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Supplementary figure 1 | Original unmodified autoradimgsashown in figure 1 (left) and 2 (right).
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Supplementary figure 2 | Original unmodified blots (a) andesponding autoradiograms (b) shown
in figure 3. Unspecified lanes have no relevance in thisipahbn.
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Supplementary figure 3 | Comparison of total and functioaalount of EGFR-eYFP in the
microsomal fraction. Aliquots of the microsomal fractiohaell-free synthesis reactions using the
CrPV-IRES-EGFR-eYFP template in the CECF mode were eitsed wirectly for electrophoretic
separation followed by immunoblotting (2), preliminartigphosphorylated in 1 x cut smart buffer
with calf intestinal phosphatase (3) or dephosphorylatedi subsequently incubated in kinas buffer
with ATP (4). A control reaction without a gene template (1aswvperformed in parallel. The
phosphorylated receptors were detected using an EGFRfispadiibody (b) and a phosphotyrosine
1068 specific antibody (a). The contrast, brightness ardpstess have been adapted in a and b. ¢
shows the original non-adapted blots.



Biot_wi_|

1300
1200
1100
1.000

900
800
700
&0

Counts

400
200
200
100
¢ T T
s 100 150

Pixel Position

BandNo | Posion | Vowme | VolBkGnd | Caib Voling) Ares Band % | Band % (Norm)
1 = - 158,00 0,00

Lane% | MW (ko) Rf
17224476 17424276 100,00 755 185,000

Lane1

7930781 79307,61 100,00

8536785 85367,80 100,00

5582169

5582169 100,00

Supplementary figure 4 | Screenshots of estimation of fanat proportion of EGFR-eYFP based on
western blots shown in supplementary figure 3 using eitherlinageJ (a) or the ImageQuant (b)
software.
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Supplementary figure 5 | Comparison of total and functi@mbunt EGFR-eYFP in the supernatant
fraction. Aliquots of the supernatant fraction of celldrsynthesis reactions using the CrPV-IRES-
EGFR-eYFP template in the CECF mode were either used dirémtlelectrophoretic separation
followed by immunoblotting (1), preliminarily dephosplytated in 1 x cut smart buffer with calf
intestinal phosphatase (2) or dephosphorylated and substy incubated in kinase buffer with
ATP (3). A control reaction without a gene template (4) wagfqrened in parallel. The
phosphorylated receptors were detected using an EGFRfispadibody (b) and a phosphotyrosine
1068 specific antibody (a). The contrast, brightness armdpsiess have been adapted in a and b. ¢
shows the original non-adapted blots.
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Supplementary figure 6 | IRES-mediated cell-free synthe$iGrb2-mCherry in batch and CECF reaction
mode. a) Relative protein yields in supernatant (SF) andasamal fraction (MF) in relation to the standard
batch reaction (+ IRES) determined by analysis of mCheugréscence and incorporat&@€-leucine. Error
bars represent the standard deviation of triplicate aislyb) Corresponding autoradiogram after
electrophoretic protein separation. The full-length Gma2herry is marked by an asterisk.
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Supplementary figure 7 | Interaction of cell-free synthedi Grb2-mCherry witt&f21 microsomes in the
absence of receptor. Microsomal fractions from controttieas without gene template (NTC) carried out in
the absence (- OTS) or presence of the orthogonal translayistem (+ OTS) were incubated with soluble
Grb2-mCherry in kinase buffer and after centrifugationjsated to CLSM.



