGAGATTTCAGTGAATTCTAAGAAAAATGET

Kira6/Ly49f

Guide 12

“CTCCAGCTCACTCA ACI
1 | 4 1 N 1

AGCTTCTCTGG6GCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGT) TCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA
! I ! I ! 1 } ! 1 1 N

4 > " N 4 4 N ' } J ' " N : 1
T t T * T * T t T * T T T * T T T * T T T ¥ T + T t T ¥ T t T

TACGGAATGATCAAAGACGTTGGGACTTCTGAATACT TCTAAGTGTCAACTCATTCACTGGAGGTCGAGTGAGTAGCACCCTCATGTTCTTCAGACAAGAGACCATTTTACCTCTAAAGTCACTTAAAATTCTT

Reference —A_séiRPGQSEEEHRZVSLI(QL%!SSKH?NVTS?TVEL:SMT;
LydS] Exon 1 ]
Guide AS
B(S AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,
Al A o
Ly49A KO AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,
(A15)
o ARV A o e )
Ly49A KO AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA:
(A20) ,
A o o i o o
L)ﬂ49;\(; P(c) AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,
(AG1)
oo AR Ol AN A Ao
Lyl‘g}\(; P(() AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,
(AGT)
A O RN Ao o A A v s e
L)ﬂ49hﬂ k(() AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,
(M7)
A0 0 A A A A A
Lyu@ghﬂ P(() AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,
(M8)

Ly49Cl KO

ALy49-1

Ly49G KO

N.

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AGT)

Ly49M KO
(M7)

Ly49M KO
(M8)
Ly49CI KO

ALy49-1

Ly49G KO

Voo o ot AR A o )

AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,

mmm.ummnum.uuhm.mmnmm.nmunu.umuunmm.nnmuumnumnmmmm

(Deleted)

AGCTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGATTCACAGTTGAGTAAGTGACCTCCAGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCTCTGGTAAAATGGAGATTTCAGTGAATTTTAAGAA,

Klra10/Ly49j

Guide 12

GACCTC GGCT TTCAT GTG

TGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA
e
" TGAGTAGT! \TACATC’

T T T T T
ACCGGTCGAAGAGAACTGGGAACTAACAGGAGTCCGGAGTGAACCAAGACGTTAGGACTTCTAAATACTTTAGAGTGTCAACTTATTCACT! TTACCACGGAAATCACTATAAATT

40 35 30 25 20 15 10 5
HGAERSGQNDEPRVQNQLGSSKHFRVTSYTVEQESMMPTHLTHE

Ly49Q Exon2 ]
GGAGTCY GGAGTGATCAAAGAC (GGACGAGTGAGTAM AACC TTAd
Guide G4 Guide G3

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

mdmuuuumhhhluuulbluuumhuhumlm.u,lmhthmumuuuumnuuumum_

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

A J AL oA A J i A A A A
230 220 210 200 150 180 170 160 150 146 130 120 110 100 90 0

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

o oo A A o s A

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

ol Al oA o Ao

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

mdunhudhuml o Ao A AR AR A AN A A A s A A

STGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTCGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

3STGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

ol oA AR o A

iTGGCCAGCTTCTCTTGACCCTTGATTGTCCTCAGGCCTCACTTGGTTCTGCAATCCTGAAGATTTATGAAATCTCACAGTTGAATAAGTGACCTCCTGCTCACTCATCATGGGTGTATGTAGAGTGTGTTCTCTGTTAAAATGGTGCCTTTAGTGATATTTAA

230 = 220 = - 210 200 190 = 180 170 160 150 140 130 120 110 100 = WE 80 =

Klra17/Ly49q

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AGT7)

Ly49M KO
(M7)

Ly49M KO
(M8)

Ly49Cl KO

Ly49G KO

G.

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AGT7)

Ly49M KO
(M7)

Ly49M KO
(M8)

Ly49CI KO

ALy49-1

Ly49G KO

K.

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AG?)

Ly49M KO
(M7)

Ly49M KO
(M8)

Ly49CI KO

ALy49-1

Ly49G KO

O.

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AG7)

Ly49M KO
(M7)

Ly49M KO
(M8)
Ly49CI KO

ALy49-1

Ly49G KO

Guide 12

GACCT! CGBOT TTCATCGT G

CTTACTTCTGTTGCCAACTTCTCTGGGCCCT TGCCTTACTAGTT TTATGAAGTCTCACAGTTGAGTAAGTGACCTCTGGCTCACTCATC AC TGTTCGTTGGTAAAATGGGGATTTCAATG:
1 ’ I 4 1 s ! ; 1 4 i 4 1 + 1 + L N 1 N f + 1 + L + 3 N 1 s fl + 1
T + T t T + T + T + T t T + T + T + T t T + T + T ¥ T ¥ T ¥ T T T

GAATGAAGACAACGGTT! CCGGGAACTCY ACGGAATGATCAAAGACGTTGGGACTTCTGAATACTTCAGAGTGTCAACTCATTCACTGGAGACCGAGTGAGTAGCACCCTCATGTTCTTCAGACAAGCAACCATTTTACCCCTAAAGTTAC

L .. 40 . . ., 35 . N I | I | I | S | S S R
K S R N GV ERP G QT E EHRV L K QLGS S KHLRVTSYTVEUZPETSMTZPTTCS ST
P Ly4SC Exon 2 ]

GGAAATCAGAGGAG CCAGAGTG GGAGACCGAGTGAGTAGCACCC
Guide C1
Guide AS

j;TTAcYTCTGTTGCCAACTTCTCTGGGCCCTTGAGTCYCCYCATGCCTTACTAGT‘I’TCTGCAACCCTGAAGACTTATGAAGTCTCACAGTTGAGTAAGTGACCTCTGGCTCACT CATCGTGGGAGTACAAGAAGTCTGTTCGTTGGTAAAATGGGGATTTCAAT

CTTACTTCTGTTGCCAACTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGTCTCACAGTTGAGTAAGTGACCTCTGGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCGTTGGTAAAATGGGGATTTCAAT

ARl Ao AR A ot A

STTACTTCTGTTGCCAACTTCTCTGGGCCCTTGAGTCTCCTCATGCCTTACTAGTTTCTGCAACCCTGAAGACTTATGAAGTCTCACAGTTGAGTAAGTGACCTCTGGCTCACTCATCGTGGGAGTACAAGAAGTCTGTTCGTTGGTAAAATGGGGATTTCAAT

Kira3/Ly49c

Guide 12

GACCTCOOGCTOAY TCATCOT64

TACCTCTGTAGCAAGCTTCTCTGGECCTTTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGG6GAATGATGTATGAAGTATGTTCTCAGTTAAAATGGTGCCTTBAC
1 + 1 i it t Il i 1 + 1 + 1 + 1 it Il 1 Il + Il + I + I + Il 7 1 + it + 1
T T T T T T T T T T T T T T T T T
\ATGGAGACATCGTTCGAAGAGACCCGGAAACTCCGAGGAGTC AGGAGTGATCAAAGACGTTGGAACTTCTGAGTACTTTAGAGTGTCAACTCATTCACTGGAGGACGAGTGAGTAGAACCCTTACTACATACTTCATACAAGAGTCAA ACCACGGAACTC

58 50 40 35 30 25 20 10 S
:GRYCAERPRQPEET RVLKQLRSSEHFRVTSYTVEQESMKPIIYSTHE-NFHHRS

Ly49G Exon 2
[GGAGTC AGGAGTGATCAAAGACG GGACGAGTGAGTAGAACCCTTAQG
Guide G4 Guide G3

TACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGGGAATGATGTATGAAGTATGTTCTCAGTTAAAATGGTGCCTTGA!

oo A A oA AR A A A o A

TACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGGGAATGATGTATGAAGTATGTTCTCAGTTAAAATGGTGCCTTGA

A A o A

%ACCTCTGTAGCAAGCTTCTCTGGGCCTYTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGGGAATGATGTATGAAGTATGTTCTCAGTTAAAATGGTGCCTTGA!

TACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCA= ======iCTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGGGAATGATGTATGAAGTATGTTCTCAGT TAAAATGGTGCCTTGA

MMMMMMMMMMMMMM A A AR o AN AN A

&ACCTCTBTAGCAABCTTCTCTGSGCCTTTGAGGCTCCTCAE]TCCTCACTAGTTTCTGCAACCTTEAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTEATCTTGGGAATEATGTATEAAGTATGTTCTCAGTTAAAATGGTGCCTTGA

1 A A A d AL A - A o g L AAY LAY A 9. ALALYAXZ LA JALA LA A A e AU A
%0 100 110 120 130 140 150 160 170 180 190 200 210 220 230 240

|
TACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGGGAATGATGTATGAAGTATGTTCTCAGTTAAAATGGTGCCTTGA

AR AR o SN g A

TACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCTCCTGCTCACTCATCTTGGGAATGATGTATGAAGTATGTTCTCAGT TAAAATGGTGCCT TGA

uummnuuu mmhnnmummmuuuunuAxAAAumx1Amnmumnmunummuuhummmlununmum. u.mm.mum.mun

ITACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCAG TCCTCACTAGTTTCTGCAACCTTGAAGACTCATGAAATCTCACAGTTGAGTAAGTGACCT e E-—--—-———— - - o o

| 1A A A

TACCTCTGTAGCAAGCTTCTCTGGGCCTTTGAGGCTCCTCAGES

Klra7/Ly49g

TTTTCTAGATCTC AGTC
} N

GGCTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTGATTTATAA
n L = L . ! ’ L L i 1 L . rt + 1
T

T T T T T T T T T T T T T T T 1
\ATCCGGTCGAAAAGATCTAGAGACTCAGGGGAGTTCAGAGTGGACCGACAAGTTTGGACTTCTGAATACCTTAGAGTATCAACCCTTTCGCTGAAGGACGAGTGGGTAGAACCCTTATGCATCTCATACAAGAAAATTTTTTATACAGGAACTCACTAAATATT

.35 30 25 20 1s 10 s 1
L GA KR SR QTGE LRV QS NLGS S KHTEFRMTWPFAVEQEGM
]

Ly49K Exon 1
(GGACGAGT! AGTAGN\CCCTTA
Guide G3

TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTGATTTATAA,

luunuumnmumnuhmml..nuumum.uunnu“xmamumumh.uumnmhmnnulmuum

|
TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTGATTTATAA,

TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATETTCTTTTAAAAAATATGETCCTTGAGTGATTTATAA,

o Ao ol o A A

|
TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTGATTTATAA,

l‘uumu_mumu.uul.mmhulmuumnuuumluwu_mdamnnumm.nnuumnuum

TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTEECTETTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCCGACTTCCTGCTCACCCATCTTGGCAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTCGAGTCGATTTATAA,L

A 0 A At

TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGECTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTGATTTATAA

A Aol AN A A ot A

TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAAACCTGAAGACTTATGCAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTCGATTTATAA,

A A A Ao A WA AR o A AMASOAAA AN e M AR A

(Deleted)

TAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAAACCTGAAGACTTATGGAATCTCATAGTTGGGAAAGCGACTTCCTGCTCACCCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGTGATTTATAA,

(0t Ao Ao A

Klra11-ps/Ly49k

[6GCCAGCTTCTCTGGGCCCTTGAGTCTCCTCAGTACTCACTTGGTTCTGCAACCCTGAAGACTTATGAAATCTCACTGTTGAATAAGTGACCTCCTGCTCACTCGTCTTGGGAGTATGTGAAGTATGATCTCTGTTAAAATATGCCCTTGATTGATTTCTAAAGA
1 1 1 1 L 1 1 1 1 1 1 1 1 L 1 1 N
T t T + T + T + T + T + T + T + T + T + T + T + T + T + T + + + 1
ACCGGTCGAAGAGACCCGGGAACTCAGAGGAGTCATGAGTGAACCAAGACGTTGGGACTTCTGAATACTTTAGAGTGACAACTTATTCACTGGAGGACGAGTGAGCAGAACCCTCATACACTTCATACTAGAGACAATTTTATACGGGAACTAACTAAAGATTTCT

5 30 25 20 N 15 10
|GAERPGQTEETSVQNQLGSSKHFRVTSYTVEQES

+— Exonl Gm6584
GGAAATCAGAGGAGT S AGAIST (GGACGAGTGAGY AGAACCC A0
Guide A5 Guide G3

GGAGTCAGGAGTGAmAMBAC
Guide G4

BGCCAGCTTCTCTGGGCCCTTGAGTCTCCTCAGTACTCACTTGGTTCTGCAACCCTGAAGACTTATGAAATCTCACTGTTGAATAAGTGACCTCCTGCTCACTCGTCTTGGGAGTATGTGAAGTATGATCTCTGTTAAAATATGCCCTTGATTGATTTCTAAAG,

oo R A A A ANA A A o

BGGCCAGCTTCTCTGGGCCCTTGAGTCTCCTCAGTACTCACTTGGTTCTGCAACCCTGAAGACTTATGAAATCTCACTGTTGAATAAGTGACCTCCTGCTCACTCGTCTTGGGAGTATGTGAAGTATGATCTCTGTTAAAATATGCCCTTGATTGATTTCTAAAGY

260 250 240 230 210 20— 200 190 180 170 ~ 160 150 140 130 120 110

bGCCAGCTTCTCTGGGCCCTTGAGTCTCCTCAGTACTCACTTGGTTC'I’GCAACCCTEAAGACTTATGAAATCTCACTGTTGAATAAGTGACCTCCTGCTCACTCGTCTTGGGAG’!ATG‘I’EAAGTATGATCTCTGTTAAAA‘I’A'I’SCCCTTBATTGATTTCTAAAGI

D.

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AGT7)

Ly49M KO
(M7)

Ly49M KO
(M8)

Ly49CI KO

ALy49-1

Ly49G KO

H.

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AGT1)

Ly49AG KO
(AGT)

Ly49M KO
(M7)

Ly49M KO
(Mm8)

Ly49CI KO

ALy49-1

Ly49G KO

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AGT7)

Ly49M KO
(M1)

Ly49M KO
(M3)

Ly49M KO
(M7)

Ly49M KO
(M8)

Ly49CI KO
ALy49-1

Ly49G KO

Reference

B6

Ly49A KO
(A15)

Ly49A KO
(A20)

Ly49AG KO
(AG1)

Ly49AG KO
(AG7)

Ly49M KO
(M7)

Ly49M KO
(Mm8)
Ly49CI KO

ALy49-1

Ly49G KO

T TCTCGT TTATGGAATC TGAGAAAGTGTCTTCCTGTTCAGTCATCTTGGGAGTATGTAGAGTATGTTCTCTTTTAAAATATEGTCCTTGAGTGATTTCTAAAGA:
1 " 1 N 1 N 1 N 1 N 1 N 1 " il 1 1 1 1 1 1 I 1 i
T + +

+ t + t + t + t + 1 + t + 1 + + + T + T + T + T + T + T + T
>CGCTCGAAAAAGTCCGAAGGCACK AACTCGGAGTAGAGCAAGACGTTGGGACTTCTGAATACCTTAGAGTGTCGACTCTTTCACAGAAGGACAAGTCAGTAGAACCCTCATACATCTCATACAAGAGAAAATTTTATACAGGAACTCACTAAAGATTTCT

S N ST | [N (SR | S | SN | NN | S | SR S
R A K E P KRTEKLRMENAOQTLGS S KHTFRVASTFTDEOQETMKPTHTLTHTERIKTFYTRSHN
<= Ly49D Exon 2 ]

3GCGAGCTTTTTCAGGCTTCCGTGTCTCCTTGAGCCTCATCTCGTTCTGCAACCCTGAAGACTTATGGAATCTCACAGCTGAGAAAGTGTCTTCCTGTTCAGTCATCTTGGGAGTATGTAGAGTATGTTCTCTTTTAAAATATGTCCTTGAGTGATTTCTAAAGH

Klra4/Ly49d

Guide 12

‘CTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTBECTETTCAACCCTGAAGACTTGTGGAATCTCATAGTTEGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT
1 i 1 i 1 n 1 1 1 i 1 n 1 1 1 1 L 1 i i 1 5 1 1 1 1 1 b I 1 1 E
1 + t + t + t + t + t + t + 1 + 1 + t + t + t + t + t + t + t
(GAATCCGGTCGAAAAGATCTAGAGACTCAGGGGAGT TCAGAGT GGACCGACAAGTTGGGACTTCTGAACACCTTAGAGTATCAACCCTTTCACTGGAGGACGAGTGAGTAGAACCCTTATGCATCTCATACAAGARRATTTTTTATACAGGAACTCA
s , . ., ., 4 , , , , 40 , , , 35, , , , 30 . . , 25, . ., . 2 . . , 1% . , . 10, . . 5 . , 4 1
R L GAKRSRQTGELRV QS NLGS S KHTFRMTZPTFTVEQTESMIEKTZPTITRILTHTEIKILTFYT
Ly4QH Exon 2 ]

GGACGAGTGAGTAGAACCCTTA
Guide G3

"CTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT

BPAAYSVE VP ARy EEUAR ) GRS | LI ARANE S Al ASAENA'AN NSVARATARN PN LabhASALNRANIE AL ALA A A pAL A LA
(1} 20 100 e f%0 130 140 150 160 170 180 190 200 210 220 230

[CTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT

oo oo oo

FCTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT

o A A A OO AN, AdALINL L P i AL o A
160 170 180 150 200 210 220 uc

A b L7 AV AT S VAR A2 AEADR A 2 RANS RS ANA VO QR NE A
50 (13 Toc 110 120 e 140 150

TCTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT

mmmuumhmn.umnmm.uumnun.mmumnnudm.umhuu.mumuuuuuum

FCTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT

80 = 50 100 110 120 130 140 150 160 i) 180 Yoo 200 210 220 2

TCTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT
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TCTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT
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TCTTAGGCCAGCTTTTCTAGATCTCTGAGTCCCCTCAAGTCTCACCTGGCTGTTCAACCCTGAAGACTTGTGGAATCTCATAGTTGGGAAAGTGACCTCCTGCTCACTCATCTTGGGAATACGTAGAGTATGTTCTTTTAAAAAATATGTCCTTGAGT
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AAAAATCTGTGAATTCCGTGAATGGAGACTCCGGTCGAAAAGCTCCGAAGGGACAGA GGAGTTCGGAGTGGGCCAAGACGTTGEGACTTCTGAATACCTTAGAGTGTCGACTCTTTCACTGGAGGACGAGTGAGTAGAACCCTCCTACATCTCATACAAAAGA
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TTTTAGACACTTAAGGCACTTACCTCTGAGGCCAGCTTTTCGAGGCTTCCCTGTCT CCTCAAGCCTCACCCGGTTCTGCAACCCTGAAGACTTATGGAATCTCACAGCTGAGAAAGTGACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT
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TTTTAGACACTTAAGGCACTTACCTCTGAGGCCAGCTTTTCGAGGCTTCCCTETCT CCTCAAGCCTCACCCEGTTCTGCAACCCTGAAGACTTATGGAATCTCACAGCTGAGAAAGTGACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT
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TTTTAGACACTTAAGGCACTTACCTCTGAGGCCAGCTTTTCGAGGCTTCCCTGTCT CCTCAAGCCTCACCCGGTTCTGCAACCCTGAAGACTTATGGAATCTCACAGCTGAGAAAGTGACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT
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il o A A A A A A

ITTTAGACACTTAAGGCACTTACCTCTGAGGCCAGCTTTTCEAGGCTTCCCTE=m= == =FAAGCCTCACCCGGTTCTGCAACCCTGARGACT TATGGAAT CTCACAGCTGAGARAGT BACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT]

ot ooy

260 250 240
FTTTAGACACTTAAGGCACTTACCTCTGAGGCCAGCTTTTCH GAGGCTTCCCTGTLE’: TCAAGCCTCACCCGGTTCTGCAACCCTGAAGACT TATGGAATCTCACAGCTGAGAAAGTGACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT]

T —T T E T ——T 220 T E—T Tso 156 176 1eo T — T T30 120 Tio
TTTTAGACACTTAAGGCACTTACCTCTGAGGCCAGCTTTTCGAGGCTTCCCTGTCTICCTCAAGCCTCACCCGETTCTGCAACCCTGAAGACTTATGGAATCTCACAGCTGAGAAAGTGACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT

o o AN A A A A

TTTTAGACACTTAAGGCACTTACCTCTGAGGCCAGC TTTT0e============== SCTCAAGCCTCACCCGGTTCTGCAACCCTGAAGACTTATGGAATCTCACAGCTGAGAAAGTGACCTCCTGCTCACTCATCTTGGGAGGATGTAGAGTATGTTTTCT

oMy AL oA A A A WA
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GAGGCCAGCTTTTCTAGGCTTCAGAGTCTCCTCAAGCCTCACCCGGTTCTGCAACCCTAAAGATTTATGGAATCTCACAGCTGAGAAAGTGACCTCCTGT \TGTAGAGTATGTTCTCTGTTAAAATATGTCCTTGAGTGACTTCTA
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CTCCGGTCGAAAAGATCCGAAGTCTCAGAGBAGT TCGGAGTGGGCCAAGACGTTGGGATTTCTAAATACCTTAGAGTGTCGACTCTTTCACTGGAGGACAAGTCAGTAGAACCCTCCTACATCTCATACAAGAGACAATTTTATACAGGAACTCACTGAAGAT,
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Mouse Chr 7

2 CRISPR Guides (upstream of stop)
Cas9 mRNA
Donor DNA |72 Ly49A cDNA
Mouse Chr 7

NKp46 P2A>  Ly49A cDNA

Segment of chr7:4344460-4345184 (GRCm38/mm10)
Exon 7 coding region of Ncr1 / 3' UTR of Ncr1
Replaced with P2A-Ly49A cDNA
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gctaagctttaagtactttaacgcttatttactgcaagttata cactctggtctttcctagaaataacttcgttccaatgtgatggccatggga
atatttccttcctactttaggtcttatcgtcatttc attttatttattttatgttgccgggaattgaactcaagttgtctggaggagcaacaagtggt
cttaactacaaaccatatctcc Catcctcaatattttatattgtgtgtgcatgtctgtaggatgcatgtgtgtgcacacatatgtacatatattc
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Supplementary Tables

Table S1: sgRNA used in generation of CRISPR-Cas9 modified mice

Guide ID | Target Sequence + PAM Mouse Generated Chr
G3 Ly49g/a/h | CATTCCCAAGATGAGTGAGCAGG ALy49-1 6
12 Ly49i GACCTCCGGCTCATTCATCGTGG C14B 6
C1 Ly49c TCCCACGATGAGTGAGCCAGAGG C14B 6
M1 Ly49m CGGGTGAGGCTTGAGGAGACAGG M1, M4, M7, M8 6
G4 Ly49g GCAGAAACTAGTGAGGACTGAGG AG1, AG7 6
A5 Ly49a GTGAGACCTGAGGAGACTAAAGG AG1, AG7,A15,A20 |6
T3 Ncrl GGTACAGCATAGAGCTCACAAGG Ly49A-KI 7
T1 Ncrl GTGAGCTCTATGCTGTACCCIGG Ly49A-KI 7

The names of the sgRNA guides (Guide ID) are provided along with the intended genomic targets, the

sgRNA sequence including the “NGG” protospacer adjacent motif (PAM) site underlined, the mice

generated with the sgRNA and the chromosomal location of the targeted gene. A complete list

containing all relevant on-target and off-target sites in B6 mice is provided as supplemental file

Table_S1.xls and references the specific guides using the Guide ID. In this file, individual on-target and

potential off-target sites are indicated as identified by CCTop (see Methods). Specifically, the input

sgRNA sequence along with the number of mismatches and the location of mismatches within the 12nt

core (less likely to bind) or outside the core are shown. Chromosome positions of targets along with

gene names, if available are indicated. Potential off-target sites within the target chromosome are

highlighted and were carefully examined with sequence (Figure S1) and flow cytometric methods

(Figure S2). Related to STAR Methods.




Table S2: List of MCMV sgRNA target sites

A complete list of all guides with no or minimal off-target sites is provided as supplemental file
Table_S2.xls. In this file, individual on-target and potential off-target sites are indicated as identified by
CCTop (see Methods). Specifically, the individual sgRNA sites only within the MCMV genome was
interrogated for all CRISPR/Cas9 target sites. Any alternate cleavage sites are indicated. The two sgRNA
guide sequences used in our experiments are identified as T303 (m06) and T18561 (m152) (see also

Table S3) and is highlighted in yellow within the file. Related to STAR Methods.



Table S3: sgRNAs specific for MCMV m06 or m152

Guide Target | sgRNA Sequence + PAM Forward Oligo (5' to 3') Reverse Oligo (5' to 3')
1D

T303 mo06 AGAGTCTTACGTTAAGACAGAGG | caccgAGAGTCTTACGTTAAGACAG | aaacCTGTGTTAACGTAAGACTCTc
T18561 | m152 | TATGGACGTGCGCATATTCGAGG | caccgTATGGACGTGCGCATATTCG | aaacCGAATATGCGCACGTCCATACc

The names of the sgRNA guides (Guide ID) are provided (see also Table_S2.xls) along with the intended
MCMV ORF targets, and the sgRNA sequence including the “NGG” protospacer adjacent motif (PAM)

site underlined. Two oligos were used to generate duplex DNA used for cloning into the modified px330
Cas9-encoding vector (see Methods). An additional guanine residue was appended to the forward oligo

(and complementary cytosine to the reverse oligo) to enhance sgRNA production from the U6 promoter

in cells. Related to STAR Methods.




Table S4: The primers used for Ly49 gene sequence analysis

Gene Fwd Primer Sequence (5'to 3') Rev Primer Sequence (5' to 3') Amplicon
size (nt)
Klra1/Ly49a TCTTCCCTCCCATCTTTGTTCA TGGGTCAGTCCATGTCAGTG 439
Klra2/Ly49b ATTGTTCTGCTCTGCGCATC AGAGTCAGGGTGTTTGGACC 409
Klra3/Ly49c TCTTCCCTCCCGTCCTTGTA TGCATGTCAGGGTGTTTGGA 428
Klra4/Ly49d TCACCCTCATGCATAACTAAGG CAGTCCATGCTGCAGTGTTT 421
Klra5/Ly49e CTTCTCCGGGCCCTTGAATC GGCTGTATCAATGGTAGAATGGC 414
Klra6/Ly49f CTCCCATACTTGTGCATAATCAAA GGATCAGTCCATGTCAGGGTG 427
Klra7/Ly49g AACCAAGCCCCAATGAGATC GGTCAGTCCATGTCAGGGTG 411
Klra8/Ly49h GGAACATTTTACTTTTCAATGAAAGCCT CTGTATCATCAGATCCAGGTACCTTT 324
Klra9/Ly49i CAAGCCCCGATGAGATGGAT GGATCAGTCCATGTCAGGGTT 409
Klra10/Ly49j CAAGCCCCGATGAGATGGAC GGATCAGTCCATGTCAGGGTA 409
Klra13-ps/Ly49m | CTTTTCTTCTCTCTCACCCTTATGCATAAC CCCAAGATGAGTGAGCAGGAGGT 278
Klra14-ps/Ly49n ACTTCTTGTTTCCCAAGAAATGTTTTCTTACTG | CACCCTTTCTCAACCTTCTGTATCACT 591
Klra17/Ly49q GCCCATCTGGCTTCCTTTCT TGAGTCCCAGTCAGGGTCAT 533
Gm15854/Ly49x TTCTCTCTTACCCTCGTGCATAAC GTGAGGTCAGTCCATGCTGAG 438
Gm6584 AGCCAAGCCCAGATGAAATGA ACAGGGTTTCTCCCCTGAAA 428

This table provides the primer sequences and amplicon lengths used for amplification and sequencing

the Ly49 region of the murine NKC locus on chromosome 6. See Methods for sequencing conditions and

Figure S1 for results. Related to STAR Methods.




Table S5: The primers used for MCMV m06 and m152 gene sequence analysis

ORF Fwd Sequence Primer (5' to 3') Rev Sequence Primer (5' to 3') Amplicon size (nt)
mO06 CACGCCCAAAATCACGCAAAC GGCGTAGTCGAATGGTACA 853
m152 | CGATGTCATCCTCGGATA GGCTACTCCCGAAAGAGTAA 578

This table provides the primer sequences and amplicon lengths used for amplification and sequencing
the viral ORFs m06 and m152 from MCMV. See Methods for sequencing conditions and Figure S5 for
results. Related to STAR Methods.
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